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Abstract 

Hemorrhagic Shock is the leading cause of preventable death after trauma. A 

combination of 4 M D-β-hydroxybutyrate and melatonin (BHB/M) improves survival in 

preclinical hemorrhagic shock models. This dissertation is concerned with the 

characterization and optimization of this promising treatment. We conducted multiple 

experiments to evaluate the safety, optimize the dosing, administration and formulation, 

and to unravel the mechanism of action behind BHB/M. Our results indicate that 

intravenous infusion is the preferred route of administration, while intraosseous infusion 

was associated with decreased drug serum concentrations and increased mortality in a 

porcine hemorrhagic shock and trauma model. We also showed that lowering the 

melatonin concentration in combination with 4 M BHB decreased the efficacy of the 

treatment. Another objective was to define the maximum tolerated dose of 4 M BHB/43 

mM M in porcine hemorrhagic shock with polytrauma. Our experiments indicate that 

administering increased volumes of 4 M BHB/43 mM M increased mortality in pigs 

exposed to hemorrhagic shock and injury. Death was likely a result of the interplay of 

hemorrhagic shock, injury, and BHB/M-induced hypernatremia and fluid translocation. 

Adverse effects were reversible in the surviving 2x 4 M BHB/43 mM M-treated pigs, and 

we concluded that this is the maximum tolerated dose of the treatment. Dimethyl 

sulfoxide (DMSO), used to solubilize melatonin in the original treatment solution, may 

exert adverse effects. We therefore developed and evaluated two novel BHB/M 

formulations void of DMSO. These formulations were lyophilized to increase drug 

stability and simplify drug preparation in the field. Treatment efficacy was retained in a 

rat hemorrhagic shock model, and novel formulations induced significantly lower 

hemolysis than the original formulation. Lastly, we conducted experiments to unravel the 

mechanism of action behind BHB/M in an in vitro ischemia/reperfusion model. We 

hypothesized that BHB/M increases survival of hemorrhagic shock and trauma by 

improving mitochondrial function during blood loss and resuscitation. However, 

treatment with BHB/M did not induce significant differences in ATP levels, 

mitochondrial ROS production or respiration in H9c2 cells exposed to oxygen glucose 

deprivation and reoxygenation, suggesting that treatment effects may not be mediated 

through changes in mitochondrial function or oxidative stress.   
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Chapter 1. General Introduction  

Portions of this introduction were published in: 

Wolf A, Lusczek ER, Beilman GJ, Review: Hibernation-based Approaches for 

Hemorrhagic Shock. Shock 2017 in press 

 

Unlike many other causes of death, traumatic injury does not favor the old over the 

young. Injury is the leading cause of death in Americans ages 1-44, and the 4
th
 leading 

cause of death overall (1). Worldwide, more than 5 million people die from injuries every 

year (2). Hemorrhagic shock, the state induced by severe blood loss, accounts for 30-40% 

of civilian trauma deaths (3). It is estimated that 10-20% of trauma deaths are preventable, 

with hemorrhagic shock being the leading cause of preventable death after injury (4).  

 

Mechanisms of injury in hemorrhagic shock and ischemia/reperfusion injury 

In hemorrhagic shock, a substantial drop in circulating blood volume and the 

resulting hemodynamic instability lead to deficient organ blood supply, known as 

ischemia. Decreased delivery of oxygen and nutrients results in a mismatch between 

tissue perfusion and cellular metabolic requirements (5, 6). In compensated shock, 

elevated sympathetic activity causes an increase in heart rate and vasoconstriction, 

preserving blood flow to critical organs (e.g. kidney, heart, brain) (7). If oxygen supply is 

too low to maintain aerobic respiration at adequate levels, cellular function is maintained 

via a partial switch to anaerobic respiration for ATP generation (6). If energy production 

drops further, ATP levels become insufficient to maintain cellular functions. In 

decompensated shock, ion transporters across the cellular membrane become 

dysfunctional, resulting in loss of membrane integrity, cellular swelling, and ultimately 

cell death (6). Exhausted stores of ATP, along with elevated adenosine nucleotide levels, 

prime the cells for ATP production (8). Increased anaerobic respiration and cellular 

dysfunction lead to buildup of lactate and raised generation of free radicals, resulting in 

acidosis, oxidative stress and ultimately organ injury and death (5, 6, 8).  

Patients experiencing severe blood loss receive crystalloid resuscitation fluids and/or 

blood components to restore intravascular volume and stabilize hemodynamics. When 
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tissue perfusion is reestablished, rapid restoration of oxygen and energy substrates 

quickly reactivates cellular respiration and increases oxygen uptake and free radical 

generation (9). Reperfusion-induced oxidative stress causes cellular death and tissue 

damage, called reperfusion injury (7, 8). Reactive oxygen species can directly damage 

DNA, proteins and cell membranes (10). Oxidative stress also contributes to the opening 

of the mitochondrial permeability transition pore, resulting in mitochondrial dysfunction 

and further decreases in ATP levels (11, 12). Combined, these factors induce apoptotic 

and necrotic cell death (9).  

Hemorrhagic shock is not an isolated event, but is often the result of traumatic injury. 

The direct mechanic insult of trauma adds to the adverse effects of acute blood loss. 

Pulmonary contusion, a common occurrence in major trauma, causes respiratory distress 

and hypoxemia (13). Pulmonary contusion can induce local and systemic 

immunodysfunction and increases the risk for infection and development of acute 

respiratory distress syndrome (14-18). Hepatic injury, which is often difficult to repair, 

can result in uncontrolled internal bleeding (19). Severe traumatic injury induces a local 

inflammatory response and activation of early immune response pathways (20-22). 

Combined, hemorrhagic shock and traumatic injury can lead to an overreaction of the 

innate immune response and the release of large amounts of pro-inflammatory mediators 

(7). This can then result in exacerbated systemic inflammation, known as the systemic 

inflammatory response syndrome (SIRS). SIRS is counteracted by a compensatory 

suppression of the immune response, called compensatory anti-inflammatory response 

(CARS) (7). The elevated activation of pro-inflammatory and anti-inflammatory immune 

responses predisposes patients to impaired organ function and ultimately multiple organ 

failure, a major contributor to late mortality after hemorrhagic shock (23, 24). Analysis of 

the circulating leukocyte transcriptome after severe trauma or burn injury showed that 

that these severe stresses induce a “genomic storm” which affects gene expression in over 

80% of cellular functions (25). In this study, genes involved in the systemic inflammatory, 

innate immune and compensatory responses after severe trauma were upregulated 

simultaneously. Interestingly, severity of outcomes differed in the magnitude, but not the 

pattern of gene expression (25). 
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Current resuscitation approaches 

Treatment of hemorrhagic shock is a comprehensive approach aimed to stop active 

hemorrhage and restore blood volume. Blood loss is controlled mechanically (e.g. 

tourniquets), surgically and/or with hemostatic agents (26). In addition, patients receive 

fluid resuscitation with the goal of restoring intravascular volume and increasing blood 

pressure and end organ perfusion (5). There is a myriad of resuscitation solutions 

available. Blood and blood components have the advantage of providing oxygen-carrying 

red blood cells and necessary blood clotting factors, but come with high cost, limited 

availability and the inherent risk of transfusion reactions and infections (27). Due to these 

challenges, resuscitation fluids containing salts (called crystalloids) or colloids (called 

colloidal solutions) are commonly used instead of or in addition to blood products.  

The optimal fluid resuscitation strategy remains a topic of continuing debate (27). 

Studies have shown that massive fluid infusion and restoration of blood pressure to pre-

hemorrhage levels are associated with increased blood loss, organ injury and mortality 

(28-30). The current standard of care is the rapid infusion of 1 – 2 l lactated Ringer’s 

solution (a crystalloid) in the presence of symptoms of hemorrhagic shock (31). This is 

followed by hypotensive resuscitation (target SBP 80-90 mm Hg) to maintain tissue 

perfusion without increased bleeding or fluid overload (32).  

The ideal resuscitation fluid should be efficacious, safe, cheap and stable during 

various storage conditions, without causing adverse effects. However, it has been 

increasingly recognized that currently used resuscitation fluids can exacerbate shock-

induced injury (33). For example, infusion of racemic lactated Ringer’s solution (LR) 

was associated with increased neutrophil activation in swine not just after hemorrhagic 

shock, but also in healthy animals (34). Furthermore, LR significantly increased 

neutrophil activity in human neutrophils in vitro (35).  

Increased neutrophil activity was not observed after treatment with hypertonic saline 

(35, 36). Infusion of hypertonic solutions creates an osmotic surplus in the vasculature, 

which leads to a fluid shift from the extravascular space, thereby increasing intravascular 

volume (27, 37). Due to their low volume, hypertonic solutions provide a logistical 

advantage in extreme conditions (e.g. the battlefield). In 1999, the Institute of Medicine 

recommended the use of hypertonic saline as the initial resuscitation fluid after battle 

field injury (33). However, a recent meta-analysis did not find a significant mortality 
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difference between hypertonic saline and isotonic crystalloid (38). Furthermore, the 

analysis indicated that hypertonic saline significantly increased serum sodium levels 

when compared to isotonic saline. Today, the search for the ideal resuscitation fluid is 

still ongoing.  

 

Hibernation-based treatment approaches for hemorrhagic shock 

Hibernation-based treatment approaches have been of increasing interest for various 

biomedical applications, from treatments for stroke (39) to the induction of suspended 

animation during space travel (40). One hibernation-based approach, therapeutic 

hypothermia, is routinely used during cardiovascular and neurosurgery and to improve 

outcomes of cardiac arrest and neonatal asphyxia (41). Hibernation-based approaches are 

relevant to the treatment of hemorrhagic shock, as hibernators are innately protected from 

ischemia-induced injury and inflammation. Consequently, multiple hibernation-based 

treatment approaches have emerged for the treatment of hemorrhagic shock.  
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Figure 1.1. Hibernators. The arctic ground squirrel (Spermophilus parryii, left) and the 

hoary marmot (Marmota caligata, right) are both hibernators.  

Torpor and hemorrhagic shock - similar but not the same  

Hibernation is a transient state of inactivity and hypometabolism in endothermic 

(warm-blooded) animals. This adaptive phenomenon is known to occur in avian and 

mammalian species, including hummingbirds, bats, hedgehogs, marmots and ground 

squirrels (Figure 1.1) (42). Hibernation is characterized by hour- to week-long phases of 

fasting and inactivity known as torpor. Torpor is frequently interrupted by shorter 

interbout arousals, during which hibernators return to “normal” activity (42, 43). During 

these fast alternations between torpor and arousal, physiological changes resemble those 

during hemorrhagic shock and resuscitation. Similar to hemorrhagic shock, torpor is 

marked by global reductions in physiologic activity and metabolic rate, including 

decreased blood flow, heart rate, cardiac output, respiratory rate, and oxygen and nutrient 

supply and consumption (Figure 1.2 (42, 43)). These changes are succeeded by decreases 

in body temperature, which range from a few degrees below euthermic temperatures in 

bears to below freezing in the arctic ground squirrel (42, 43). Similar to reperfusion after 

hemorrhagic shock, arousal from torpor is characterized by rapid restoration of 

physiological parameters to pre-torpor levels. Heart rate and oxygen consumption 

increase, followed by a rise in body temperature (42-44).  

Despite obvious similarities between hemorrhagic shock/resuscitation and 

torpor/arousal, important differences emerge (Table 1.1). Hibernation is an induced and 

highly regulated state, accompanied by seasonal changes in gene and protein expression 

and activation, which are associated with changes in nutrition and metabolism, 

coagulation, antioxidant defense and other factors (42, 45, 49). Body temperature and 

blood pressure decrease in both shock and hibernation; however during torpor, these 

parameters are maintained above critical levels (44). Torpor in seasonal hibernators is 

typically preceded by a period of preparation involving increased storage of body fat. 

This allows for a switch from carbohydrate to lipid metabolism, maintaining stable 

glucose levels and preventing muscle wasting during inactivity (50). In contrast, the early 

response to hemorrhagic shock and trauma is characterized by a hypercatabolic state with 

peripheral insulin resistance and hyperglycemia, along with increases in glycolysis, 

gluconeogenesis, glycogenolysis, lipolysis and fatty acid utilization, proteolysis and 
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increased levels of ketone bodies (51). Ultimately, depletion of glycogen stores can lead 

to hypoglycemia (52).  

 

Figure 1.2. Physiological changes during torpor. Many hibernators undergo 

hyperphagia and increased fat storage in preparation for extended torpor. Torpor is 

marked by prominent decreases in respiratory, heart, and metabolic rate, which are 

succeeded by decreases in body temperatures to as low as -2.9º C (42, 43). Torpor is 

associated with global reductions in transcription and translation; however, steady-state 

levels of most proteins remain relatively constant (42). During torpor, induction of 

mitochondrial pyruvate dehydrogenase kinase 4 (PDK4) inactivates pyruvate 

dehydrogenase, suppressing glycolytic activity (42). Enhanced PPAR-γ and PGC-1α 

expression is associated with increased lipid catabolism (45, 46). Elevated levels of 

ketone bodies suggest that these fuel sources are utilized at increased rates during torpor 

(47, 48). Lastly, torpor is associated with reversible immunosuppression and increased 

clotting times (42, 45).  
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Table 1.1. Comparison of physiologic functions during hemorrhagic shock and 

torpor 

 Hemorrhagic Shock Torpor 

Timeline Sudden & unexpected Preparation with hyperphagia and fat storing 

Body 

temperature 
Spontaneous hypothermia is common 

Near ambient temperature, thermoregulation 

is maintained to keep temperature above 

critical levels 

Hemodynamics Tachycardia, hypotension Bradycardia, moderate but stable hypotension 

Oxygen 

consumption 
Delivery < consumption ↓ Delivery ~ ↓ consumption 

Metabolism 
Switch from aerobic to anaerobic 

metabolism, hypercatabolic state 

Greatly reduced metabolic rate, switch from 

carbohydrate to lipid metabolism 

Cellular function 
Ischemia depletes ATP, reperfusion 

increases ROS production 
Maintained 

Coagulation Coagulopathy Reversible hypocoagulation 

Immune system SIRS, CARS 
Leukocytopenia and immunosuppression 

during torpor, reversed upon arousal 
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Hibernators show improved resistance to ischemia/reperfusion injury and 

hemorrhagic shock 

In contrast to patients suffering from hemorrhagic shock, hibernating mammals 

undergo torpor and arousal without detriment to their health (53). This indicates that 

these animals are uniquely equipped to deal with abrupt changes in tissue perfusion and 

metabolism. Indeed, hibernators exhibit superior tolerance to hypoxia and 

ischemia/reperfusion injury when compared to non-hibernators (48, 54-58).  

What lies behind this protective effect? One study detected differences in gene 

expression patterns in summer and interbout arousal ground squirrels, which remained 

when the animals were exposed to ischemia/reperfusion injury (49). Increased 

availability and use of non-glucose energy sources during hibernation provides flexibility 

and may stabilize metabolism after ischemia/reperfusion insult (59). For example, 

hibernating ground squirrels experience significantly increased serum levels and 

utilization of ketone bodies, which have been associated with improved hypoxic tolerance 

(47, 48, 60). While some research suggests that protection from ischemia/reperfusion 

injury is linked to winter or the torpid state (56-58), other studies observed increased 

tolerance also in active hibernators during the summer (54, 55). Hence, the protective 

mechanisms in hibernators may be available throughout the year.  

Improved ischemia/reperfusion tolerance in hibernating species extends to instances 

of hemorrhagic shock. 
1
H-NMR metabolomics analysis suggested lower reliance on 

anaerobic metabolism, and decreased glucose turnover and organ dysfunction after 

hemorrhagic shock in both interbout arousal and summer euthermic ground squirrels 

when compared to rats (59). In a hemorrhagic shock and resuscitation model, all of the 

tested rats expired within 18 hours after reperfusion, while both euthermic and interbout 

arousal arctic ground squirrels survived for 72 hours (54). Arctic ground squirrels also 

experienced decreased kidney injury and systemic inflammation, along with higher pH 

and base excess, suggesting better metabolic protection from acid-base imbalance (54). 

Utilizing the adaptive mechanisms that protect hibernators from shock-induced injury and 

inflammation may help alleviate the detrimental effects of hemorrhagic shock in non-

hibernating species. Indeed, various hibernation-based treatment approaches have shown 

promising effects in hemorrhagic shock (Table 1.2). 
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HIT and DADLE  

HIT and DADLE induce hibernation-like effects 

Dawe and Spurrier were the first to show that intravenous injection of whole blood or 

blood components from torpid hibernators induced hibernation in euthermic, active 

summer ground squirrels (61). The authors concluded that an (unknown) hibernation-

induced ‘trigger’ (HIT) for natural mammalian hibernation could be transferred via 

transfusion. These effects are not limited to hibernators. Treatment with HIT transiently 

decreased body temperature and oxygen consumption in rodents (62) and caused 

transient hypophagia, bradycardia, hypothermia and lethargy in primates (63). In 

summer-active ground squirrels, treatment with the delta opioid receptor agonist D-Ala
2
-

Leu
5
-enkephalin (DADLE) induced hibernation comparable to that after infusion of HIT 

(64). Both HIT and DADLE likely exert their effects through activation of the 

endogenous delta-opioid system. DADLE activates delta opioid receptors directly, and 

may have additional non-opioid-effects (39, 65). In contrast, HIT does not seem to be an 

opioid-receptor agonist itself, but likely induces its effects after conversion to an active 

form, or by inducing the release of endogenous opioids (65).  

HIT and DADLE improve outcomes after ischemia/reperfusion and hemorrhagic shock 

HIT and DADLE significantly improved organ function and survival in various 

animal organ preservation models and increased ischemia/reperfusion tolerance in 

isolated heart, skeletal muscle and jejunum (65, 66). HIT or DADLE pretreatment, but 

not acute administration significantly improved function and ultrastructural preservation 

in isolated rabbit hearts exposed to cardioplegia (67). In vivo, DADLE significantly 

improved markers of lipid peroxidation and hepatocyte injury in a rat hepatic 

ischemia/reperfusion model (68). In rats exposed to middle cerebral artery occlusion, 

DADLE significantly decreased cerebral infarction volume, cellular apoptosis, oxidative 

stress and inflammation, increased antioxidant enzymes and attenuated behavioral 

impairments (39, 69). 

Despite promising results in ischemia/reperfusion models, data on the effects of 

DADLE in hemorrhagic shock are limited. DADLE infusion prior to blood withdrawal 

significantly improved survival and decreased lactate levels in rats (70). In contrast, there 

was no significant difference in survival, neurological status or histological damage score 
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in a rat model of hemorrhagic shock and emergency preservation and resuscitation model 

where DADLE was added during cold aortic flush and resuscitation (71). Injection into 

the hypothalamus at the end of hemorrhage did not affect mean arterial pressure or heart 

rate in hypovolemic rats (72). The variable results in preclinical hemorrhagic shock 

models suggest that the timing of DADLE administration affects its efficacy. While 

DADLE treatment is beneficial when given as pretreatment (39, 67, 68, 70), treatment 

onset during ischemia or reperfusion is generally not associated with beneficial effects 

(67, 71, 72). Only one study found that DADLE was protective when injected during 

cerebral ischemia (69). The time-dependent effects of DADLE raise doubts that this 

treatment can be effectively applied in clinical practice.  

 

Hydrogen sulfide 

Hydrogen sulfide (H2S) has become appreciated for its function as a gasotransmitter 

in the vasculature, the nervous system and in inflammation (73). H2S may be involved in 

ischemia/reperfusion protection during the transition from torpor to arousal (74). Gaseous 

H2S can be administered via inhalation; however, H2S inhalation exerts pulmonary 

toxicity (75). Alternatively, the inorganic sulfides Na2S and NaHS act as donors that 

release H2S into solutions which can be administered intravenously. At increased doses, 

H2S is toxic due to its inhibition of cytochrome c oxidase, thereby decreasing 

mitochondrial respiration (73).  

Hydrogen sulfide decreases metabolic rate in small animals  

About a decade ago, researchers first reported that H2S induces a “suspended 

animation-like state” in small animals (76). Mice exposed to H2S gas experienced 

substantial decreases in metabolic rate, body temperature, cardiac output, heart and 

respiratory rate and physical activity (76-78) and returned to normal physiological 

function without obvious impairments once moved back to normal air (76). The 

metabolic effects of H2S are less straight forward in larger rodents and other mammals. 

Studies found contradicting results in rats (79, 80), and H2S did not decrease body 

temperature or metabolic rate in healthy sedated sheep or piglets (75, 79, 81). In humans, 

inhalation of 10 ppm H2S during exercise significantly decreased oxygen consumption 

and increased blood lactate, with no obvious effects on CO2 production or heart rate (82). 
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Responses to H2S treatment may vary with species differences in baseline metabolic rate 

or temperature regulation, or may have been masked by sedation in larger animals (66).  

Hydrogen sulfide improves outcomes of ischemia/reperfusion injury and hemorrhagic 

shock 

Pretreatment with H2S greatly extended survival without inducing behavioral defects 

in mice exposed to oxygen tensions as low as 3% (77). H2S-treatment is protective during 

organ preservation and ischemia/reperfusion injury in various organs, including the heart, 

liver, kidney, brain, stomach, intestine and the lung (73). Treatment with H2S gas or 

sulfide solution during hemorrhage stabilized CO2 production, a surrogate marker of 

metabolism, significantly improved survival, and attenuated shock-induced decreases in 

PaCO2, HCO3
-
, and base excess and increases in blood potassium and lactate levels in 

rats (80). In contrast, H2S infusion during resuscitation did not result in significant 

differences in mean arterial pressure, markers of organ injury, or survival in a porcine 

hemorrhagic shock model (83).  

Intraperitoneal or intravenous injection of NaHS improved survival, mean arterial 

pressure, cardiac and vascular function, cerebral blood flow, metabolic acidosis, 

inflammation, oxidative stress and markers of organ injury and apoptosis in rat 

hemorrhagic shock (84-88). In a porcine model of hemorrhagic shock and truncal 

ischemia, Na2S infusion during resuscitation significantly decreased organ damage and 

lowered epinephrine requirements for blood pressure control (89). Continuous Na2S 

infusion significantly improved survival in pigs exposed to hemorrhagic shock 

independent of whether this treatment was started before, during or after blood loss; 

however, shock-induced organ injury, inflammation, and decreases in base excess were 

only attenuated when Na2S infusion was initiated at the onset of hemorrhage (90). 

Combined, the described studies suggest that H2S and sulfide solutions improve 

outcomes of hemorrhagic shock in both rats and pigs, and that efficacy may vary 

depending on the timing of treatment administration.  

Effectiveness of H2S may be diminished by its immune-modulatory effects. 

Hemorrhagic shock increased plasma and tissue levels of H2S in rats (91, 92). Decreasing 

H2S levels lowered inflammation in these models, suggesting that H2S is pro-

inflammatory (91, 92). In humans, shock-survivors showed lower total plasma sulfide 
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concentrations than non-survivors (93). However, other studies reported anti-

inflammatory effects of H2S in hemorrhagic shock (85) and ischemia/reperfusion injury 

(73). The immune-modulatory profile of H2S remains to be completely characterized, and 

pro-inflammatory effects of H2S may increase the risk of injury-related inflammation and 

sepsis. 

The variability in the outcomes of treatment with H2S or sulfide salts in healthy 

animals and those exposed to hemorrhagic shock underlines potential difficulties for the 

translation of this treatment into clinical use. Pulmonary and general toxicity limit the 

dose that can be safely administered. Lower metabolic rates and differences in 

thermoregulation may render the effects of H2S less prominent in larger animals. Time-

dependent treatment effects may result in decreased efficacy when administration is 

delayed. While treatment before or at the onset of reperfusion generally exerts beneficial 

effects (80, 84-90), administration during resuscitation was not effective (87). Lastly, H2S 

is quickly lost from solution, making it difficult to administer precise doses. Slow-release 

H2S donors may allow for more accurate H2S dosing while extending treatment duration 

(94). However, these substances have not been tested in hemorrhagic shock models.  

 

Ghrelin 

Ghrelin is a peptide hormone that is synthesized in the stomach upon food 

deprivation. It has been suggested that Ghrelin plays a role in food intake, body mass and 

energy balance in hibernators (95). Ghrelin administration decreased body temperature 

during fasting-induced torpor in mice, but not in non-fasting rodents or healthy 

volunteers (96, 97). In a rat model, ghrelin administration 45 minutes after traumatic 

brain injury and uncontrolled hemorrhage significantly increased survival, attenuated 

brain injury and inflammation, and facilitated cognitive recovery (98). Despite these 

interesting initial results, ghrelin has not been tested in larger animal models, and it is 

unknown whether the treatment could be translated to clinical use.  

 

Adenosine, lidocaine and magnesium 

During torpor, cardiac activity is substantially decreased; however, the resting 

membrane potential in the heart is maintained (99). This observation led to the 
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development of a combination of adenosine, lidocaine and magnesium (ALM), which 

arrests the heart while maintaining the membrane potential near its polarized resting state 

(polarized cardioplegia (100)). ALM exerts protective effects in animal models of cardiac 

arrest (100). While the mechanism of action of ALM is not exactly known, it is likely a 

combination of the individual effects of each of the solution components. These include 

the reduction of oxygen demand through antiadrenergic effects, a decrease in 

ischemia/reperfusion injury by lowering cellular calcium entry and scavenging free 

radicals, a decrease in neutrophil activation and inflammation, decreased arrhythmias, 

and improved cardiac function and coagulation (100).  

In rat hemorrhagic shock, ALM treatment significantly improved survival, 

decreased ventricular arrhythmias and hypocoagulopathy, and attenuated shock-induced 

decreases in mean arterial pressure (101, 102). A recent study further showed that ALM 

significantly improved post-shock microvascular glycocalyx integrity (103). In a pig 

hemorrhagic shock model, animals received ALM at the onset of hypotensive 

resuscitation, followed by a bolus of adenosine and lidocaine (AL) at the reinfusion of 

shed blood. ALM/AL treatment increased mean arterial pressure and cardiac index, 

decreased crystalloid infusion requirements for post-shock blood pressure control, 

attenuated shock-induced lactic acidosis, increased base excess and HCO3
-
, raised urine 

output and improved renal and cardiac function (104, 105). The beneficial results 

obtained in rat hemorrhagic shock models translate into pigs, although the effect on 

survival remains to be determined. ALM improves outcomes when administered at the 

onset of resuscitation, making it effective in a clinically relevant treatment regimen.  

 

Hypothermia 

Shock-induced exhaustion of ATP stores, which is exacerbated by shivering, 

diminishes heat production (106, 107). Post-shock spontaneous hypothermia is associated 

with increased acidosis and hypocoagulopathy, resulting in a “vicious cycle” that can 

lead to death if left untreated (108). It correlates with injury severity and significantly 

increases the risk for development of multiple organ dysfunction syndrome (109, 110). 

Some, but not all studies found that spontaneous hypothermia independently increased 

mortality in severely injured patients (109-111). Due to the association of post-injury 
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hypothermia with worsened outcomes, current trauma care guidelines call for the 

prevention and reversal of decreases in body temperature.  

Therapeutic hypothermia improves outcomes of ischemia/reperfusion injury and 

hemorrhagic shock 

In therapeutic hypothermia, body temperature is tightly controlled. Shivering is 

suppressed while body temperature is actively decreased by surface cooling or infusion of 

cold fluids. In preclinical studies, therapeutic hypothermia is commonly classified as mild 

(33-36 ºC), moderate (28-32 ºC), deep (16-27 ºC), profound (6-15 ºC), or ultra-profound 

(<5 ºC) (106).  

Therapeutic hypothermia is beneficial in animal models of ischemia/reperfusion 

injury and hemorrhagic shock. In rats exposed to severe hemorrhage, induction of mild or 

moderate hypothermia significantly increased survival (112, 113). Hypothermia further 

increased mean arterial pressure, decreased heart rate, lowered fluid requirements, and 

attenuated shock-induced organ injury and increases in lactate levels, vascular 

permeability, markers of inflammation, and oxidative stress (112-115). In porcine 

hemorrhagic shock, mild hypothermia significantly improved survival and decreased 

lactate levels and markers of organ dysfunction (116, 117).   

Emergency preservation and resuscitation (EPR) is an experimental procedure that 

induces suspended animation via profound hypothermia to improve outcomes after 

exsanguination cardiac arrest. Hypothermia is rapidly induced via aortic flush with 

intravenous fluids, followed by circulatory arrest, reparative surgery and rewarming and 

resuscitation with cardiopulmonary bypass (118). EPR has been extensively studied in 

preclinical trauma models, and results have recently been evaluated in a systematic 

review (118). In rats, EPR significantly increased survival and decreased neurological 

impairment and kidney injury after 60 minutes, but not 75 minutes of shock (119). EPR 

allowed for survival of up to 120 minutes of circulatory arrest with only mild 

neurological deficit in dogs (120). In pigs subjected to 120 minutes of circulatory arrest 

followed by EPR, 50% of animals survived and most showed no neurological or organ 

dysfunction (110). EPR outcomes might be further improved by optimization of the 

cooling fluids. Addition of glucose and oxygen to the flush solution allowed for survival 

of three hours of circulatory arrest without severe neurological impairment in dogs (121). 

The efficacy of therapeutic hypothermia and EPR is affected by various factors, including 
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etiology, depth, duration, the rate of induction and rewarming, severity of injury, method 

of cooling and the species evaluated (106, 118). Because of the suggested improvements 

in outcomes, therapeutic hypothermia may be a means to achieve survival of hemorrhagic 

shock and exsanguination cardiac arrest.  

The beneficial effects of therapeutic hypothermia are likely a result of ischemia 

protection, inhibition of post-injury inflammation and activation of pro-survival pathways 

(Figure 1.3). Hypothermia decreases metabolic rate and oxygen consumption (106, 117). 

By increasing mean arterial pressure while lowering heart rate, hypothermia leads to 

decreased cardiac energy consumption, while cardiac output is maintained (113, 122). 

Combined, these effects preserve aerobic respiration and cellular ATP levels and 

decrease oxidative damage during ischemia and reperfusion (114, 123-125). Hypothermia 

blunts the shock-induced immune response, thereby decreasing inflammation and organ 

injury (125-128). Furthermore, therapeutic hypothermia induces changes in gene 

expression, resulting in increased levels of survival proteins like bcl-2 and β-catenin, 

while pro-apoptotic proteins are decreased (106). 

Multiple hurdles remain until therapeutic hypothermia can be applied in shock 

patients. Protocols utilized in lab settings may not be feasible in the clinic, especially 

during the pre-hospital phase. Target temperature may vary with shock and injury 

severity; however, estimating the amount of lost blood can be difficult. Further research 

is necessary to examine the efficacy of therapeutic hypothermia if applied once 

spontaneous hypothermia has begun. The timing, rate of cooling and rewarming, as well 

as duration of hypothermia need to be optimized to generate therapeutic benefits without 

induction of hypothermia-induced adverse effects like arrhythmias, changes in serum 

electrolytes, insulin resistance, reversible hypocoagulopathy and increased risk for 

infection (106, 107). Lastly, slowed drug metabolism during hypothermia increases the 

risk of toxicity (107). It remains to be tested whether the promising preclinical results can 

be translated into bedside care. A clinical trial evaluating the efficacy of emergency 

preservation and resuscitation after exsanguination cardiac arrest from trauma is currently 

underway (129).  
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Figure 1.3. Effects of therapeutic hypothermia in hemorrhagic shock. By decreasing 

the metabolic rate, therapeutic hypothermia (TH) lowers oxygen and energy demands, 

thereby attenuating shock-induced losses in ATP and consecutive oxidative stress and 

cellular impairment (106, 114, 117, 123-125). TH has also been shown to blunt the 

shock-induced inflammatory response (125-128). TH prevents apoptosis by increasing 

expression of the pro-survival proteins beta-catenin and bcl-2 through the Akt signalling 

pathway, while attenuating release of the pro-apoptotic protein bax and inhibiting 

caspase-dependent apoptosis pathways (106).  
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D-β-hydroxybutyrate and melatonin 

D-β-hydroxybutyrate 

Treatment with a combination of D-β-hydroxybutyrate (BHB) and melatonin (M) 

increases survival in preclinical hemorrhagic shock models. BHB is a ketone body, which 

serves as a glucose alternative fuel source in various extrahepatic tissues, including the 

heart, the brain, the kidney and in skeletal muscle (47, 130-132). Blood ketone body 

concentrations increase with decreased food intake, from below 0.1 mM postprandial to 

1-2 mM after two days of fasting (133, 134), to 6-8mM after prolonged starvation (135, 

136). A low carbohydrate diet or intense exercise also increases systemic ketone levels to 

1- >2 mM (137, 138). Increased ketone levels inhibit glucose utilization, and ketone 

bodies can substitute glucose as an energy source in many tissues, allowing substrate 

oxidation and ATP production to continue when glucose is sparse (133, 139). 

Furthermore, BHB metabolism is independent of insulin, and ketone bodies provide 

energetic flexibility in conditions of blunted insulin activity (140, 141).  

Ketone production (ketogenesis) and ketone body utilization (ketolysis) are 

illustrated in Figure 1.4. Ketogenesis mainly occurs in the liver (142), although other 

tissues may generate small amounts of ketone bodies (143, 144). The rate of ketogenesis 

is governed mainly by hepatic production of acetyl-CoA from beta-oxidation of free fatty 

acids (145). In the liver mitochondria, acetyl-CoA is converted first to acetoacetyl-CoA 

and then irreversibly to HMG-CoA, which is cleaved to acetoacetate. D-BHB 

dehydrogenase converts acetoacetate to BHB in a reversible reaction. BHB and 

acetoacetate exist in equilibrium, which is driven by the NaD
+
 to NADH redox ratio 

(145). BHB and acetoacetate exit the liver via monocarboxylic acid transporters 1, 2 and 

7 (146, 147). BHB and acetoacetate enter tissues via monocarboxylic acid transporters 1 

and 2 (47, 147, 148), where BHB is oxidized to acetoacetate with the reduction of NAD
+
 

to NADH. Acetoacetate is converted to acetoacetyl-CoA by succinyl-CoA:3-oxoacid-

CoA transferase (SCOT), which also catalyzes the conversion of succinyl-CoA to 

succinate. SCOT is not found in the liver, which means that while the liver is the main 

producer of ketone bodies, it does not utilize them itself (149). Acetoacetyl-CoA is 

cleaved to two acetyl-CoA molecules which enter the tricarboxylic acid (TCA) cycle. 

The TCA cycle generates NADH and FADH2, reducing elements used by the electron 

transport chain for ATP production via oxidative phosphorylation.  
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Figure 1.4. Ketogenesis and Ketolysis. I-V -  complexes 1-5 of the electron transport 

chain (I – NADH dehydrogenase, II – succinate dehydrogenase, III – ubiquinol 

cytochrome c oxidoreductase, IV – cytochrome c oxidase, V – ATP synthase), BHB – D-

β-hydroxybutyrate, BDH1 – BHB-dehydrogenase, HMGCL – 3-hydroxymethyl-3-

methylglutaryl-CoA Lyase, HMGCS2 – 3-hydroxymethyl-3-methylglutaryl-CoA 

synthase 2, HSL – hormone sensitive lipase, MCT – monocarboxylic acid transporter, 

SCOT – succinyl-CoA:3-oxoacid-CoA transferase, SCS – succinyl-CoA synthetase, TCA 

cycle – tricarboxylic acid cycle.   
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BHB administration exerts beneficial effects in in vitro and in vivo hypoxia (60, 150). 

Endogenous BHB levels increased after ischemia (151), and BHB treatment improved 

energy metabolism, attenuated cerebral edema and decreased cardiac apoptosis and 

infarct size after local ischemia/reperfusion (60, 152). Resuscitation with LR in which 

lactate was replaced by BHB prevented decreases in base excess and attenuated increases 

in serum lactate and markers of inflammation and apoptosis in preclinical hemorrhagic 

shock models (153, 154). 

Melatonin 

Melatonin is synthetized from serotonin in a two-step process (Figure 1.5) (155). The 

pineal gland is the main producer (155), although other tissues, including the skin, retina, 

gut, platelets and bone marrow are also capable of producing melatonin (156-159). 

Melatonin is secreted into the circulation, from where it is widely distributed throughout 

the body. Melatonin serum levels closely follow pineal activity (160-162), which is 

driven by an endogenous clock in the suprachiasmic nucleus in the hypothalamus (163). 

Melatonin production follows the daily light/dark cycle (164), with highest serum levels 

at night (165, 166). Ultimately, most of the endogenously produced melatonin is 

hydroxylated to 6-hydroxymelatonin in the liver (167), which is conjugated with sulfate 

or glucuronide and excreted in urine (168).  

Melatonin has various functions. It acts as a synchronizer and stabilizer of circadian 

rhythm (169, 170), and participates in regulation of the sleep-wake cycle (171). 

Furthermore, melatonin is involved in regulation of the annual reproductive cycle and 

other seasonal changes (172, 173). The effects of melatonin are exerted both through 

receptor binding and directly through its free radical scavenging properties. Two G-

protein-coupled melatonin membrane receptors have been identified in mammals, MT1 

and MT2 (174, 175), which are expressed throughout the body virtually every organ 

(176). Melatonin also binds to the orphan nuclear hormone receptor family RZR/ROR, 

which may relay some of its immune-modulatory effects (177). 

While it has long been known that melatonin affects the immune system, its immune-

modulatory effects are not straight forward. Melatonin administration increases thymus 

and spleen weight in rodents, suggesting an immune-stimulating effect (178-180). 

Furthermore, melatonin increases proliferation and activity of immune cells (181-184)  
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and induces cytokine production (185, 186). In contrast, other studies have shown anti-

inflammatory melatonin effects (187-189). For example, melatonin reduced post-shock 

levels of pro-inflammatory cytokines, attenuated lipid peroxidation, prevented shock-

induced circulatory failure and increased survival in animal models of septic shock (190-

192). The differences in the observed effects may be due to differences in treatment 

regimens, as melatonin effects are dose-dependent (193, 194), vary with the time and 

duration of administration (195), and may be masked by changes in endogenous levels of 

melatonin (195).  

Melatonin plays a prominent role in the control of oxidative damage. It not only 

increases expression of antioxidant enzymes (196-199), but also is a potent free radical 

scavenger (200-202). Melatonin reaction with reactive oxygen species produces cyclic 3-

hydroxymelatonin and N1-acetyl-N2-formyl-5-methoxykynuramine (AFMK), which 

themselves act as free radical scavengers (203-206). Some antioxidant functions of 

melatonin are mediated through receptor binding (207).  

Melatonin plays a role in the regulation of mitochondrial homeostasis. Mitochondria 

not only produce the majority of the body’s ATP, but are also a major source for reactive 

oxygen species (208). In mitochondria, electrons are shunted through complexes of the 

electron transport chain. This transfer is coupled with the transport of protons across the 

inner mitochondrial membrane, generating an electrochemical gradient that drives the 

synthesis of ATP (209, 210). During this process, low levels of superoxide radicals (O2
-
) 

are produced, which are subsequently converted into H2O2 and OH
-
 (211, 212). While 

low levels of reactive oxygen species are physiologic, increased production of free 

radicals is damaging to the electron transport chain (213). The resulting mitochondrial 

dysfunction further increases reactive oxygen production, feeding into a vicious cycle 

that can produce large amounts of reactive oxygen species and ultimately result in cell 

death (214). As described above, melatonin provides protection from oxidative damage 

through its radical scavenging and antioxidant effects. Consequently, melatonin increases 

activity of complexes of the electron transport, thereby maintaining mitochondrial 

function in the context of oxidative damage (215-219).  

Countless studies have shown protective effects of melatonin in various organs, 

including in the brain, the heart, the liver, and the kidney (220-224). The beneficial 
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effects of melatonin in hypoxia and ischemia/reperfusion injury are well documented in 

both animal models and in patients (225). Melatonin treatment decreased resuscitation 

fluid requirements, prevented shock-induced decreases in mean arterial pressure and 

ameliorated shock-induced tachycardia and markers of apoptosis, oxidative stress and 

organ injury in rat and mouse models of hemorrhagic shock (226-229). In mice exposed 

to shock followed by septic challenge, melatonin treatment significantly increased 

survival (230). 

 

 

Figure 1.5. Production, Metabolism and Actions of Melatonin. AFMK – N1-acetyl-

N2-formyl-5-methoxykynurenamine; AMK - N1-acetyl-5-methoxykynuramine; C3HOM 

– cyclic 3-hydroxymelatonin; CYP1A2 – cytochrome P450 1A2; ROS – reactive oxygen 

species; SCN – suprachiasmatic nucleus  
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D-β-hydroxybutyrate and melatonin 

A small-volume infusion solution containing 4 M D-β-hydroxybutyrate and 43 mM 

melatonin (BHB/M) was developed after the observation that torpor and arousal are 

accompanied by increased levels of BHB and melatonin, respectively (231). BHB/M 

infusion starting during hemorrhagic shock significantly increased survival in both rat 

and pig hemorrhagic shock (231-233). Furthermore, BHB/M attenuates shock-induced 

microvascular endothelial glycocalyx degradation, which is increasingly recognized as a 

valuable target for hemorrhagic shock resuscitation (103). BHB/M is effective when 

treatment is initiated during blood loss, making it a promising first-line approach. 

However, whether efficacy is retained with delayed treatment onset remains to be tested.  

Administration of BHB or melatonin alone is beneficial in hypoxia and 

ischemia/reperfusion injury (60, 150, 152, 225). In hemorrhagic shock, resuscitation with 

LR in which lactate was replaced by BHB prevented decreases in base excess and 

attenuated increases in serum lactate and markers of inflammation and apoptosis (153, 

154). Melatonin treatment lowered resuscitation fluid requirements, prevented shock-

induced decreases in mean arterial pressure and ameliorated shock-induced tachycardia 

and markers of apoptosis, oxidative stress and organ injury in rat and mouse hemorrhagic 

shock models (226-229). In mice exposed to shock followed by septic challenge, 

melatonin treatment significantly increased survival (230). 

As described, BHB increases metabolic flexibility when glucose is limited or glucose 

utilization is impaired. BHB-receptor binding has been associated with reduces in energy 

expenditure via GPR41 antagonism (234) and neuroprotective effects in stroke via 

hydroxylcarboxylic acid receptor 2 (235), respectively. However, whether these receptors 

contribute to the effects of BHB in hemorrhagic shock remains to be determined.  

Hemorrhagic shock induces an imbalance in the activity of histone acetylases (HATs) 

and histone deacetylases (HDACs), resulting in distinct changes in gene expression 

patterns (236, 237). HDAC inhibition increased survival in rat and swine models of 

hemorrhagic shock (238). Studies have shown that BHB inhibits class 1 HDAC in vitro 

and in vivo (239), suggesting that it may exert its beneficial effects through the 

upregulation of pro-survival pathways. BHB-induced changes in gene expression and 

metabolic state are closely linked. On the one hand, BHB metabolism provides NADH 

and FADH2, reducing equivalents for aerobic ATP production. On the other hand, 
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changes in NADH and Acetyl-CoA, an intermediate of BHB metabolism, affect activities 

of HAT and HDAC (239). 

During ischemia, the cellular antioxidant defense decreases, rendering cells prone to 

oxidative damage upon reperfusion (240). Countless studies have shown that melatonin 

not only acts as an antioxidant itself, but enhances the activity of endogenous 

antioxidants and antioxidant enzymes (225). Melatonin-induced decreases in post-shock 

markers of oxidative stress were partially reversed by treatment with melatonin receptor 

antagonists (227), suggesting that melatonin exerts beneficial effects through its inherent 

and receptor-mediated antioxidant activity. 

The presented studies indicate that BHB and melatonin act synergistically in 

hemorrhagic shock (231, 232). Improved metabolic state and increased antioxidant 

defenses likely result in improved mitochondrial function and decreased oxidative stress 

after hemorrhagic shock. This effect may be enhanced by modulation of gene-expression 

and the inflammatory response.  

Dimethyl sulfoxide  

Because melatonin has limited solubility in water, the standard BHB/M formulation 

(4M BHB, 43mM melatonin) contains 20% of the dimethyl sulfoxide (DMSO). DMSO is 

an aprotic compound that is commonly used as a solubilizer in biological in vitro and in 

vivo studies (241). DMSO is approved for use in topical formulations (242), for the 

delivery of medical polymers in sustained release implants or medical devices (Viadur ®, 

Onyx™ ), and for intravesical administration as a treatment of interstitial cystitis 

(RIMSO-50®, reviewed in (243). The food and drug administration (FDA) inactive 

ingredient database lists DMSO as part of a powder for injection suspension at an 

unknown amount (244).  

DMSO has acute low toxicity (intravenous LD50 in rats is > 5 g/kg, (245)); however, 

adverse effects after DMSO administration have been reported. The most common 

adverse effect of DMSO is nausea and vomiting due to garlic-oyster-like breath after 

pulmonary excretion of its metabolite dimethyl sulfide (246). DMSO induces 

concentration-dependent hemolysis, which is not associated with kidney injury (247). 

DMSO is commonly used as a cryoprotectant in hemopoietic stem cell and platelet 

infusion preparations at concentrations between 5 and 10% (248). Infusion of 
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hematopoietic stem cells can be accompanied by mild to severe or fatal adverse reactions, 

including nausea and vomiting, headaches, hemolysis, cardiac arrhythmias, 

encephalopathy, seizures, respiratory depression and renal failure (246-252). In the 

literature, these adverse effects were often blamed on DMSO (251). However, other 

factors can be associated with the occurrence of these events, including cell clumping, the 

amount of cell debris or granulocytes in the infusion, as well as patient-specific factors 

(248, 249, 253). Noteworthy, numerous studies did not report significant adverse effects 

after infusion of cryopreserved platelets containing up to 10% DMSO (254). 

In contrast to its potentially unfavorable effects, DMSO was shown to be beneficial 

in the treatment of cardiac and central nervous pathologies as well as hemorrhagic shock 

(255). DMSO treatment decreased intracranial pressure and increased cerebral perfusion 

pressure in patients with closed head traumatic brain injury (256, 257). In a clinical pilot 

study, patients suffering from ischemic stroke were treated with repeated intravenous 

infusions of a combination of fructose 1,6-diphosphate (FDP) and DMSO, which were 

well tolerated (258). 3 months after treatment, 67% of patients receiving DMSO-FDP 

experienced improved neurological status, versus 20% of those receiving standard 

treatment. A recent publication evaluated the effects of DMSO on liver, renal and 

intestinal activation of the pro-inflammatory transcription factor NFκB and the heat 

shock protein Hsp70 in a rat model of hemorrhagic shock (Bini, 1048, 2008). In this 

study, intraperitoneal DMSO injection increased Hsp70 expression and attenuated shock-

induced NFκB activation when compared to treatment with normal saline (259).  
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Table 1.2. Effects of different hibernation-based treatments in preclinical hemorrhagic shock models 

Treatment Proposed Mechanism Beneficial Effects Disadvantages 

D-Ala2-Leu5-enkephalin 

(DADLE) 
Delta opioid receptor agonist ↑survival, ↓ lactate (rat) (70) 

¶ Not effective in all studies 

(rat) (71, 72) 

Not tested in larger animals 

H2S, NaHS, Na2S Decreases metabolic rate and body temperature 

¶ H2S ↑ survival, ↓ VCO2, ↓lactic acidosis (rat) (80) 

¶ NaHS ↑ survival, ↑ MAP, ↑ cerebral blood flow, ↑ 

cardiac function, ↓ metabolic acidosis, ↓ inflammation, 

ʥ oxidative stress, ↓ organ injury, ↓ apoptosis (rat) 

(84-88) 

Na2S ↑ survival, ↓ resuscitative requirements, ↓ organ 

injury, ↓ inflammation (pig) (89, 90) 

¶ Variable effects in large 

animals 

¶ Pulmonary and mitochondrial 

toxicity 

¶ Pro-  and anti-inflammatory 

effects 

¶ H2S easily lost from solution, 

slow-releasers not tested in 

shock 

¶ Efficacy differs with treatment 

onset 

Not effective in all studies (pig) 

(83) 

Ghrelin Decreases body temperature ↑ survival, ↑ cognitive function, ↓ inflammation (rat) (98) 
¶ No effects in non-fasting 

rodents or healthy humans 

Not tested in larger animals 

Adenosine/Lidocaine/ 

Magnesium (ALM) 

Antiadrenergic, immunosuppressive, antioxidant, 

lowers cellular calcium entry, antiarrhythmic 

effects, improves coagulation 

¶ ↑ survival, ↑ MAP, ↓ arrhythmias, ↑ glycocalyx 

integrity, ↓ clotting times (rat) (101-103) 

↑ MAP, ↓ resuscitation requirements, ↓ lactic acidosis, 

↑cardiac/ kidney function, ↑ urine output (pig)  (104, 105) 

Effect on survival not tested in 

larger animals 

D-β-hydroxybutyrate/ Energy source, antioxidant activity, HDAC 
¶ BHB ↓ apoptosis (rat) (153) 

¶ BHB ↑ MAP, ↓ lactic acidosis, ↓ inflammation, ↓ 
Low doses may have adverse 
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Treatment Proposed Mechanism Beneficial Effects Disadvantages 

Melatonin (BHB/M) inhibition, immune-modulation apoptosis (pig) (154) 

¶ Melatonin ↑ MAP, ↓ HR, ↓ organ injury, ↓ 

inflammation, ↓ oxidative stress, ↓ apoptosis (rat) (226, 

227, 229) 

¶ Melatonin ↑ survival, ↓ resuscitation requirements 

(mouse) (228, 230) 

¶ BHB/M ↑ survival, ↑ glycocalyx integrity (rat) (103, 

231) 

BHB/M ↑ survival (pig) (232) 

effects 

Therapeutic Hypothermia 

Decreases metabolic rate and oxygen 

consumption, activation of pro-survival pathways, 

anti-inflammatory 

¶ ↑ survival, ↑ MAP, ↓ HR, ↓ resuscitation requirements, 

↓ lactate, ↓ organ injury, ↓ intestinal permeability, ↓ 

inflammation, ↓ oxidative stress (rat) (112-115) 

¶ ↑ survival, ↓ lactate, ↓ organ injury (pig) (116, 117, 

260) 

¶ EPR: survival ≤ 60 min, ↓ neurological impairment, ↓ 

kidney injury (rat) (119) 

¶ EPR: survival ≤180 min with mild or no neurological 

deficit (dog) (120, 121) 

EPR: survival ≤120min with mostly no neurological 

impairment or organ dysfunction after 4 weeks (pig) 

(261) 

¶ Experimental protocols may 

not be feasible in clinic 

¶ Optimal depth may vary 

with shock severity 

¶ Arrhythmias 

¶ Serum electrolyte changes 

¶ Insulin resistance 

¶ Reversible 

hypocoagulopathy 

¶ May increase risk for 

infection 

Slowed drug metabolism 
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Objectives 

A combination of 4 M BHB/43 mM melatonin improves survival in animal model of 

hemorrhagic shock (231, 232). Despite these promising results, various steps remain on 

the path to clinical use of this treatment. The objective of the work presented here is to 

complete some of these steps. We conducted multiple experiments in in vivo and in vitro 

models of hemorrhagic shock and ischemia/reperfusion injury to evaluate the safety, 

optimize the dosing, administration and formulation, and to unravel the mechanism of 

action behind BHB/M.  

 Intravenous infusion is the most common route for the administration of 

resuscitation fluids. However, in the context of hemorrhagic shock, when blood volume 

is low, gaining intravenous access quickly can be difficult. This is especially true in 

complex, challenging situations like the battlefield. Consequently, the Institute of 

Medicine recommended the use of intraosseous infusion for the administration of 

resuscitation fluids in the battle field (33). Our first objective was to evaluate the safety 

of intravenous and intraosseous 4 M BHB/43 mM M infusion in a porcine model of 

hemorrhagic shock and polytrauma (Chapter 2). We hypothesized that BHB/M 

administered via either route of administration is safe.  

Dosing optimization and evaluation of drug toxicity are essential steps in preclinical 

drug development. Our second objective was to define the maximum tolerated dose of 

4 M BHB/43 mM M in porcine hemorrhagic shock and polytrauma (Chapter 3 

Objective 1). We hypothesized that doubling the dose of BHB/M would not be associated 

with unacceptable adverse effects, while administration of four times the BHB/M 

standard dose would exert increased toxicity.  

Due to the low aqueous solubility of melatonin, the 4 M BHB/43 mM M treatment 

solution contains 20% (v/v) DMSO. The parenteral use of DMSO has been controversial 

(262), and DMSO has been associated with different adverse effects, including emesis, 

anemia and intravascular hemolysis (246, 247, 263, 264). Recently published 

experiments utilizing a rat hemorrhagic shock model suggest that the concentration of 

melatonin (and therefore DMSO), but not BHB in the treatment could be decreased 

without loss of efficacy (233). The objective of our third experiment was to test the 

efficacy of decreased melatonin concentrations in combination with 4 M BHB in our 
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established porcine hemorrhagic shock, trauma and resuscitation model (Chapter 3 

Objective 2). We hypothesized that solutions containing 4 M BHB and a melatonin 

concentration of 43 mM would be equally as effective at improving post-hemorrhagic 

shock survival as solutions with 4 M BHB in combination with 20 mM, 10 mM, 4.3 mM, 

or 0.43 mM melatonin.  

Another important step in the preclinical development of BHB/M is the optimization 

of the treatment formulation. As described above, DMSO infusion has been associated 

with adverse effects. Furthermore, the current formulation requires a three-step 

reconstitution procedure, which constitutes a challenge for drug preparation in the field. 

The objective of our next experiment was to generate and evaluate two novel BHB/M 

formulations void of DMSO (Chapter 4). We hypothesized that these new solutions 

would be equally as effective as the original formulation in a rat hemorrhagic shock 

model. Indeed, non-DMSO solutions of BHB/M were equally effective as 

BHB/M/DMSO, with lower induction of intravascular hemolysis.  

Lastly, although BHB/M has achieved promising results in preclinical hemorrhagic 

shock models, the mechanism of action behind the treatment has remained elusive. 

Therefore, the objective of our last set of experiments was to unravel the mechanism of 

action behind BHB/M in an in vitro ischemia/reperfusion model (Chapter 5). We 

hypothesized that BHB/M exerts beneficial effects by maintaining mitochondrial function 

throughout ischemia and decreasing oxidative stress upon reperfusion.   
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Chapter 2. Safety of D-β-Hydroxybutyrate and Melatonin for the Treatment of 

Hemorrhagic Shock with Polytrauma. 

This chapter was published in:  

Wolf A, Mulier KE, Iyegha UP, Asghar JI, Beilman GJ, Safety of D-β-Hydroxybutyrate 

and Melatonin for the Treatment of Hemorrhagic Shock with Polytrauma. Shock 2015 

Aug;44 Suppl 1:79-89 

 

Synopsis 

Introduction. D-β-hydroxybutyrate (BHB) and melatonin (M) treatment improves 

survival in animal models of hemorrhagic shock. Here, we evaluated the safety of 

BHB/M via two routes of administration in a porcine hemorrhagic shock/polytrauma 

model. Furthermore, we assessed BHB/M serum concentrations after intravenous and 

intraosseous infusion of different BHB/M doses in healthy pigs. 

Methods. Pigs underwent pulmonary contusion, liver injury, and hemorrhage. Injured 

animals were treated with an intravenous or intraosseous bolus of BHB/M or lactated 

Ringer’s solution (LR), followed by 4 h continuous infusion of the respective fluid (n=12 

per group). Pigs were resuscitated with LR (1 h) and then LR and shed blood (20 h). 

Physiological data and blood samples were analyzed throughout the experiment. In a 

second study, we infused healthy pigs intravenously or intraosseously with BHB/M at 

three different doses (n=4 per group).  

Results. There were no differences between groups in physiologic measurements 

(heart rate, mean arterial pressure, cardiac output), organ function markers (ALT, AST, 

BUN, CK, LDH), or histopathology. BHB/M treated animals exhibited transient changes 

in blood Na
+
, K

+
, pH and lactate. Differences in survival were not statistically significant. 

There was a trend towards decreased survival after intraosseous infusion, potentially 

related to lower circulating BHB and melatonin levels. Healthy pigs had higher drug 

serum concentrations after intravenous than after intraosseous infusion of BHB/M at the 

standard, but not the double dose.  
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Conclusion. BHB/M in doses previously shown to be associated with improved 

survival is safe in a porcine hemorrhagic shock/polytrauma model. Intravenous infusion 

is the preferred route of administration at standard doses.  
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Introduction 

Hemorrhage control and fluid resuscitation are two fundamental aspects of 

hemorrhagic shock treatment. Although fluid replacement therapy has been used for 

decades, optimal resuscitation strategies remain a topic of ongoing debate. It has been 

increasingly recognized that the use of existing resuscitation fluids can lead to adverse 

effects (27). Partially due to these findings, the Institute of Medicine recommended the 

development and evaluation of new resuscitation fluids for acute treatment of massive 

blood loss (33). These recommendations include the modification of existing 

resuscitation solutions with ketone bodies, free radical scavengers and antioxidants.  

During torpor, hibernating mammals experience metabolic changes similar to those 

in hemorrhagic shock, including decreased blood flow, oxygen consumption and 

metabolism (43). Interestingly, unlike patients suffering from severe blood loss, these 

animals can quickly return to a normal state of activity without signs of tissue damage or 

organ injury (265). Consequently, utilizing the mechanisms that prevent tissue damage 

during torpor and arousal from hibernation may help alleviate the detrimental effects of 

hemorrhagic shock.  

In 2010, Klein and coworkers applied a strategy that exploited changes observed 

during hibernation and arousal in a rat model of hemorrhagic shock (231). Hibernating 

mammals exhibit elevated serum levels of the ketone body D-β-hydroxybutyrate (BHB) 

during torpor (47). Furthermore, serum concentrations of the antioxidant and free radical 

scavenger melatonin (M) spike during arousal (222, 266). In this study, treatment with a 

combination of BHB and melatonin resulted in significantly increased survival in rats 

subjected to severe blood loss followed by partial blood return (231). These findings were 

confirmed in a porcine model of hemorrhagic shock (232). Here, pigs were exposed to 60 

minutes of severe blood loss, followed by standard resuscitation. After 15 minutes of 

shock, animals received a bolus of D-β-hydroxybutyrate/ melatonin (BHB/M) or control 

solution, followed by a 4-hour continuous infusion of the respective fluid at a decreased 

rate (232). Treatment with BHB/M resulted in significantly improved survival.  

In the current publication, we used a porcine model of hemorrhagic shock with 

polytrauma to assess the safety of BHB/M treatment via two routes of administration: 

intravenous (IV) and intraosseous (IO) infusion. As intravenous access is often hindered 
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in patients with low blood volume, intraosseous infusion is the recommended alternative 

way to administer fluids (33). 

We hypothesized that intravenous and intraosseous treatment with BHB/M would be 

safe. Interestingly, although both treatments did not cause severe adverse effects, infusion 

via the intraosseous route resulted in a trend towards decreased survival in this group. We 

therefore conducted a second experiment to test the hypothesis that the lower 

effectiveness of intraosseous BHB/M was due to decreased serum drug concentrations. 

Here, we evaluated serum levels of BHB and melatonin in healthy pigs treated with three 

doses of BHB/M via the intravenous and the intraosseous route. 
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Materials and methods 

Animal preparation 

All procedures were approved by the Institutional Animal Care and Use Committee 

of the University of Minnesota (IACUC). The care and handling of animals were in 

accord with the National Institutes of Health guidelines for ethical animal research.  

Safety evaluation of intravenous and intraosseous administration 

Instrumentation 

Thirty-six (18 male, 18 female) Yorkshire-Landrace pigs (15-25 kg, Manthei Hog 

Farm, LLC, Elk River, MN) were fasted overnight prior to surgery but were allowed 

water ad libitum. We selected juvenile pigs to allow for administration of a low dose of 

BHB, which constituted a significant expense in the study. The pigs were anesthetized 

with telazol (4-6 mg/kg intramuscular) (Fort Dodge Animal Health, Fort Dodge, IA) and 

given ceftiofur (5 mg/kg IV). Anesthesia was maintained via intravenous propofol 

infusion (AstraZeneca Pharmaceuticals, Wilmington, VA), along with 80% inhaled 

nitrous oxide (232, 267). Pigs were intubated and ventilated (Servo 900C, Siemens-

Elema, Sweden). FiO2, inspiratory tidal volume and/or respiratory rate were adjusted to 

maintain a partial pressure of arterial oxygen (PaO2) of 70 to 120 torr and a partial 

pressure of arterial carbon dioxide (PaCO2) of 35 to 45 torr throughout anesthesia. 

Buprenorphine (0.03mg/kg subcutaneous.) was administered every 4 hours during 

anesthesia.  

After exposure of the right femoral artery, a catheter was placed to allow for sample 

drawing and continuous blood pressure management. The right external jugular vein was 

surgically exposed and a 7 French introducer (Avanti, Cordis Corp., Miami Lakes, FL) 

and a Swan-Ganz catheter (5 French, Edwards Lifesciences, Irvine, CA) were placed for 

intermittent sampling of pulmonary artery occlusion pressure (pulmonary wedge 

pressure), thermodilution cardiac output (CO) and mixed venous blood. A midline 

laparotomy was conducted. A splenectomy, which is commonly performed in porcine 

models of hemorrhagic shock, was conducted to prevent variable autotransfusion of 

blood not amenable to quantification in our study (268). 

We placed catheters into the urinary bladder (via a stab cystotomy) and into the 

inferior vena cava (IVC). After surgical preparation, the pig was allowed to stabilize until 
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blood lactate levels were 2.0 mg/dl or less, after which baseline (B) samples were 

collected. 

Hemorrhagic shock with polytrauma model 

An overview over the experimental protocol is depicted in Figure 2.1. Shock with 

polytrauma was initiated by the induction of a blunt chest injury with a captive bolt gun 

(right side). The typical injury pattern observed consisted of 2-5 rib fractures with 

underlying pulmonary contusion without significant hemothorax. After lung contusion, 

hemorrhagic shock was induced by withdrawal of blood from the IVC until a systolic 

blood pressure of below 60 mm Hg was reached (35%–50% of total blood volume 

withdrawn). Shed blood was stored in an acid-citrate-dextrose bag for subsequent use 

during resuscitation. Two liver crush injuries were then created in the peripheral liver 

parenchyma using a Holcomb clamp technique (269). 15 minutes after pulmonary 

contusion, to simulate arrival of field health care personnel, animals received a bolus (1 

ml/kg over 10 min) of either BHB/M or lactated Ringer’s solution (Baxter, Deerfield, IL), 

followed by a continuous 4-hour infusion of the respective fluid (0.66 ml/kg/hour). 

BHB/M solution contained 4 M BHB (Lonza, Basel, Switzerland), 43 mM melatonin 

(Flamma S.p.A., Chignolo, Italy), and 20% DMSO (Alfa Aesar, Ward Hill, MA). 

Lactated Ringer’s solution (LR) was infused via intravenous catheter (n=12), while 

BHB/M was administered either intravenously (n=12) or by intraosseous infusion into the 

left proximal tibia (n=12). Intraosseous access was obtained using an EZ-IO
®
 

intraosseous infusion system. 

After 45 minutes of shock (S45 min), a 60-minute limited resuscitation (R) protocol 

was utilized to simulate transport time to standard of care facility. Animals were 

evaluated every ten minutes and received boluses of LR (20 ml/kg IV) to maintain a 

systolic blood pressure of >80 mmHg. After 60 minutes of limited resuscitation, a full 

resuscitation (FR) protocol was utilized to simulate common hospital resuscitation 

practice (Figure 2.1 B). Briefly, animals were evaluated every ten minutes and, if 

necessary, resuscitated to standard clinical endpoints of systolic blood pressure (≥90 mm 

Hg), urine output (≥1 ml/kg/h), and hemoglobin (≥6 g/dl) via infusion of intravenous 

boluses of LR (20 ml/kg) or shed blood (10 ml/kg). Glucose levels were maintained with 

intravenous bolus infusion of 25 mL of 50% dextrose for glucose levels < 60 mg/dl. At 

22 hours from initiation of injury, the animals were extubated and returned to post-op for 
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recovery. All pigs were monitored post operatively in accordance with IACUC 

regulations. Animal care staff performed checks on wellness, body temperature and 

respiration, and administered pain medication (ketoprofen (2 mg/kg daily), 

buprenorphine (0.03 mg/kg twice daily)).  

 

 

 

Figure 2.1. (A) Shock, injury and resuscitation protocol and (B) full resuscitation 

protocol. 

 

 

Hemodynamic and physiologic measurements 

Physiologic parameters were monitored continuously throughout the first 22 hours of 

the experiment (including heart rate, arterial pressure, pulmonary artery pressure, body 

temperature and BIS score). Additional invasive hemodynamic parameters were 

measured at baseline, during shock, at the end of the shock period and then 
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approximately every hour for 20 hours after the initiation of resuscitation. These included 

CO, pulmonary wedge pressure, bladder pressure, and urine output.  

Arterial and venous blood were analyzed via blood gas analyzer (Instrumentation 

Laboratory Co., Lexington, ME) for measurement of PaO2, PaCO2, mixed venous 

oxygen saturation (SvO2), partial pressure of venous carbon dioxide (PvCO2), 

hemoglobin (Hgb), base excess, blood pH, blood electrolyte, glucose and lactate levels.  

Organ function was assessed at different time points throughout the course of the 

experiment by measuring blood bilirubin (via bichromatic endpoint), albumin (via 

polychromatic endpoint), total protein, alkaline phosphatase alanine aminotransferase, 

aspartate aminotransferase, urea nitrogen, creatinine kinase and lactate dehydrogenase 

(all via bichromatic rate) levels. Blood samples were analyzed in the Clinical Laboratory 

Improvement Amendments (CLIA)-certified Fairview Diagnostics Laboratory. A 

modified veterinary Glasgow Coma Score (GCS) was obtained at four time points 

throughout the course of the experiment for assessment of neurologic status. Surviving 

animals were sacrificed three or 14 days after the induction of shock.  

After death, a pathologist examined all animals to evaluate organ injury due to shock, 

trauma or treatment. Histopathology tissue slices were stained with hematoxylin and 

eosin. Sites of gross and histopathological examination include adrenal glands, bladder, 

bones, brain, brain stem, cerebellum, esophagus, eyes, gallbladder, heart and great 

vessels, small and larger intestine, left and right kidney, left and right lateral liver lobes, 

mesenteric and submandibular lymph nodes, left and right lung, oral cavity and tongue, 

pancreas, pituitary gland, reproductive tract, ribs, skin, spinal cord, sternum bone 

marrow, stomach, thymus, thyroid, trachea and bronchi, and urinary bladder.  

Pharmacokinetic dosing study 

A total of twenty-eight (14 male, 14 female) Yorkshire-Landrace pigs (15-25 kg, 

Manthei Hog Farm, LLC, Elk River, MN) were fasted overnight before surgery but were 

allowed water ad libitum. The pigs underwent the same instrumentation procedure, pain 

management, stabilization period and baseline measurements as in the previous 

experiment without induction of injury or hemorrhagic shock and without resuscitation. 

15-30 minutes after baseline measurements animals received a bolus (infused over 10 

minutes) of either BHB/M (4 M D-β-hydroxybutyrate, 43 mM melatonin and 20% 
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DMSO) or LR via a central intravenous or tibial intraosseous catheter, followed by 4 h 

continuous BHB/M or LR infusion at the appropriate rate (Table 2.1, n=4 per group). All 

animals were sacrificed eight hours after the start of BHB/M or LR infusion.  

Similar to the previous experiment, invasive hemodynamic parameters and 

markers of organ function were assessed at baseline, 30 minutes after the start of bolus 

infusion and then every hour (invasive hemodynamics) or at key time points (organ 

markers) until euthanasia. The animals receiving the double dose of BHB/M 

intravenously or intraosseously, as well as pigs treated with LR, were necropsied and 

histopathological changes were assessed as described above. One pig (BHB/M 2x IO) 

was excluded from the analysis due to complications with the infusion.  

 

 

 

Table 2.1. Treatment groups in the pharmacokinetic dosing study. 

Treatment Volume Dose 

Lactated Ringer’s 
1 ml/kg bolus 

0.66 ml/kg/h infusion 

n.a. 

n.a. 

BHB/M 0.5x IV 
0.5 ml/kg bolus 

0.33 ml/kg/h infusion 

206 mg BHB 5 mg melatonin/kg 

136 mg BHB 3.3 mg melatonin/kg/h 

BHB/M 1x IV 
1 ml/kg bolus 

0.66 ml/kg/h infusion 

412 mg BHB 10 mg melatonin/kg 

272 mg BHB 6.6 mg melatonin/kg/h 

BHB/M 2x IV 
2 ml/kg bolus 

1.32 ml/kg/h infusion 

824 mg BHB 20 mg melatonin/kg 

544 mg BHB 13.2 mg melatonin/kg/h 

BHB/M 0.5x IO 
0.5 ml/kg bolus 

0.33 ml/kg/h infusion 

206 mg BHB 5mg melatonin/kg 

136 mg BHB 3.3 mg melatonin/kg/h 

BHB/M 1x IO 
1 ml/kg bolus 

0.66 ml/kg/h infusion 

412 mg BHB 10 mg melatonin/kg 

272 mg BHB 6.6 mg melatonin/kg/h 

BHB/M 2x IO 
2 ml/kg bolus 

1.32 ml/kg/h infusion 

824 mg BHB 20 mg melatonin/kg 

544 mg BHB 13.2 mg melatonin/kg/h 
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BHB and melatonin analysis 

Sample extraction 

D-ß-hydroxybutyrate and melatonin serum concentrations were analyzed at various 

time points throughout both experiments. Porcine serum samples (0.02 mL) were 

extracted by protein precipitation with addition of 0.2 mL of ice-cold acetonitrile fortified 

with internal standard (5 ng of melatonin–d4 (Toronto Research Chemicals, Toronto, 

Ontario, CAN) and 5,000 ng of gHB-d6 (Cerilliant (Round Rock, TX)). The samples 

were centrifuged at 10,000 g (5 min, 4 °C). Aliquots of the supernatant were evaporated 

to dryness using a nitrogen evaporator (Zymark Turbo Vap LV, Hopkinton, MA) set at 

37°C. For melatonin analysis, samples were reconstituted with 100 μl of mobile phase 

(50:50, 0.1% formic acid in deionized water: 0.1% formic acid in methanol). BHB 

samples tubes were derivatized with 100 μl of BSTFA:pyridine (5:1) (30 min, 70 °C).  

Analysis 

Quantification of melatonin was performed using an Acquity UPLC ultrahigh-

performance liquid chromatograph (Waters, Milford MA) coupled with a Quattro Ultima 

triple stage quadrupole mass spectrometer (Micromass, Manchester, United Kingdom). 

Chromatographic separation was performed with a BEH C18, reversed phase UPLC 

column (50x2.1 mm, particle size 1.7 mm, Waters, Milford, MA). Quantification of BHB 

was performed using Hewlett-Packard 5971 MSD coupled with a 5890 gas 

chromatograph (GC-MS). The chromatographic separation was performed with an Rx-5 

ms capillary column (30 m x 0.25 mm, Restek, Bellefonte, PA). Quantification was 

performed with peak area ratios obtained from multiple reaction monitoring (melatonin) 

or selected ion monitoring (BHB) and were utilized for the construction of calibration 

curves, using weighted (1/x) linear least-squares regression of the serum concentrations 

and the measured peak area ratios. Data collection, peak integration, and calculations 

were performed using QuanLynx (melatonin) or HP Chemstation and Chromperfect 

(BHB) software. Assay accuracy and variability were 98.6% and 4.4% (melatonin) or 

106.1% and 2.9% (BHB), respectively.  

Data analysis and statistical methods 

Kaplan-Meier analysis with Generalized Wilcoxon test was used to analyze survival. 

Area under the curve was calculated with PKSolver, from the start of drug administration 
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to the last sampling time point (AUC0-FR 20h) using the trapezoidal rule (270). After 

assessing normality, we used Mann Whitney U test with Bonferroni corrections, or 

Kruskal Wallis test with Dunn-Bonferroni corrections for the comparison of single time 

points. Data are reported as medians with interquartile ranges (IQR), an adjusted p value 

<0.05 was considered significant. We used SPSS version 22.0 for Macintosh (SPSS, 

Chicago, IL) for all statistical analyses. 
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Results 

Safety evaluation of intravenous and intraosseous administration 

Shock induction and resuscitation 

There were no significant group differences in animal weights (median weight 19.3 

kg [18.3-20.8] LR, 19.7 kg [18.7-20.1] BHB/M IV, 19.5 kg [17.9-20.0] BHB/M IO). All 

animals were injured and resuscitated similarly as there was no significant difference in 

the amount of blood removed during shock induction (24.5 ml/kg [24.5-27.7] LR, 24.5 

ml/kg [24.5-24.6] BHB/M IV, 24.5 ml/kg [24.1-24.6] BHB/M IO), the total amount of 

blood received during resuscitation (574 ml [548-590] LR, 571 ml [483-603] BHB/M IV, 

536 ml [0-573] BHB/M IO) or the amount of fluids administered at any time point 

throughout the experiment (data not shown). The net fluid intake/output was not 

significantly different between groups at most time points throughout the experiment 

(Figure 2.2).  

Physiology 

We did not observe significant differences in heart rate, mean arterial pressure, 

cardiac output, systemic oxygen consumption, and mixed venous oxygen saturation 

between treatment groups throughout the experiment (Table 2.2). Animals treated with 

LR had significantly higher hemoglobin levels at the end of the shock period. In 

accordance with our previous study (232), lactate levels were significantly increased in 

pigs receiving BHB/M when compared to LR-treated animals from FR 3h-FR 5h (Table 

2.2 and Figure 2.3). 

Levels of various markers of organ function (aspartate aminotransferase (AST), 

alanine aminotransferase (ALT), bilirubin, alkaline phosphatase, albumin, blood urea 

nitrogen (BUN), total creatine kinase (CK), lactate dehydrogenase (LDH)) were not 

significantly different between treatment groups at key time points during injury, 

resuscitation and follow up until euthanasia (Table 2.3). We saw significantly higher total 

serum protein concentrations in the control group at S 45min (versus BHB/M IV) and at 

FR 20h (versus BHB/ IO). Porcine Glasgow coma scores were not significantly different 

between groups during follow-up (data not shown).  
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Figure 2.2. Net fluids per weight in pigs exposed to hemorrhagic shock and injury. 

Net fluids were calculated as the amount of fluid administrated hourly (LR or blood) 

during surgery or resuscitation minus by the amount of fluids lost (blood or urine) over 

the last hour divided by bodyweight. Data are presented as medians (IQR). n = 12 for all 

groups at the beginning of the experiment. a p< 0.05 BHB/M IV – LR IV; c p<0.05 

BHB/M IV – BHB/M IO.  



 42 

 

Figure 2.3. Lactate blood concentrations in pigs exposed to hemorrhagic shock and 

injury. Error bars depict IQR. N = 12 for all groups at the beginning of the experiment. a 

p<0.05 BHB/M IV – LR IV; b p<0.05 BHB/M IO – LR IV.  
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Table 2.2: Physiologic and hemodynamic measurements in pigs exposed to hemorrhagic shock and injury.  

 B S 45 min FR 2 h FR 20 h PR 14 d 

 LR 
BHB/M 

IV 

BHB/M 

IO 
LR 

BHB/M 

IV 

BHB/M 

IO 
LR 

BHB/M 

IV 

BHB/M 

IO 
LR 

BHB/M 

IV 

BHB/M 

IO 
LR 

BHB/M 

IV 

BHB/M 

IO 

Heart rate 

(beats/min) 

113 

(93-

135) 

126 

(112-

136) 

126 

(113-

148) 

249 

(236-

254) 

203 

(157-

254) 

241 

(174-

248) 

166 

(133-

199) 

130 

(117-

189) 

162 

(131-

234) 

157 

(127-

170) 

137 

(107-

164) 

155 

(132-

163) 

126 

(124-

126) 

133 

(116-

153) 

112 (83-

112) 

MAP (mm 

Hg) 

87.9 

(82.5-

95.0) 

84.7 

(70.9-

91.2) 

87.5 

(79.2-

97.6) 

42.4 

(36.6-

51.2) 

42.3 

(32.3-

44.0) 

38.3 

(32.0-

46.0) 

77.3 

(68.6-

75.2) 

71.3 

(66.0-

82.2) 

77.2 

(69.1-

85.0) 

76.0 

(68.6-

84.1) 

68.5 

(64.3-

72.7) 

70.7 

(54.3-

87.3) 

71.0 

(62.3-

71.0) 

86.2 

(78.0-

93.8) 

102.3 

(86.3-

102.3) 

CO (l/min) 

2.8 

(2.5-

3.1) 

2.9 (2.5-

3.5) 

2.6 (2.1-

3.5) 

1.7 

(1.2-

1.8) 

1.6 (1.0-

2.2) 

1.1 (0.7-

1.6) 

4.6 

(3.5-

5.9) 

4.8 (4.5-

6.0) 

4.5 (3.4-

4.8) 

4.4 

(3.7-

4.8) 

3.9 (2.9-

5.5) 

3.8 (3.3-

5.7) 
n.d. n.d. n.d. 

VO2 (ml 

O2/min) 

4.5 

(3.8-

4.7) 

3.9 (3.3-

5.5) 

4.2 (3.4-

4.6) 

4.9 

(4.0-

5.6) 

3.8 (3.4-

4.7) 

4.3 (2.0-

5.2) 

4.8 

(4.0-

5.7) 

5.2 (4.4-

5.9) 

4.8 (4.0-

5.7) 

4.5 

(3.7-

5.0) 

4.6 (3.5-

5.6) 

5.5 (4.6-

6.9) 
n.d. n.d. n.d. 

SvO2 (ml 

O2/min) 

72.0 

(70.0-

75.3) 

75.0 

(60.8-

79.5) 

73.5 

(65.0-

77.3) 

28.5 

(19.3-

34.8) 

29.0 

(14.0-

44.0) 

21.0 

(14.0-

31.0) 

72.5 

(62.3-

77.5) 

72.0 

(68.8-

75.5) 

68.9 

(63.0-

74.3) 

69.0 

(56.8-

75.3) 

68.0 

(59.5-

77.3) 

71.5 

(55.0-

73.8) 

76.0 

(59.0-

76.0) 

80.5 

(72.8-

87.0) 

55.0 

(52.0-

55.0) 

Base Excess 

5.2 

(0.3-

7.1) 

5.7 (3.4-

7.4) 

4.7 (-0.2-

5.3) 

0.4 (-

4.8-

2.2) 

2.6 (-0.5-

6.8) 

-0.4 (-4-

2.5) 

3.3 (-

5.9-

7.9) 

13.9* 

(5.8-

17.3) 

7.0 (-0.5-

12.6) 

4.0 

(1.5-

6.1) 

5.5 (3.6-

7.7) 

6.0 (-1.0-

6.8) 

-9.7 (-

12- -

9.7) 

9.0 (4.5-

11.5) 

9.4 (3.3-

9.4) 

Hgb (g/dl) 

8.7 

(8.2-

9.0) 

8.7 (7.9-

9.2) 

8.1 (7.8-

8.4) 

7.1 

(6.8-

7.3) 

6.2* (5.6-

6.5) 

6.2* (6.2-

6.8) 

6.2 

(5.7-

6.4) 

6.2 (5.6-

6.7) 

5.9 (5.5-

5.9) 

5.6 

(4.9-

6.2) 

5.9 (5.1-

6.4) 

5.8 (5.4-

6.5) 

8.7 

(8.1-

8.7) 

8.7 (8.6-

9.3) 

9.3 (8.1-

9.3) 
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 B S 45 min FR 2 h FR 20 h PR 14 d 

 LR 
BHB/M 

IV 

BHB/M 

IO 
LR 

BHB/M 

IV 

BHB/M 

IO 
LR 

BHB/M 

IV 

BHB/M 

IO 
LR 

BHB/M 

IV 

BHB/M 

IO 
LR 

BHB/M 

IV 

BHB/M 

IO 

Body 

temperature 

( C̄) 

37.8 

(37.5-

38.8) 

37.7 

(37.3-

38.4) 

38.1 

(37.5-

38.4) 

38.3 

(37.9-

39.2) 

38.0 

(37.6-

38.9) 

38.4 

(37.9-

38.9) 

38.8 

(38.5-

39.2) 

38.3 

(37.7-

38.9) 

38.6 

(38.1-

39.5) 

39.5 

(39.1-

39.9) 

38.9+ 

(38.6-

39.4) 

39.7 

(39.4-

39.9) 

n.d. n.d. n.d. 

Lactate 

(mg/dl) 

0.9 

(0.8-

1.1) 

1.4* (1.1-

1.8) 

1.3 (1.0-

1.9) 

3.9 

(3.1-

5.0) 

4.7 (3.9-

7.3) 

5.8 (4.7-

8.1) 

1.6 

(0.9-

4.3) 

3.0 (1.9-

4.4) 

3.3 (2.5-

5.2) 

0.7 

(0.5-

0.8) 

1.2 (0.6-

1.3) 

0.8 (0.7-

1.3) 

1.0 

(0.8-

1.0) 

0.8 (0.5-

1.0) 

1.0 (1.0-

1.0) 

Data is presented as median (IQR). n = 12 for all groups at the beginning of the experiment. 
*
 p<0.05 versus LR at the same time point; 

+
 p<0.05 

versus BHB/M IO at the same time point.  
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Table 2.3. Markers of organ damage in pigs exposed to hemorrhagic shock and injury.  

 B S 45 min FR 2 h FR 20 h PR 14 d 

 LR 
BHB/M 

IV 

BHB/M 

IO 
LR 

BHB/M 

IV 

BHB/M 

IO 
LR 

BHB/M 

IV 

BHB/M 

IO 
LR 

BHB/M 

IV 

BHB/M 

IO 
LR 

BHB/M 

IV 

BHB/M 

IO 

AST (U/dl) 

26.0 

(20.5-

37.0) 

27.0 

(25.3-

41.8) 

31.5 

(20.3-

41.8) 

68.0 

(51.0-

128.0) 

63.0 

(54.0-

93.0) 

90.0 

(72.8-

159.5) 

127.5 

(96.3-

183.8) 

188.5 

(159.8-

209.5) 

184.0 

(148.0-

253.0) 

73.5 

(55.3-

90.8) 

111.0 

(85.0-

163.5) 

107.0 

(69.0-

130.0) 

27.0 

(26.0-

27.0) 

32.5 

(27.8-

38.3) 

36.0 

(28.0-

36.0) 

ALT (U/dl) 

61.0 

(56.5-

78.0) 

71.0 

(63.0-

91.5) 

72.5 

(60.0-

85.5) 

64.0 

(59.0-

76.0) 

67.0 

(60.0-

74.0) 

74.5 

(60.0-

84.5) 

75.0 

(64.3-

81.5) 

75.0 

(68.0-

87.3) 

77.0 

(68.0-

82.0) 

78.5 

(66.3-

82.3) 

80.0 

(67.8-

91.5) 

75.0 

(68.0-

86.0) 

67.0 

(57.0-

67.0) 

67.0 

(61.5-

81.8) 

91.0 

(69.0-

91.0) 

Bilirubin 

(mg/dl) 

0.10 

(0.10-

0.10) 

0.10 

(0.10-

0.10) 

0.10 

(0.10-

0.175) 

0.10 

(0.10-

0.10) 

0.10 

(0.10-

0.10) 

0.10 

(0.10-

0.125) 

0.10 

(0.10-

0.10) 

0.10 

(0.10-

0.10) 

0.10 

(0.10-

0.20) 

0.10 

(0.10-

0.23) 

0.10 

(0.10-

0.10) 

0.10 

(0.10-

0.30) 

0.10 

(0.10-

0.10) 

0.10 

(0.10-

0.10) 

0.10 

(0.10-

0.10) 

Alk Phos 

(U/dl) 

218.0 

(187.8-

293.8) 

231.5 

(173.8-

269.5) 

221.5 

(182.0-

249.5) 

206.0 

(166.0-

262.0) 

179.0 

(158.0-

212.0) 

197.5 

(134.3-

219.8) 

178.5 

(135.5-

255.0) 

183.5 

(154.0-

212.8) 

187.0 

(162.0-

200.0) 

241.0 

(154.8-

265.3) 

194.5 

(167.3-

274.3) 

192.0 

(152.0-

249.0) 

157.0 

(117.0-

168.0) 

140.5 

(126.3-

251.5) 

176.0 

(87.0-

176.0) 

Albumin 

(g/dl) 

2.2 

(2.2-

2.4) 

2.4 (2.2-

2.5) 

2.2 (2.1-

2.2) 

2.0 

(1.9-

2.1) 

1.9 (1.8-

2.0) 

1.8 (1.7-

2.0) 

1.8 (1.7-

2.0) 

1.8 (1.7-

2.0) 

1.7 (1.5-

1.9) 

1.9 (1.7-

1.9) 

1.7 (1.5-

1.7) 

1.5 (1.4-

1.8) 

2.5 

(2.2-

2.5) 

2.7 (2.5-

2.8) 

2.8 (2.7-

2.8) 

Total 

protein 

(g/dl) 

4.6 

(4.2-

4.8) 

4.6 (1.3-

4.8) 

4.5 (4.1-

4.8) 

4.0 

(3.9-

4.1) 

3.5* 

(3.3-3.8) 

3.9 (3.3-

4.0) 

3.5 (3.3-

3.8) 

3.4 (3.2-

3.6) 

3.4 (3.1-

3.5) 

3.8 (3.3-

4.0) 

3.5 (3.1-

3.6) 

3.1* (3.0-

3.5) 

5.1 

(4.9-

5.1) 

5.2 (5.0-

5.3) 

5.0 (5.0-

5.0) 

BUN 

(mg/dl) 

9.0 

(7.3-

9.0) 

8.0 (7.3-

11.3) 

8.0 (7.0-

9.8) 

11.3 

(10.0-

12.0) 

11.0 

(9.0-

13.0) 

9.9 (9.8-

11.3) 

13.0 

(11.0-

14.0) 

12.5 

(10.8-

14.0) 

11.0 

(10.0-

15.0) 

13.0 

(11.8-

15.0) 

14.5 

(11.8-

16.0) 

13.0 

(12.0-

16.0) 

10.0 

(8.0-

10.0) 

10.0 

(8.0-

12.0) 

9.0 (4.0-

9.0) 
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 B S 45 min FR 2 h FR 20 h PR 14 d 

 LR 
BHB/M 

IV 

BHB/M 

IO 
LR 

BHB/M 

IV 

BHB/M 

IO 
LR 

BHB/M 

IV 

BHB/M 

IO 
LR 

BHB/M 

IV 

BHB/M 

IO 
LR 

BHB/M 

IV 

BHB/M 

IO 

CK (U/dl) 

438.5 

(384.5-

536.8) 

426.0 

(345.0-

581.0) 

505.5 

(410.8-

565.0) 

657.0 

(571.0-

773.0) 

587.0 

(458.0-

692.0) 

737.5 

(621.5-

891.8) 

1355.0 

(1259.5-

2370.3) 

1355.5 

(1194.5-

2867.0) 

2484.0 

(1209.0-

3678.0) 

1825.5 

(1261.5-

2815.5) 

2858.5 

(2196.0-

4201.8) 

1496.0 

(1351.0-

4209.0) 

424 

(201.0-

424.0) 

934.0 

(199.8-

4294.8) 

680.0 

(362.0-

680.0) 

LDH 

(U/dl) 

1019 

(964-

1448) 

1066 

(957-

1177) 

1110 

(1000-

1269) 

1231 

(1050-

1857) 

1074 

(968-

1167) 

1285 

(1148-

1680) 

1815 

(1472-

2629) 

2425 

(1983-

2657) 

2594 

(2108-

2889) 

2439 

(1902-

3259) 

2572 

(2285-

3404) 

3312 

(2401-

3701) 

1672 

(928-

1672) 

1332 

(1109-

1761) 

1730 

(1121-

1730) 

Data is presented as median (IQR). n = 12 for all groups at the beginning of the experiment. 
*
 p<0.05 versus LR at the same time point. 
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A pathologist further evaluated organ damage via gross organ and histopathological 

examinations. Typical findings were cross-shaped incisions of the right and left lateral 

liver lobes (sometimes associated with blood clots), dark purple lesions of the left and 

right lung (sometimes associated with broken ribs), incisions of the skin and some 

tracheal necrosis. These findings were in accordance to the surgery/injury/intubation 

protocol. We did not identify qualitative differences in the findings between treatment 

groups. Histopathological analysis detected collapsed alveolar spaces (commonly 25-

50%), parenchymal disruption and locally extensive hepatocellular necrosis associated 

with hemorrhage in the liver (sometimes with some evidence of regeneration), tracheal 

mucosal necrosis, and sometimes mucosal edema. The pathologist ruled these findings as 

consistent with the experimental interventions. There were no qualitative differences in 

histopathological findings between treatment groups. 

At the end of the shock period (30 min after start of bolus infusion), sodium levels 

were significantly increased in animals receiving BHB/M via either route (Figure 2.4 A). 

BHB/M treatment resulted in mild to moderate hypernatremia, with highest median 

sodium concentrations of 149 mEq/l at FR 2 h. While pigs receiving BHB/M IO also had 

significantly increased sodium serum levels, the effect was less prominent and shorter 

lasting than in animals treated intravenously.  

Shock-induction was followed by an increase in blood potassium levels, which was 

less prominent in BHB/M IV animals than in the other groups (Figure 2.4 B). BHB/M IV 

pigs experienced moderate-to-severe hypokalemia with median potassium concentrations 

above 2.95 mEq/l at the start of the resuscitation phase. Median blood potassium levels 

remained significantly lower in pigs receiving intravenous BHB/M than in those 

receiving LR over the first seven hours of resuscitation. Again, this effect was less 

prominent in animals that were treated intraosseously, which is illustrated by the 

observation that for this group, the difference in K
+
 levels was only significant at the end 

of the shock period. 

Shock and injury resulted in mild-to-moderate acidosis in LR-treated animals (Figure 

2.4 C). With ongoing resuscitation, pH increased until all three groups experienced 

moderate alkalosis. There was a trend towards increased blood pH in pigs receiving 

BHB/M IV when compared to the LR group, which reached significance after infusion 

completion (FR 3 h) and resolved during the resuscitation period (Figure 2.4 C). In 
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accordance with the observed changes in blood pH, BHB/M IV pigs exhibited 

significantly higher base excess at FR 1 h-FR 6 h (Table 2.2 and data not shown). Pigs 

treated with BHB/M intraosseously showed increases in pH and base excess that were 

less pronounced, rendering them statistically insignificant.  

BHB/M IV pigs had significantly higher urine output than animals treated with LR 

during the first hours of resuscitation (Figure 2.5 A). Cumulative urine output was also 

higher in BHB/M IV pigs during the complete resuscitation period, although differences 

were only significant during the first third of the resuscitation phase (data not shown). 

There was no significant difference between pulmonary wedge pressures in BHB/M and 

LR treated pigs (Figure 2.5 B).  

BHB/M serum concentrations 

As expected, BHB/M-treated pigs had significantly higher BHB and melatonin serum 

concentrations than pigs treated with LR during the whole resuscitation phase (Figure 

2.6). Interestingly, BHB/M pigs infused via the intravenous route showed higher BHB 

and melatonin serum levels than those receiving BHB/M intraosseously, although the 

differences were not statistically significant. The described trends are best observed when 

one examines the peak serum concentrations (CMax) and the total drug exposure over time 

(area under the curve, AUC) for the respective groups (Figure 2.7). For both BHB and 

melatonin, these parameters were significantly higher in BHB/M IV and BHB/M IO 

animals than in those receiving LR. Furthermore, CMax and AUC were higher in BHB/M 

IV than in BHB/M IO animals, although the differences were not statistically significant 

(Figure 2.7).  

Survival 

Survival between groups was not statistically significant (p=0.141). 48 hours 

after shock and injury induction, there was a trend towards increased survival in 

pigs receiving BHB/M intravenously, while animals treated with BHB/M via 

intraosseous infusion showed decreased survival (7/12) compared to LR IV (9/12) 

or BHB/M IV treated pigs (Fig. 6). All animals alive 48 hours after shock 

survived until the end of the experiment.  
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Figure 2.4. (A) Sodium and (B) potassium blood concentrations and (C) pH levels in 

pigs exposed to hemorrhagic shock and injury. Error bars depict IQR. n = 12 for all 

groups at the beginning of the experiment. a p< 0.05 BHB/M IV – LR IV; b p< 0.05 

BHB/M IO – LR IV; c p<0.05 BHB/M IV – BHB/M IO.  
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Figure 2.5. (A) Urine output and (B) pulmonary wedge pressure in pigs exposed to 

hemorrhagic shock and injury. Error bars depict IQR. n = 12 for all groups at the 

beginning of the experiment. a p< 0.05 BHB/M IV – LR IV; c p<0.05 BHB/M IV – 

BHB/M IO.  
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Figure 2.6. (A) BHB and (B) melatonin serum concentrations in pigs exposed 

to hemorrhagic shock an injury. Error bars depict IQR. N = 12 for all groups at the 

beginning of the experiment. a p<0.05 BHB/M IV – LR IV; b p<0.05 BHB/M IO – LR 

IV; c p<0.05 BHB/M IV – BHB/M IO.  
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Figure 2.7. (A, B) Peak serum concentrations (CMax) and (C, D) area under the curve 

(AUC) of D-ß-hydroxybutyrate and melatonin in pigs exposed to hemorrhagic shock 

and injury. Error bars depict IQR. CMax was calculated from pigs alive after S 45 min 

(n=11 for BHB/M groups, n=12 for LR group). AUC was calculated from pigs alive at 

FR 20 h (n=11 for BHB/M IV, n= 7 for BHB/M IO, n=9 for LR). * p< 0.05 BHB/M – LR 

IV.  
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Figure 2.8. Kaplan-Meier Survival curve of in pigs exposed to hemorrhagic shock 

and injury.   



 54 

Pharmacokinetic dosing study 

Serum concentrations 

All pigs treated with BHB/M showed rapid increases in drug serum concentrations 

(Figure 2.9). Intravenous infusion of half of the BHB/M standard dose resulted in 

significantly higher BHB peak serum concentrations (CMax) than administration via the 

intraosseous route (Figure 2.10 A). There was no significant difference between 

melatonin CMax and BHB and melatonin drug exposure over time (Figure 2.10 B-D). At 

the standard dose, pigs had significantly higher BHB CMax and AUC levels after 

intravenous than after intraosseous infusion. We observed the same trend for melatonin; 

however, differences were not statistically significant. Interestingly, when pigs were 

infused with the highest dose of BHB/M (two times the standard dose), we did not 

observe a significant difference in peak serum levels or AUCs between groups (Figure 

2.9). Rather, there was a trend towards higher BHB and melatonin CMax and AUCs after 

intraosseous than after intravenous administration.  

Physiology 

The same physiologic variables and markers of organ function as in the first 

experiment were assessed at baseline and then hourly until euthanasia after FR 7 h. We 

did not observe significant differences between groups for these parameters throughout 

the experiment (data not shown). Median lactate concentrations remained at ¢2.1 mg/dl 

for all groups at all time points (data not shown). As in the previous study, a pathologist 

conducted a gross and histopathological examination upon euthanasia. All animals 

appeared to be in good health at euthanasia and no changes inconsistent with the 

experimental interventions were observed. There were no differences in qualitative 

findings between treatment groups.  

Pigs treated with BHB/M showed dose dependent changes in blood pH and 

electrolyte levels (Figure 2.11). At the standard intravenous dose, increases in blood 

sodium levels were comparable to those in the initial safety study, resulting in mild-to-

moderate hypernatremia (Figure 2.11 A). Sodium was significantly increased at most 

time points in animals receiving the double dose via either route of administration, 

resulting in moderate-to-severe hypernatremia with median sodium concentrations of 163 

mEq/l or less.  
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Dose-dependent decreases in potassium blood concentrations resulted in mild-to-

moderate hypokalemia after the half and the standard dose. Animals infused with the 

double dose via either route exhibited significant K
+
 decreases, resulting in moderate-to-

severe hypokalemia with median potassium blood levels above 2.4 mEq/l (Figure 2.11 

B). 

In accordance with the previous experiment, BHB/M caused a dose-dependent 

increase in blood pH, which reached significance after infusion completion in animals 

receiving the double dose intravenously (Figure 2.11 C). Infusion of BHB/M resulted in 

moderate and moderate-to-severe alkalosis at the half and the standard or double dose, 

respectively.  
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Figure 2.9. (A) BHB and (B) melatonin concentrations in healthy pigs exposed to 

different doses of BHB/M via intravenous or intraosseous infusion. Error bars depict 

IQR. N = 4 in all groups, except for BHB/M 2x IO group where n = 3. a p<0.05 BHB/M 

0.5x IV – BHB/M 0.5x IO; b p<0.05 BHB/M 1x IV – BHB/M 1x IO.  
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Figure 2.10. (A, B) Peak serum concentrations and (C, D) area under the curve 

(AUC) of D-ß-hydroxybutyrate and melatonin in healthy pigs exposed to different 

doses of BHB/M via intravenous or intraosseous infusion. Error bars depict IQR. n = 4 

in all groups, except for 2x BHB/M IO group where n = 3. * p< 0.05 BHB/M IV – 

BHB/M IO for the respective dose.  
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Figure 2.11. (A) Sodium and (B) potassium blood concentrations and (C) pH levels 

in healthy pigs exposed to different doses of BHB/M via intravenous or intraosseous 

infusion. Error bars depict IQR. N = 4 in all groups, except for BHB/M 2x IO where m = 

3. c p<0.05 BHB/M 2x IV – LR IV; f p<0.05 BHB/M 2x IO – LR IV.  
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Discussion 

This study was a continuation of our previous work in which we showed that 

BHB/M treatment was associated with increased survival in a pig model of hemorrhagic 

shock (232). Here, we omitted an osmotic or a DMSO vehicle group, as our previous 

study showed that a 4 M NaCl solution with 20% DMSO did not exert a therapeutic 

benefit (232). As this study focused on potential adverse drug effects, we compared the 

safety of BHB/M to standard of care treatment with LR. We introduced hemorrhagic 

shock with lung and liver injury as a more clinically relevant model to assess the safety of 

BHB/M. Furthermore; we evaluated the pharmacokinetic profile of BHB/M treatment in 

healthy pigs. Accounting for the acute nature of shock, we evaluated BHB/M via two 

routes of administration: intravenous and intraosseous infusion.  

BHB/M administration did not result in significant changes in various 

physiological and hemodynamic measurements throughout the experiment (Table 2.2). 

We observed significantly lower hemoglobin levels in BHB/M-treated pigs at the end of 

the shock period. This may be a result of DMSO-induced hemolysis, which has 

previously been reported after injection of a solution containing 15% DMSO (263).  

There were no significant differences between groups for various markers of 

organ damage throughout the experiment (Table 2.3). Serum total protein levels were 

higher in LR animals at two time points. However, we consider this observation not 

clinically relevant, as this was not an ongoing trend throughout the experiment. Surviving 

animals were followed for up to two weeks after treatment, during which no adverse 

biochemical or physiologic or safety concerns were detected. BHB/M did not negatively 

affect neurologic status, as there were no significant group differences in porcine 

Glasgow coma scores at different time points during follow-up. Furthermore, we did not 

observe any adverse effects that were not due to the experimental protocol when animals 

were examined via necropsy and histopathology. These findings suggest that BHB/M is a 

safe treatment for hemorrhagic shock with polytrauma in this large animal study.  

As in our previously published study, lactate levels were higher in in BHB/M IV 

than in LR animals during early resuscitation (Table 2.2, Figure 2.3) (232). The reason 

for increased lactate levels may lie in the metabolic effect of BHB. Lactate is a marker of 

tissue hypoxemia and an active metabolite, and it can be used as an energy source for the 

brain at basal and especially at higher serum levels (271). Increased utilization of BHB 
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might lead to decreased lactate metabolism, resulting in raised lactate serum levels. 

Indeed, fasting-induced ketosis resulted in significantly increased brain lactate 

concentrations in humans, an effect that was attributed to the inhibitory effect of ketone 

body metabolism on lactate oxidation (272). Another reason for increased lactate levels 

may lie in the effect of alkalosis observed after BHB/M treatment. ATP is produced by 

the breakdown of glucose into pyruvate, which is converted to lactate during anaerobic 

conditions. The activity of phosphofructokinase 1 (PFK), a major regulatory enzyme in 

the conversion of glucose into pyruvate, is inhibited at low pH. Increased PFK-inhibition 

during alkalosis may result in increased pyruvate and consequently lactate production. 

Indeed, different studies have shown that lactate production is higher at increased blood 

pH (273). Consequently, correction of alkalosis during BHB/M treatment may result in 

decreased lactate levels. 

BHB/M treatment resulted in significant increases in blood sodium levels, while 

potassium concentrations were significantly decreased after intravenous BHB/M infusion 

(Figure 2.4). Of note, all observed changes resolved within hours after infusion 

completion and were not associated with impaired organ function. In a recent study, 

comparable increases in sodium levels were observed for several days in patients 

resuscitated with hypertonic saline, without causing long-term adverse effects (274). 

Blood potassium levels were significantly lower in BHB/M IV than in LR-treated 

animals during the beginning of the resuscitation period. Thereafter, all three treatment 

groups experienced mild hypokalemia until the end of the resuscitation period. Severe 

hypokalemia can predispose to an increased risk for cardiac arrhythmias, which may 

result in cardiac arrest. However, arrhythmias are mainly observed in patients with 

underlying cardiac pathology (275). Importantly, hypokalemia did not result in severe 

cardiac adverse effects in this study, as all animals experiencing the most severe 

hypokalemia (BHB/M IV) survived until the end of the experiment. Although pigs were 

not treated to correct for hypokalemia, potassium levels returned to normal within 24 

hours after the end of resuscitation (Figure 2.4 B).  

All treatment groups experienced moderate alkalosis during the resuscitation phase, 

with highest pH levels in BHB/M IV animals during the first hours after shock (Figure 

2.4 C). Metabolic alkalosis may lead to hypoventilation as an attempt to correct pH. As 

this study was conducted with anesthetized animals on a ventilator, we do not know 
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whether acute hypoventilation does occur as a result of BHB/M treatment. However, 

BHB/M IV treatment did not result in prolonged respiratory adverse effects, as (in 

contrast to LR treatment) no BHB/M pigs died after extubation. Hypokalemia is 

commonly associated with metabolic alkalosis and may potentiate the decrease of blood 

pH observed after BHB/M treatment. Consequently, correction of hypokalemia would 

likely decrease the alkalosis observed.  

BHB/M IV treatment resulted in significantly increased urine output (Figure 2.5 A). 

This was not accompanied by an increase in pulmonary wedge pressure, mean pulmonary 

artery pressure, fluid administration or net fluids (Figure 2.2, Figure 2.5 B and data not 

shown). A potential reason for increased urine output in BHB/M IV pigs may be a 

diuretic effect of the administered drug. Indeed, a study in rhesus monkeys suggests that 

DMSO, which is part of the BHB/M formulation, exerts diuretic effects (276).  

There was no significant difference in mortality between treatment groups (Figure 

2.8). It is important to consider that this study was conducted to evaluate the safety of 

BHB/M via two routes of administration. As a result, this study was not powered to 

assess survival in this animal model, as the efficacy of the treatment was previously 

assessed in a rat and a porcine model of hemorrhagic shock (231, 232). The BHB/M IV 

group experienced the highest survival rate, while the BHB/M IO group had the fewest 

survivors. The described findings led us to hypothesize that the decreased survival after 

BHB/M IO infusion was due to BHB and melatonin serum levels below the therapeutic 

range. Indeed, BHB and melatonin serum levels were decreased in BHB/M IO pigs, 

along with less prominent changes in blood electrolytes and pH. 

Pharmacokinetic dosing study 

Drug serum concentrations 

Intraosseous infusion is recommended in situations where intravenous access cannot 

be easily established, as it usually allows for rapid and reliable drug delivery (277). 

Interestingly, in this study, animals treated intravenously with the half or the standard 

dose of BHB/M experienced higher peak serum levels than those treated via the 

intraosseous route (Figure 2.9). This effect may be due to a slow distribution of the drug 

from the bone marrow to the systemic circulation. In a study by Jaimovich et al., 

phenytoin levels in the bone marrow 45 minutes after the end of infusion were higher 
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than the peak plasma levels observed during intraosseous administration (278). 

Interestingly, Tan and coworkers detected significantly higher melatonin levels in rat 

bone marrow than in serum, suggesting specific melatonin binding proteins in this tissue 

(279).  

Paradoxically, when the double dose of BHB/M was administered, it resulted in 

higher CMax, AUC and serum levels after intraosseous than after intravenous infusion for 

both BHB and melatonin (Fig. 2.9, Figure 2.10). Whether this effect is due to differences 

in drug protein binding, metabolism or distribution is not known and requires further 

investigation.  

Physiology 

The observed differences in drug serum concentrations were accompanied by 

variations in blood electrolytes and pH measurements (Figure 2.11). As in the efficacy 

experiment, these changes were transient and started to resolve with the end of infusion.  

We did not observe significant group differences in various measurements of 

physiologic measurements, markers of organ function, or evidence of organ damage upon 

necropsy. Animals treated with BHB/M via either route appeared to be in good health 

after euthanasia even when the drug was administered at double the standard dose. These 

results confirm our finding that the administration of BHB/M in pigs is safe.  

Limitations  

The observed low mortality rate limits our study for the evaluation of treatment 

efficacy. However, the primary outcome of our research was not to evaluate BHB/M 

efficacy but to assess the safety of the treatment. Significant differences in survival may 

be observed in a model with a higher mortality rate in a larger study. 

We hypothesized that the decreased survival after intraosseous BHB/M treatment 

was a result of sub-therapeutic serum levels of the administered compounds. Although 

intraosseous infusion in healthy pigs indeed resulted in lower drug serum levels after the 

half and the standard dose, we observed the opposite effect for the double dose. It is 

unclear what caused these discordant results. We did not test drug levels in the bone 

marrow, which would have been valuable for understanding the mechanism behind the 

variations in pharmacokinetics of intraosseous BHB/M. Furthermore, this study was 

conducted with a limited sample size (n=3-4 per group), which hinders definite 
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conclusions about the observed results. Future studies with higher animal numbers are 

necessary to clarify the effect of high intraosseous BHB/M doses on drug serum levels 

and to determine the impact of protein binding, metabolism, and drug distribution on 

BHB and melatonin serum levels after different routes of administration.  

The experiments in this study were conducted after pigs were subjected to an 

overnight fast. Since fasting can affect ketone body serum levels and metabolism, it may 

influence serum concentrations and the effect of BHB during hemorrhagic shock (280). 

Further studies should evaluate BHB/M efficacy in both fasted and fed state.  

Proposed mechanism of BHB/M 

Despite existing studies on BHB and melatonin in hemorrhagic shock, the 

mechanism of action behind this combination is currently unknown. Hemorrhagic shock 

is characterized by decreased tissue perfusion, cellular oxygen, and energy supply, 

resulting in impaired mitochondrial respiration and ATP production (5, 8, 281). 

Paradoxically, when tissue perfusion is restored during resuscitation, rapid mitochondrial 

activation results in increased production of reactive oxygen species (ROS), oxidative 

stress and consequently cell and tissue damage (5, 8).  

BHB is a ketone body and a physiological energy source (235, 282). Melatonin is an 

antioxidant and a radical scavenger (222). Existing data suggests that BHB and melatonin 

may exert their favorable effects by influencing cellular energy metabolism and oxidative 

stress (Figure 2.12).  

A recent study utilizing a murine stroke model suggests that BHB exerts its 

neuroprotective effect via the hydroxyl-carboxylic acid receptor 2 (HCA2) (235). In this 

study, BHB treatment significantly decreased infarct volume and neurological deficit in 

wild type, but not in Hca2-/- mice subjected to middle cerebral artery occlusion. The 

experiments suggest that this effect was likely mediated by prostaglandin released from 

infiltrating monocytes or macrophages (235). Further studies will have to be conducted to 

assess the role of HCA2 activation in the beneficial BHB effects after hemorrhagic shock 

and polytrauma.  

Administration of BHB stimulates mitochondrial respiration, resulting in increased 

oxygen consumption and ATP production (282-284). This effect is exerted even in the 

context of ischemia and decreased oxygen supply, as indicated by the observation that 
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pigs treated with BHB/M showed increased oxygen consumption during hemorrhagic 

shock (232). If BHB stimulates consistent mitochondrial respiration and ATP production 

during suboptimal oxygen supply, mitochondrial reactivation during resuscitation will be 

less prominent, resulting in decreased generation of oxidative stress. Indeed, ketone 

bodies significantly decreased markers of oxidative stress after ischemia (285).  

Depletion of cellular antioxidant defense elements during ischemia makes cells 

particularly vulnerable to oxidative stress (240). Consequently, increasing cellular 

antioxidant levels may decrease reperfusion injury. Indeed, treatment with the antioxidant 

and radical scavenger melatonin has shown beneficial effects in animal models of 

hemorrhagic shock (222, 226). In addition to acting as an antioxidant itself, melatonin is 

also known to enhance the activity of endogenous antioxidants and antioxidant enzymes, 

including glutathione, superoxide dismutase and glutathione peroxidase (222). 

Furthermore, some of the metabolites generated via the reaction of melatonin with 

reactive oxygen species exhibit antioxidant activity themselves, thereby potentiating the 

effect of melatonin (222). 

We hypothesize that, by inhibition of oxidative stress-induced mitochondrial damage, 

melatonin improves mitochondrial function during ischemia and reperfusion, thereby 

enhancing the effect of BHB. Studies suggest that melatonin increases mitochondrial 

activity during oxidative stress as well as under basal conditions, likely via stimulation of 

complexes of the mitochondrial electron transport chain (reviewed in (286)). Furthermore, 

melatonin treatment prevented shock-induced decrease in liver ATP levels and decreased 

markers of oxidative stress in rats subjected to trauma and hemorrhage (226). Future 

studies are necessary to evaluate the mechanism behind this novel treatment of 

hemorrhagic shock.  
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Figure 2.12. Proposed mechanism of action for D-β-hydroxybutyrate and melatonin 

in the treatment of hemorrhagic shock and injury. Limited tissue oxygen supply 

during severe blood loss and rapid mitochondrial activation upon reperfusion result in 

oxidative stress, decreased mitochondrial function and tissue injury. BHB improves 

mitochondrial respiration, thereby mitigating the induction of oxidative stress during 

reperfusion. Melatonin prevents oxidative-stress-induced cell damage via its direct 

antioxidant effect and by enhancing endogenous antioxidant systems. Furthermore, 

melatonin improves mitochondrial function directly, thereby decreasing reperfusion-

induced oxidative stress and enhancing the effect of BHB.   
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Conclusions 

In this study, we examined the safety of a D-β-hydroxybutyrate/melatonin low 

volume resuscitation fluid in a porcine model of hemorrhagic shock with polytrauma. 

Survival after treatment did not differ significantly between groups. Treatment with 

BHB/M did not result in serious adverse effects via intravenous or intraosseous infusion. 

Moderate, transient changes in blood electrolytes, pH and lactate levels were observed, 

all of which resolved at the end of resuscitation. Most importantly, we did not detect 

treatment-induced differences in physiological parameters, markers of organ function or 

histopathology for up to two weeks after the experiment. Our results suggest that 4 M 

BHB/43 mM melatonin in 20% DMSO is a safe treatment for severe blood loss with 

polytrauma in pigs.  

Intraosseous BHB/M infusion of the standard dose resulted in decreased drug serum 

concentrations in injured and healthy pigs. This is likely due to BHB and melatonin 

retention in the bone marrow, rendering intravenous BHB/M the preferred route of 

administration at the standard dose. Lower serum concentrations after intraosseous 

infusion could be overcome by increasing the dose of BHB/M. The absence of treatment-

induced differences in physiological parameters, organ function markers and 

histopathology in healthy pigs confirms our finding that infusion of BHB/M is safe. 

We believe that the beneficial properties of BHB/M are due to a positive effect on 

mitochondrial respiration during ischemia, along with the inhibition of oxidative stress. 

This hypothesis will be tested in further studies. 
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Chapter 3. D-β-Hydroxybutyrate and Melatonin for Treatment of Porcine 

Hemorrhagic Shock and Injury: Determination of the Maximum Tolerated Dose 

and Evaluation of varying Melatonin Concentrations 

Portions of this chapter were published in: 

Wolf A, Mulier KE, Muratore SL, Beilman GJ. D-β-Hydroxybutyrate and melatonin for 

treatment of porcine hemorrhagic shock and injury: a melatonin dose-ranging study. 

BMC Res Notes. 2017 Nov 29;10(1):649 

 

Introduction 

Infusion of a combination of 4 M D-β-hydroxybutyrate/43 mM melatonin (BHB/M) 

during early hemorrhagic shock significantly decreases mortality in preclinical rat and 

pig models (231, 232). The overarching goal of the work presented in this chapter was to 

optimize the BHB/M dose and concentration in regard to efficacy and safety of the 

treatment.  

Our first objective was to define the maximum tolerated dose (MTD) of 4 M BHB/43 

mM M in porcine hemorrhagic shock and polytrauma. The MTD, an important factor for 

subsequent toxicity studies, is defined as the highest dose of a drug that does not cause 

unacceptable toxicity (287). Determination of the no observed adverse effect level and 

the MTD in appropriate animal species lay the basis for phase 1 clinical trials, in which 

drug safety is evaluated to establish a recommended dose for phase 2 efficacy trials (288, 

289). Animals often receive the MTD in long-term toxicity studies, as it increases the 

likelihood of identifying rare adverse events (290). Furthermore, by scaling for body 

surface area, the MTD can be used to normalize doses between species, which gives 

important information on the maximum safe dose in humans (291). We hypothesized that 

doubling the dose of BHB/M would not be associated with unacceptable adverse effects, 

while administration of four times the BHB/M standard dose would exert increased 

toxicity.  

Our second objective was to test the efficacy of decreased melatonin concentrations 

in combination with 4 M BHB in porcine hemorrhagic shock, trauma and resuscitation. 

Due to the low aqueous solubility of melatonin, the 4 M BHB/43 mM M treatment 

solution contains 20% (v/v) dimethyl sulfoxide (DMSO). The parenteral use of DMSO is 

controversial (262), and DMSO has been associated with different adverse effects, 
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including emesis, anemia and intravascular hemolysis (246, 247, 263, 264). We therefore 

wanted to evaluate whether it would be possible to decrease the dose of melatonin, and 

hence DMSO, in the treatment without loss of efficacy. Decreased serum concentrations 

of BHB and melatonin after intraosseous infusion were associated with increased 

mortality (chapter 2). However, a later study showed that in rat hemorrhagic shock, the 

concentration of melatonin, but not BHB in the treatment could be decreased without loss 

of efficacy (233). Hence, the increase in mortality after intraosseous infusion may be a 

result of lowered BHB serum concentrations, while decreased levels of melatonin may 

still be effective. We hypothesized that solutions containing 4 M BHB and a melatonin 

concentrations of 43 mM would be equally as effective at improving post-hemorrhagic 

shock survival as solutions with 4 M BHB in combination with 20 mM, 10 mM, 4.3 mM, 

or 0.43 mM melatonin.   
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Materials and methods 

Shock and resuscitation 

All procedures were approved by the University of Minnesota Institutional Animal 

Care and Use Committee (protocol # 1306-30703A) and in accordance with the National 

Institutes of Health guidelines for ethical animal research. Yorkshire-Landrace pigs (15-

25 kg, Manthei Hog Farm, LLC, Elk River, Minnesota) were exposed to our established 

shock and injury protocol (Figure 4.1). Pigs received ceftiofur antibiotic prophylaxis (5 

mg/kg daily), and analgesia was administered during anesthesia (buprenorphine 0.03 

mg/kg every 4 h) and after arousal (ketoprofen 2 mg/kg daily, buprenorphine 0.03 mg/kg 

twice daily). Induction of anesthesia, instrumentation, shock and injury, treatment 

infusion, limited resuscitation (R) and full resuscitation (FR), hemodynamic 

measurements, and analysis of blood gases, organ function markers and drug serum 

levels were conducted as described in chapter 2.  

Surviving animals were extubated and recovered for 24 h, 48 h or 14 days. Animal 

care staff performed postoperative checks on wellness, body temperature, respiration and 

pulse at least twice daily. Pigs experiencing unrelieved pain or stress during recovery 

were sacrificed. Euthanasia was performed with beuthanasia solution (0.22 ml/kg 

intravenous). 

Treatment infusion 

Fifteen minutes after pulmonary contusion, during hemorrhage, pigs were infused 

with different solutions containing lactated Ringer’s solution (LR) or combinations of 

BHB and melatonin. Treatments were infused as a ten-minute bolus followed by four-

hour continuous infusion of the respective fluid at a lower rate, as detailed in Table 3.1.  

8-isoprostane ELISA 

For 8-isoprostane analysis, urine samples were centrifuged (1000 RpM, 5 min), the 

supernatant was collected and mixed 1:1 with 1 M acetate buffer (pH 4). Samples were 

extracted using C-18 columns and quantified with ELISA (Cayman Chemical, Ann Arbor, 

MI) according to manufacturer’s instructions. 8-isoprostane levels were normalized to 

urine output per body weight per hour (292). Samples collected at FR 7 h were used 

when material from FR 8 h was not available.  
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Statistical analysis 

One pig in the 4x 4 M BHB/43 mM M group died during instrumentation prior to 

shock induction and was excluded from the analysis. A total of sixty-five (33 male, 32 

female) pigs were analyzed in this set of experiments. Twenty-four of these pigs; 12 in 

the LR group, and 12 in the 1x 4 M BHB/43 mM M group were part of the experiment 

described in chapter 2. We then increased the numbers in both groups by adding 

additional animals, resulting in 16 pigs in the LR group and 14 pigs in the 1x 4 M 

BHB/43 mM M group, respectively.  

Survival was analyzed via Kaplan-Meier analysis with generalized Wilcoxon test. 

Area under the curve (AUC) was calculated using PKSolver from baseline over five 

sampling time points (AUC0-FR20) using the trapezoidal rule (270). Non-longitudinal data 

were analyzed via Kruskal-Wallis test with Dunn-Bonferroni corrections and are reported 

as medians with interquartile ranges (IQR). Longitudinal parameters were analyzed via 

Proc Mixed procedure in SAS Version 9.4 (SAS Institute, Inc., Cary, NC) and are 

depicted at key time points as least-squared means with 95% confidence intervals (CI). 

Group (G), Time (T) and Group*Time Interaction (G*T) were modeled as fixed effects. 

The models used compound symmetry or autoregressive covariance structure and the 

between-within method for degrees of freedom. For parameters with significant 

interaction effects, differences at individual time points were analyzed by pairwise 

comparisons with Tukey adjustments.   
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Figure 3.1. Shock, injury and resuscitation protocol. Pulmonary contusion was 

followed by blood withdrawal and creation of liver crush injuries with a Holcomb clamp 

(269). Fifteen minutes after contusion, treatment solutions were administered as a 1 ml/kg 

bolus, immediately followed by 0.66 ml/kg/h continuous infusion over 4 hours (3.64 

ml/kg total). Pigs received limited resuscitation, throughout which they were evaluated 

every ten minutes and, if necessary, received boluses of LR. An hour later, full 

resuscitation was initiated, throughout which pigs received intravenous LR and shed 

blood. Modified from (293).   
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Table 3.1. Treatment groups evaluated in chapter 3. 

Treatment [Mel] mM Total Melatonin Dose [BHB] M Total BHB dose % DMSO 10 min Bolus 4 h Continuous Infusion N 

LR - - - - - 1 ml/kg 0.66 ml/kg/h 16 

1x 4 M BHB/43 mM M 43 156.62 μmol/kg 

4 

14.56 mmol/kg 20 1 ml/kg 0.66 ml/kg/h 14 

2x 4 M BHB/43 mM M 43 313.04 μmol/kg 29.12 mmol/kg 20 2 ml/kg 1.32 ml/kg/h 6 

4x 4 M BHB/43 mM M 43 626.08 μmol/kg 58.24 mmol/kg 20 4 ml/kg 2.64 ml/kg/h 5 

4 M BHB/20 mM M 20 72.8 μmol/kg 

14.56 mmol/kg 

5 1 ml/kg 0.66 ml/kg/h 6 

4 M BHB/10 mM M 10 36.4 μmol/kg 5 1 ml/kg 0.66 ml/kg/h 6 

4 M BHB/4.3 mM M 4.3 15.66 μmol/kg 2 1 ml/kg 0.66 ml/kg/h 6 

4 M BHB/0.43 mM M 0.43 1.57 μmol/kg 2 1 ml/kg 0.66 ml/kg/h 6 
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Objective 1: D-β-Hydroxybutyrate and Melatonin for the Treatment of Porcine 

Hemorrhagic Shock and Injury: Determination of the Maximum Tolerated Dose. 

 

Results 

Shock induction, resuscitation and hemodynamics 

We examined the effects of administration of 2x 4 M BHB/43 mM M and 4x 4 M 

BHB/43 mM M in our porcine model of hemorrhagic shock and polytrauma. There was 

no difference in shock induction, as the amount of blood withdrawn per kg bodyweight 

did not differ significantly between groups (p = 0.81). In accordance with the 

experimental protocol, pigs were resuscitated with boluses of LR (limited resuscitation 

phase) and LR or shed blood (full resuscitation phase) to meet endpoints of systolic blood 

pressure, urine output and hemoglobin (Figure 3.1). The cumulative net fluid balance 

indicates dose-dependent increases in fluid requirements after treatment with 2x 4 M 

BHB/43 mM M and 4x 4 M BHB/43 mM M (Figure 3.2 A). While BHB/M treatment 

was accompanied by elevated urine output in the 1x and 2x 4 M BHB/43 mM M group, 

pigs receiving the highest volume of 4 M BHB/43 mM M experienced decreased fluid 

excretion (Figure 3.2 B). As expected, shock induction caused a prominent decrease in 

mean arterial pressure (MAP) (Figure 3.2 C). MAP recovered during resuscitation, but 

was lowest in the 2x 4 M BHB/43 mM M and the 4x 4 M BHB/43 mM M group 

throughout resuscitation. Cardiac output dropped and heart rate increased during 

hemorrhagic shock and both parameters recovered during resuscitation (Table 3.2).  

Survival  

Forty-eight hours after the end of resuscitation, there was a significant difference in 

overall survival between groups (p < 0.0001). Survival was not significantly different 

between the 4 M BHB/43 mM M (13/14) and the LR group (10/16, p = 0.081). 

Significantly more pigs survived in the 4 M BHB/43 mM M than in the 2x 4 M BHB/43 

mM M group (2/6, p = 0.01). All animals treated with 4x 4 M BHB/43 mM M 

succumbed within 17 hours after the end of shock, and survival in this group (0/5) was 

significantly lower than in all other treatment groups (p ֔ 0.009).   
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Figure 3.2. (A) Cumulative net fluid balance, (B) cumulative urine output and (C) 

mean arterial pressure in pigs exposed to hemorrhagic shock, polytrauma and 

resuscitation and treated with LR or different volumes of 4 M BHB/43 mM M. 

Cumulative net fluids [(LR infused + blood infused – blood withdrawn - urine 

output)/weight] and cumulative urine output [urine output/weight] are shown as the sum 

of all previous and the current time point (e.g. cumulative net fluids at R 1h = net fluids 

baseline + net fluids S 45 min + net fluids R 1 h).  
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Figure 3.3. Survival of pigs exposed to polytrauma, hemorrhagic shock and 

resuscitation and treated with LR or different volumes of 4 M BHB/43 mM M.    
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Figure 3.4. (A, B) Serum concentrations and (C, D) areas under the curve of BHB 

and melatonin in pigs exposed to polytrauma, hemorrhagic shock and resuscitation 

and treated with LR or different volumes of 4 M BHB/43 mM M. Area under the 

curve was only calculated for animals with serum concentrations measured until FR 20 h. 

As all pigs in the 4x 4 M BHB/43 mM M group succumbed before the end of 

resuscitation, AUC were not calculated for this group. * p<0.05 versus LR. 
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Drug serum levels 

Serum levels of both BHB and melatonin increased in pigs treated with different 

doses of 4 M BHB/43 mM M in a dose-dependent fashion and peaked at the end of the 

limited resuscitation phase in all 4 M BHB/43 mM M treated groups (Figure 3.4 A, B). 

Drug serum concentrations were significantly different between all four groups during 

shock and at the end of the limited resuscitation phase. Drug levels were not significantly 

different between the 1x 4 M BHB/43 mM M and the control group thereafter but 

remained elevated in the 2x 4 M BHB/43 mM M and the 4x 4 M BHB/43 mM M groups. 

We did not observe changes in melatonin levels and only minimal increases in BHB 

concentrations in the LR group. Drug exposure over time (AUC) dose-dependently 

increased with BHB/M infusion for both BHB and melatonin (Figure 3.4 C, D). 

Serum electrolytes, blood gases and markers of organ function 

Pigs treated with BHB/M experienced dose-dependent, significant increases in serum 

sodium levels (Figure 3.5 A). Potassium levels were significantly higher in LR-treated 

pigs than in those receiving BHB/M at the end of the shock period, but there was no 

prominent dose-dependent effect of BHB/M (Table 3.2). Infusion of high volumes of 4 M 

BHB/43 mM M was associated with raised markers of shock severity and organ injury. 

While all treatment groups experienced shock-induced increases in systemic lactate levels, 

they were most prominent in the 2x 4 M BHB/43 mM M and the 4x 4 M BHB/43 mM 

M-treated groups (Figure 3.5 B). BHB/M-infusion increased pH in the standard and 

double-dose groups; however, pigs receiving 4x 4 M BHB/43 mM M experienced a drop 

in pH and moderate acidosis from shock until death (Figure 3.5 C).  

Pigs receiving 4x 4 M BHB/43 mM M experienced sharp increases in bladder 

pressure, mean pulmonary artery pressure and pulmonary wedge pressure from the 

beginning of resuscitation until death (Figure 3.6, Table 3.2). There was a significant 

group effect for PaO2:FiO2 ratios, which were lowest in the 2x and 4x 4 M BHB/43 mM 

M treatment groups.  

We observed significant interaction effects for hemoglobin, levels of aspartate 

aminotransferase (AST), creatine kinase (CK) and lactate dehydrogenase (LDH) (Table 

3.2). As intended, hemoglobin dropped after the onset of shock in all groups. 

Hemoglobin levels increased in the 4x 4 M BHB/43 mM M group during early 

resuscitation, resulting in concentrations close to baseline levels in this group. 
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Hemorrhagic shock and polytrauma caused progressive rises in CK and LDH as well as 

increased serum AST concentrations, which peaked during early resuscitation. Increases 

of these markers were more prominent with elevated 4 M BHB/43 mM M doses. Serum 

LDH concentrations were significantly higher in 2x 4 M BHB/43 mM M animals than in 

the other treatment groups after 4 and 8 hours of full resuscitation, and significantly 

higher in 2x 4 M BHB/43 mM M than in LR-treated pigs after 16 and 20 hours of full 

resuscitation. AST serum levels were highest in 4x 4 M BHB/43 mM M animals right 

before death, and significantly higher in 2x 4 M BHB/43 mM M than in LR or 1x 4 M 

BHB/43 mM M–infused animals after 4 and 8 hours of full resuscitation. There were no 

obvious treatment-dependent effects on body temperature, oxygen consumption, serum 

levels of alanine aminotransferase, albumin, bilirubin, blood urea nitrogen and alkaline 

phosphatase (not shown).  
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Figure 3.5. Serum levels of (A) Na
+
, (B) lactate and (C) arterial blood pH in pigs 

exposed to polytrauma, hemorrhagic shock and resuscitation and treated with LR 

or different volumes of 4 M BHB/43 mM M.   
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Figure 3.6. (A) Bladder pressure, (B) wedge pressure and (C) PaO2:FiO2 ratios in 

pigs exposed to hemorrhagic shock, polytrauma and resuscitation and treated with 

LR or different volumes of 4 M BHB/43 mM M. The PaO2:FiO2 ratio is the ratio of 

arterial atrial pressure of oxygen (PaO2) to the fraction of inspired oxygen (FiO2).   
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Table 3.2. Physiologic parameters and markers of organ function in pigs exposed to hemorrhagic shock, injury and resuscitation.  

Parameter Baseline S 45 min R 1 h FR 2 h FR 20 h PR 48 h 

Heart Rate [beats/ min] Effects: G .0076 T <.0001 G*T .0025 

LR 120 (1030-0136) 237 (221 - 254) 176 (159 – 192) 169 (152 – 187) 158 (139 – 178)  

1x 4 M BHB/43 mM M 125 (108 – 142) 198 (180 – 216) 179 (161 – 197) 151 (133 – 169) 144 (126 – 146)  

2x 4 M BHB/43 mM M 118 (91 – 144) 231 (204 – 257) 211 (184 – 137) 210 (183 – 236) 139 (106 – 171)  

4x 4 M BHB/43 mM M 132 (103 – 161) 246 (217 – 275) 170 (136 – 204) 208 (165 – 202)   

Cardiac Output [l/min] Effects: G .0256 T <.0001 G*T .0016 

LR 2.9 (2.4 – 3.4) 1.3 (0.8 – 1.8) 2.9 (2.4 – 3.5) 4.4 (3.9 – 5.0) 4.3 (3.7 – 4.9)  

1x 4 M BHB/43 mM M 2.9 (2.4 – 3.5) 1.6 (1.0 – 2.3) 4.1 (3.5 – 4.7) 5.1 (4.5 – 5.6) 4.0 (3.5 – 4.6)  

2x 4 M BHB/43 mM M 3.2 (2.4 – 4.0) 1.5 (0.7 – 2.3) 2.7 (1.8 – 3.5) 3.9 (3.0 – 4.7) 2.9 (1.9 – 3.9)  

4x 4 M BHB/43 mM M 3.4 (2.5 – 4.3) 2.2 (1.3 – 3.1) 1.4 (0.2 – 2.6) 4.2 (2.8 – 5.5)   

MPAP [mm Hg] Effects: G .0047 T <.0001 G*T .0016 

LR 19.9 (16.9 – 22.) 16.2 (13.2 – 19.2) 26.3 (23.2 – 29.4) 25.6 (22.3 – 28.8) 19.0 (15.3 – 22.6)  

1x 4 M BHB/43 mM M 17.3 (14.1 – 20.5) 14.1 (10.8 – 17.4) 25.2 (21.9 – 28.5) 18.6 (15.3 – 21.9)● 17.9 (14.6 – 21.3)  

2x 4 M BHB/43 mM M 22.2 (17.3 – 27.1) 14.5 (9.6 – 19.4) 20.1 (15.2 – 24.9) 19.0 (14.1 – 23.9) 21.3 (15.3 – 27.2)  

4x 4 M BHB/43 mM M 18.9 (13.5 – 24.2) 14.0 (8.7 – 19.3) 31.1 (24.8 – 37.4) 38.6 (30.5 – 46.8)#   

  



 82 

Parameter Baseline S 45 min R 1 h FR 2 h FR 20 h PR 48 h 

K+ [mEq/l] Effects: G <.0001 T <.0001 G*T <.0001 

LR 3.9 (3.7 – 4.2) 5.8 (5.6 – 6.1)#▲● 3.9 (3.7 – 4.2)# 4.3 (4.1 – 4.6)#▲ 3.3 (3.0 – 3.6) 3.3 (2.9 – 3.6) 

1x 4 M BHB/43 mM M 4.0 (3.7 – 4.2) 4.6 (4.3 – 4.9)* 3.0 (2.7 – 3.3)* 3.2 (2.9 – 3.4)* 3.3 (3.0 – 3.5) 3.5 (3.2 – 3.8) 

2x 4 M BHB/43 mM M 3.7 (3.3 – 4.1) 4.3 (3.9 – 4.7)* 3.0 (2.6 – 3.4) 2.9 (2.5 – 3.3)* 4.0 (3.5 – 4.5) 3.6 (3.0 – 4.3) 

4x 4 M BHB/43 mM M 3.9 (3.5 – 4.3) 4.2 (3.7 – 4.6)* 3.5 (2.9 – 4.0) 2.9 (2.2 – 3.6)   

Hemoglobin [g/dl] Effects: G .0238 T <.0001 G*T <.0001 

LR 8.7 (8.4 – 9.0) 7.0 (6.6 – 7.3) 5.2 (4.8 – 5.5) 6.1 (5.7 – 6.4) 5.7 (5.3 – 6.1) 7.0 (6.5 – 7.5) 

1x 4 M BHB/43 mM M 8.6 (8.2 – 8.9) 6.1 (5.7 – 6.4) 4.9 (4.6 – 5.3) 6.0 (5.7 – 6.4) 5.6 (5.3 – 6.0) 6.4 (6.1 – 6.8) 

2x 4 M BHB/43 mM M 8.4 (7.8 – 9.0) 5.8 (5.2 – 6.4) 5.5 (4.8 – 6.1) 6.1 (5.6 – 6.7) 5.8 (5.0 – 6.7) 6.5 (5.6 – 7.4) 

4x 4 M BHB/43 mM M 8.1 (7.6 – 8.7) 5.5 (4.9 – 6.1) 4.5 (3.7 – 5.3) 8.0 (7.1 – 8.9)   

AST [U/dl] Effects: G .0473 T <.0001 G*T <.0001 

LR 31 (-216 – 278) 111 (-137 – 358) 143 (-104 – 390) 177 (-96 – 401) 112 (-160 – 385) 149 (-136 – 435) 

1x 4 M BHB/43 mM M 32 (-232 – 296) 84 (-182 – 350) 148 (-119 – 415) 196 (-71 – 464) 136 (-136 – 409) 73 (-201 – 347) 

2x 4 M BHB/43 mM M 34 (-369 – 437) 140 (-263 – 543) 321 (-82 – 724) 663 (259 – 1066) 733 (272 – 1193) 637 (139 – 1135) 

4x 4 M BHB/43 mM M 36 (-406 – 478) 100 (-342 – 541) 168 (-290 – 627) 435 (-57 – 927)   
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Parameter Baseline S 45 min R 1 h FR 2 h FR 20 h PR 48 h 

CK [U/dl] Effects: G .4081 T <.0001 G*T .0111 

LR 475 (-780 – 1730) 679 (-586 – 1945) 888 (-379 – 2155) 1761 (429 – 3094) 3230 (1767 – 4693) 4860 (3195 – 6524) 

1x 4 M BHB/43 mM M 463 (-879 – 1804) 627 (-747 – 2001) 868 (-521 – 2257) 2089 (704 – 3475) 3734 (2342 – 5126) 2937 (1517 (4358) 

2x 4 M BHB/43 mM M 532 (-1517 – 2581) 616 (-1434 – 2665) 1125(-924 – 3174) 1685 (-364 – 3770) 7266 (4761 – 9771) 4756 (1692 – 7819) 

4x 4 M BHB/43 mM M 612 (-1633 – 2857) 613 (-1632 – 2858) 747 (-1859 -3352) 2296 (-761 – 5353)   

LDH [U/dl] Effects: G .0041 T <.0001 G*T <.0001 

LR 1122 (371 – 1872) 1315 (563 – 2068) 1406 (653 – 2159) 1882 (1116 – 2649) 2800 (1963 – 3637)▲ 3544 (2659 – 4430) 

1x 4 M BHB/43 mM M 1098 (296 – 1901) 1166 (356 – 1976) 1443 (630 – 2256) 2429 (1614 – 3244) 3062 (2233 – 3892) 3266 (2430 – 4102) 

2x 4 M BHB/43 mM M 1144 (-82 – 2369) 1349 (123 – 2574) 2246 (1020 – 3471) 3860 (2634 – 5086) 6194 (4769 – 7618)* 5707 (4146 - 7268) 

4x 4 M BHB/43 mM M 1309 (-33 – 2652) 1296 (-47 – 2638) 1414 (6 – 2822) 3322 (1789 – 4855)   

 

Data are presented as least-squared means (95% confidence interval). 
#
 p<0.05 vs 4 M BHB/43 mM M, 

▲
 p<0.05 vs 2x 4 M BHB/43 mM M, 

●
 

p<0.05 vs 4x 4 M BHB/43 mM M.  
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Discussion 

Here, as outlined in objective 1, we evaluated the safety and efficacy of increased 

volumes of 4 M BHB/43 mM M in our porcine model of hemorrhagic shock, trauma and 

resuscitation. We hypothesized that doubling the volume of 4 M BHB/43 mM M would 

not be associated with unacceptable adverse effects, while administration of four times 

the 4 M BHB/43 mM M standard dose would exert increased toxicity. Pigs treated with 

4x 4 M BHB/43 mM M experienced significantly higher mortality (100% within 17 

hours after shock) than pigs receiving 1x 4 M BHB/43 mM M, 2x 4 M BHB/43 mM M or 

LR (p֔0.009). Mortality was also higher in pigs receiving 2x 4 M BHB/43 mM M than 

those treated with 1x 4 M BHB/43 mM M (p = 0.01). The increased number of deaths is 

likely a result of 4 M BHB/43 mM M-induced hypernatremia and increased 

intraabdominal pressure due to fluid translocation into the interstitial space.  

Hypernatremia is common in the intensive care setting (294-297), and it has been 

associated with increased ventilator days, length of stay, renal dysfunction and mortality 

(297-301). Adverse effects of increased blood sodium levels include muscle cramps, 

seizures, arrhythmias, lethargy and coma (302-304). Patients with severe hypernatremia 

after treatment with 3% hypertonic saline for brain injury experienced increased markers 

of kidney injury; however, this did not result in renal failure (305). 

In acute hypernatremia, increased plasma osmolality leads to a fluid shift from cells 

into the extracellular fluid, resulting in cell shrinkage (306, 307). Cell shrinkage is 

tolerated in most organs; however, it can cause cerebral hemorrhage and the rupture of 

meningeal vessels, resulting in neurological dysfunction or death (302, 308-312). 

Furthermore, rapid reversal of hypernatremia can lead to pronounced cerebral edema, 

although this is more common after chronic hypernatremia (313, 314). 

BHB is administered as Na-D-β-hydroxybutyrate and, unsurprisingly, infusion of 4 

M BHB/43 mM M was associated with dose-dependent increases in serum sodium 

concentrations (Figure 3.5). Pigs receiving intravenous 1x 4 M BHB/43 mM M 

experienced average peak levels of ~148 mEq/l Na
+
 (Figure 3.5). Mild hypernatremia, 

defined as a serum sodium concentration of 145-150 mEq/l, was not associated with 

increased mortality in patients with traumatic brain injury (315). Patients treated with 5% 

hypertonic saline experienced mild hypernatremia (~150 mg/dl Na
+
) with elevated 

sodium levels for 3 days without obvious adverse effects or increased mortality (274). In 

patients in the neurologic/neurosurgical intensive care unit, only severe hypernatremia 
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(>160 mEq/l Na
+
) was independently associated with increased mortality (298). Animals 

receiving 2x 4 M BHB/43 mM M experienced severe hypernatremia, with an average 

peak ~161 mEq/l Na
+
, which returned to baseline levels within 48 hours after the end of 

resuscitation. It should be noted that in our previous experiments, uninjured pigs 

receiving up to 2x 4 M BHB/43 mM M remained in good health despite mild-to-

moderate hypernatremia (Chapter 2). This indicates that mild-to moderate hypernatremia 

alone was not lethal in pigs, but likely exacerbated trauma-associated adverse effects. We 

observed drastic increases in blood sodium levels in animals receiving 4x 4 M BHB/43 

mM M, with peak levels greatly exceeding critical values (~183 mEq/l Na
+
). These 

animals received a total of 58.24 mmol Na
+
/kg over 4 hours. In a 70 kg adult, this would 

be equivalent to over 4 moles, or almost 92 g of sodium. For comparison, the 

recommended daily sodium intake is 2.3 g (316). Sodium was further increased by the 

administration of LR for resuscitation, as 1 l of LR contains ~2.4 g sodium. Cases in 

which sodium levels exceed 180 mEq/l generally result in death (317), as did 

hypernatremia associated with infusion of 4x 4 M BHB/43 mM M.  

In addition to the induction of hypernatremia, our results suggest that infusion of high 

4 M BHB/43 mM M doses was associated with increased fluid translocation into the 

interstitial space. One of the pathophysiologic responses to hemorrhagic shock is the loss 

of the integrity of the endothelium of the microvasculature, which is magnified by 

trauma-induced release of inflammatory mediators (318-320). When the integrity of this 

barrier is impaired, increased capillary permeability leads to a loss of proteins and 

electrolytes from the vasculature into the interstitial space (321). The accompanying 

decrease in oncotic pressure results in the translocation of extracellular fluid volume into 

the interstitial space, known as “third-spacing” (322-324). Third-spacing likely occurred 

to some extend in all experimental groups. However, 4 M BHB/43 mM M is very 

hypertonic, and infusion of high volumes of 4 M BHB/43 mM M markedly increases the 

number of ions that can exit the vasculature, increasing interstitial volume load. There 

were numerous clinical indicators of third spacing in the studied pigs, including 

hypovolemia, increased intraabdominal pressure and organ dysfunction.  

Third-spacing results in hypovolemia, hypotension and decreased cardiac output 

(325). In our study, infusion of above standard doses of 4 M BHB/43 mM M resulted in 

dose-dependent decreases in MAP (Figure 3.2). Falsely elevated hemoglobin levels due 

to hemoconcentration in 4x 4 M BHB/43 mM M pigs before death further indicate 
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hypovolemia (Table 3.2, (325)). The decrease in intravascular volume was observed 

despite increased administration of resuscitation fluids, as indicated by a higher net fluid 

balance (Figure 3.2).  

Interstitial fluid accumulation leads to increased intraabdominal pressure (IAP) and 

edema in various tissues (326-328). IAP can be determined by measuring bladder 

pressure, and a bladder pressure above 12 mm Hg is commonly considered 

intraabdominal hypertension (329). In our study, all groups experienced intraabdominal 

hypertension at some point during resuscitation, however, IAP was highest in animals 

receiving increased 4 M BHB/43 mM M doses, where it greatly exceeded physiological 

levels (30 mm Hg in 4x 4 M BHB/43 mM M pigs, Figure 3.6). Increases in mean 

pulmonary artery pressure and wedge pressure further indicate increased IAP in this 

group (Figure 3.2, table 3.2, (330, 331)).  

Elevated IAP decreases abdominal perfusion pressure and impairs tissue perfusion 

(332). High IAP is associated with organ dysfunction, including in the kidney, the lungs 

and the liver, which becomes more grave with increasing pressure (329-331, 333). In our 

study, pigs treated with 2x 4 M BHB/43 mM and 4x 4 M BHB/43 mM M experienced 

dose-dependent increases in lactate and lactate dehydrogenase (LDH), markers of tissue 

ischemia and injury (334). Ketone body infusion is associated with increased serum pH in 

both healthy volunteers and trauma patients (335, 336). However, lactic acidosis resulted 

in decreased pH in pigs receiving 4x 4M BHB/ 43mM M (Figure 3.5). Decreases in 

PaO2:FiO2 ratios in pigs infused with 2x 4 M BHB/43 mM or 4x 4 M BHB/43 mM M 

indicate impaired blood oxidation and pulmonary dysfunction (333). Raised AST levels 

indicate increased liver injury. Organ dysfunction may have been exacerbated by 

hypernatremia, which itself has been associated with pulmonary and peripheral edema 

(337-339). 

In our study, elevated CK levels indicate ischemia-induced muscle injury and 

rhabdomyolysis, which can cause acute renal failure (340). Furthermore, third spacing 

can lead to acute kidney injury due to intravascular volume depletion-induced acute 

tubular necrosis, the release of cytokines or increased IAP (326, 341-343). Urine output 

was decreased in 4x 4 M BHB/43 mM M animals, indicating renal dysfunction despite 

the highest rate of fluid administration in this group. Decreased urine output impairs the 

resolution of intraabdominal hypertension and further exacerbates hypernatremia by 

preventing sodium excretion (328, 344).  



 87 

Translocation of intravascular fluid to the interstitial space leads to hypovolemia and 

hypotension (325). To mimic the clinical setting, our protocol used blood pressure, urine 

output and hemoglobin as resuscitation endpoints to guide fluid administration (Figure 

3.1, (31, 345)). When these endpoints are not met due to intravascular fluid loss, 

increased fluid administration leads to fluid overload, which further increase IAP and has 

been associated with adverse outcomes (328, 346, 347). Indeed, lowered MAP in pigs 

receiving 2x 4 M BHB/43 mM M and 4x 4 M BHB/43 mM M resulted in increased fluid 

administration during resuscitation in these groups, as indicated by the cumulative net 

fluid balance (Figure 3.2).  

Combined, our results suggest that above-standard doses of 4 M BHB/43 mM M 

induced significant hypernatremia and intravascular fluid loss to the interstitial space. 

Death was likely a result of the interplay of hemorrhagic shock, injury, hypernatremia, 

intravascular fluid loss and organ failure. While these effects were reversed in some of 

the 2x 4 M BHB/43 mM M treated pigs, they were irreversible when 4x 4 M BHB/43 

mM M was given. We conclude that in our porcine model of hemorrhagic shock, injury 

and resuscitation, 2x 4 M BHB/43 mM M is the maximum tolerated dose. In our study, 

although we saw increased mortality in 2x 4 M BHB/43 mM M animals, hypernatremia 

and third-spacing resolved in surviving animals in this group. As the MTD, 2x 4 M 

BHB/43 mM M will likely reveal any long term adverse effects of increased sodium 

levels and intraabdominal hypertension in preclinical toxicity studies.   
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Objective 2: D-β-Hydroxybutyrate and Melatonin for Treatment of Porcine 

Hemorrhagic Shock and Injury: A Melatonin Dose-Ranging Study  

 

Results 

Shock induction and resuscitation 

There were no significant differences in the amount of blood withdrawn, blood 

returned or total fluids administered among the treatment groups. Pigs treated with 4 M 

BHB/10 mM M received significantly less LR than those receiving 4 M BHB/0.43 mM 

M (95% CIs [750,2206], [2344, 4908] ml/kg, p=0.029), which is likely due to the high 

early mortality in this group (Figure 3.7).  

Survival 

Twenty-four hours after extubation there was a significant difference in overall 

survival (p=0.017, Figure 3.7), with the highest rate observed in the 4 M BHB/43 mM M 

group (13/14), followed by LR pigs (10/16) and those receiving lower doses of melatonin 

(4 M BHB/20mM M 3/6, 4 M BHB/10 mM M 2/6, 4 M BHB/4.3 mM M 3/6, 4 M 

BHB/0.43 mM M 1/6). Survival between 4 M BHB/43 mM M and LR-treated pigs did 

not differ significantly (p = 0.094). There were significant differences between the 43 

mM and the 20 mM, 10mM and 0.43 mM M groups (p<0.05), and between the LR and 

the 4 M BHB/10 mM M group (p = 0.028). 

Drug serum levels 

BHB/M-treated pigs experienced dose-dependent increases in melatonin and BHB 

serum concentrations, which peaked at the end of shock and returned to control levels by 

the end of resuscitation (Figure 3.8). Melatonin concentrations in 4 M BHB/43 mM M 

pigs were significantly higher than in all other groups after shock and during early 

resuscitation. Differences were significant between pigs infused with 4 M BHB/20 mM 

M versus those receiving LR, 4 M BHB/4.3 mM M or 4 M BHB/0.43 mM M at the end 

of shock. At the end of shock, BHB concentrations were higher in all BHB/M groups 

than in controls. We observed some variability in BHB levels which resulted in 

significant group differences, however, there was no obvious effect of melatonin dose on 
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BHB serum concentrations. Total drug exposure over time followed the patterns observed 

for drug serum levels. 

 

 

 

Figure 3.7. Survival in pigs experiencing hemorrhagic shock and injury. Mean 

survival in hours [95% CI]: LR 33.1 [24.5, 41.6], 4 M BHB/43 mM M 42.6 [36.5, 48.6], 

4 M BHB/20 mM M 24.1 [6.8, 41.4], 4 M BHB/10 mM M 16.3 [0, 33.0], 4 M BHB/4.3 

mM M 27.4 [11.7, 43.2], 4 M BHB/0.43 mM M 16.6 [3.5, 29.7].   
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Figure 3.8. (A, B) Average drug serum levels and (C, D) drug exposure over time 

during hemorrhagic shock and injury. Data presented as least-squares means with 95% 

confidence intervals (A, B) or as medians with IQR (C, D). AUC Melatonin in mg*min/l 

[95% CI]: LR [7, 7], 4 M BHB/43 mM M [1418, 6852], 4 M BHB/20 mM M [411, 633], 

4 M BHB/10 mM M [145, 198], 4 M BHB/4.3 mM M [73, 108], 4 M BHB/0.43 mM M 

[11, 13]. AUCt BHB in mM*min [95% CI]: LR [25, 184], 4 M BHB/43 mM M [1026, 

3586], 4 M BHB/20 mM M [1578, 2025], 4 M BHB/10 mM M [1383, 2751], 4 M 

BHB/4.3 mM M [888, 1454], 4 M BHB/0.43 mM M [1169, 2126]. $ p<0.05 for 4 M 

BHB/43 mM M vs all other treatments and 4 M BHB/20 mM M vs LR, 4 M BHB/4.3 

mM M and 4 M BHB/0.43 mM M; ^ p<0.05 for 4 M BHB/43 mM M vs all other 

treatments; + p<0.05 for 4 M BHB/43 mM M vs all other treatments; * p<0.0.5 for LR vs 

all other treatments, 4 M BHB/4.3 mM M vs 4 M BHB/43 mM M and 4M BHB/20 mM 

M and 4 M BHB/10 mM M, 4M BHB/10 mM M vs 4 M BHB/0.43 mM M; # p<0.05 for 

LR vs 4 M BHB/43 mM M; <> p<0.05 vs LR.  
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Hemodynamics, serum electrolytes, blood gases and markers of organ function 

Key hemodynamic and physiologic parameters are depicted in Table 3.3. 

Hemorrhage caused a drop in MAP and cardiac output along with increases in heart rate 

in all groups, which recovered during resuscitation. Urine output did not differ 

significantly between groups at individual time points. BHB/M treatment increased 

sodium and decreased potassium levels during early resuscitation, a previously described 

effect that was independent of treatment melatonin concentration (232). We observed 

shock-induced decreases in pH which returned towards baseline levels during 

resuscitation. There were no obvious BHB/M-treatment or melatonin dose-dependent 

effects on hemoglobin or serum levels of blood urea nitrogen and LDH. There were no 

obvious treatment-dependent effects on body temperature, mean pulmonary artery 

pressure, pulmonary artery occlusion pressure, bladder pressure, mixed venous oxygen, 

oxygen consumption, serum levels of alanine aminotransferase, albumin, total protein, 

bilirubin and alkaline phosphatase (not shown).  

Lactate levels peaked during limited resuscitation but returned to baseline levels by 

the end of the experiment (Figure 3.9 A). BHB/M-treated pigs receiving low melatonin 

concentrations experienced dose-dependent decreases in PaO2:FiO2 ratios during early 

resuscitation (Figure 3.9 B). Pigs treated with BHB/M experienced increases in serum 

concentrations of AST and CK (Figure 3.9 C, D). The shock-induced disturbances were 

most prominent in groups with high early mortality rates, namely in pigs receiving 4 M 

BHB with 20 mM, 10 mM and 0.43 mM melatonin. 

8-isoprostane urine levels were analyzed as markers of trauma-induced oxidative 

stress (348). There was an insignificant trend towards lower 8-isoprostane levels in the 

groups treated with BHB/M during resuscitation (Figure 3.10). This effect was 

independent of the melatonin concentration in the treatment. 
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Figure 3.9. (A) Lactate levels, (B) PaO2:FiO2 ratios, (C) AST levels and (D) CK 

concentrations throughout the experiment. Data presented as least-squares means with 

95% CIs. + p<0.05 for LR vs 4 M BHB/10 mM M; ▲ p<0.05 for LR vs 4 M BHB/20 

mM M and 4 M BHB/10 mM M and 4 M BHB/0.43 mM M, 4 M BHB/0.43 mM M vs 4 

M BHB/43 mM M and 4 M BHB/4.3 mM M. * p<0.05 for LR vs 4 M BHB/20 mM M; # 

for 4 M BHB/10 mM M versus 4 M BHB/4.3 mM M and 4 M BHB/43 mM M; $ for 4 M 

BHB/10 mM M vs LR and 4 M BHB/43 mM M and 4 M BHB/20 mM M and 4 M 

BHB/4.3 mM M.  
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Figure 3.10. Urine 8-Isoprostane levels during hemorrhagic shock and injury. Data 

are presented as least-squares means with 95% CIs. 
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Table 3.3. Physiologic parameters and markers of organ function in pigs exposed to hemorrhagic shock, injury and resuscitation.  

Parameter Baseline S 45 min R 1 h FR 2 h FR 20 h PR 24 h 

MAP [mm Hg] Effects: G 0.0071 T <.0001 G*T 0.0091 

LR 88 (82-94) 41 (35-47) 58 (52-64) 74 (67-80) 68 (61-76)  

4 M BHB/43 mM M 85 (78-91) 41 (34-47) 59 (52-65) 73 (66-80) 72 (65-79)  

4 M BHB/20 mM M 80 (70-90) 40 (31-50) 44 (33-55) 66 (52-79) 67 (53-81)  

4 M BHB/10 mM M 92 (82-102) 35 (23-46) 62 (47-76) 64 (48-81) 96 (79-113)  

4 M BHB/4.3 mM M 88 (78-98) 34 (24-43) 48 (38-58) 65 (53-76) 66 (54-78)  

4 M BHB/0.43 mM M 95 (85-105) 44 (34-54) 48 (37-59) 67 (52-82) 59 (45-73)  

Heart rate [beats/ min] Effects: G 0.0002 T <.0001 G*T 0.0015 

LR 120 (104-136) 237 (222-253) 175 (159-192) 169 (152-186) 158 (139-177)  

4 M BHB/43 mM M 125 (108-142) 198 (181-215) 179 (161-196) 151 (133-168) 144 (126-161)  

4 M BHB/20 mM M 137 (111-163) 254 (228-279) 205 (176-234) 217 (182-253) 146 (110-183)  

4 M BHB/10 mM M 135 (109-161) 250 (220-279) 197 (158-237) 186 (142-230) 153 (108-198)  

4 M BHB/4.3 mM M 144 (118-170) 218 (193-244) 147 (120-174) 153 (122-184) 126 (94-158)  

4 M BHB/0.43 mM M 151 (125-177) 264 (239-290) 189 (160-219) 198 (158-239) 166 (130-202)  
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Parameter Baseline S 45 min R 1 h FR 2 h FR 20 h PR 24 h 

Cardiac Output [l/min] Effects: G 0.0157 T <.0001 G*T 0.1389 

LR 2.9 (2.4-3.4) 1.3 (0.9-1.8) 2.9 (2.4-3.5) 4.4 (3.9-5.0) 4.3 (3.7-4.9)  

4 M BHB/43 mM M 2.9 (2.4-3.4) 1.7 (1.1-2.3) 4.1 (3.6-4.7) 5.1 (4.5-5.6) 4.0 (3.5-4.6)  

4 M BHB/20 mM M 3.0 (2.3-3.8) 1.5 (0.7-2.3) 2.3 (1.3-3.3) 4.2 (3.1-5.3) 3.2 (2.1-4.3)  

4 M BHB/10 mM M 3.2 (2.4-3.9) 0.9 (0.1-1.8) 2.3 (1.1-3.5) 3.6 (2.3-5.0) 3.8 (2.5-5.1)  

4 M BHB/4.3 mM M 3.3 (2.5-4.1) 1.4 (0.6-2.1) 3.6 (2.7-4.5) 4.6 (6.7-5.6) 3.4 (2.4-4.3)  

4 M BHB/0.43 mM M 4.0 (3.2-4.7) 1.2 (0.4-1.9) 2.5 (1.5-3.5) 5.3 (4.0-6.6) 4.5 (3.2-5.7)  

Urine Output [ml/h] Effects: G 0.0625 T <.0001 G*T 0.0911 

LR 39 (-10-88) 18 (-31-66) 71 (20-122) 87 (35-140) 107 (47-168)  

4 M BHB/43 mM M 63 (11-114) 17 (-36-69) 132 (79-185) 152 (99-206) 140 (87-194)  

4 M BHB/20 mM M 20 (-58-99) 18 (-61-97) 37 (-52-127) 72 (-36-180) 41 (-71-152)  

4 M BHB/10 mM M 92 (14-171) 5 (84-95) 45 (-74-164) 75 (-58-209) 89 (-47-226)  

4 M BHB/4.3 mM M 51 (-28-129) 17 (-62-95) 155 (72-238) 75 (-19-170) 120 (24-216)  

4 M BHB/0.43 mM M 67 (-12-145) 22 (-56-101) 38 (-51-128) 200 (73-327) 84 (-27-195)  

Na+ [mEq/l] Effects: G <.0001 T <.0001 G*T 0.4134 

       

LR 139.0 (136.7-141.4) 138.4 (136.0-140.7) 139.5 (136.9-142.0) 137.7 (135.1-140.3) 142.1 (139.2-145.1)  

4 M BHB/43 mM M 139.2 (136.7-141.7) 143.8 (141.2-146.4) 145.6 (143.0-148.2) 148.2 (146.5-150.0) 142.9 (140.3-145.5)  

4 M BHB/20 mM M 140.5 (136.7-144.3) 145.2 (141.3-149.0) 147.7 (143.2-152.3) 150.2 (144.8-155.6) 144.0 (138.6-149.4)  

4 M BHB/10 mM M 140.5 (136.7-144.3) 144.3 (139.7-148.8) 150.5 (144.2-156.9) 149.3 (142.7-156.0) 152.5 (145.9-159.1)  

4 M BHB/4.3 mM M 142.8 (139.0-146.7) 144.3 (140.5-148.2) 146.8 (142.7-151.0) 148.9 (144.2-153.6) 146.0 (141.3-150.7)  

4 M BHB/0.43 mM M 140.7 (136.8-144.5) 145.0 (141.2-148.8) 148.1 (143.0-153.2) 149.8 (143.3-156.4) 144.3 (138.9-149.8)  
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Parameter Baseline S 45 min R 1 h FR 2 h FR 20 h PR 24 h 

K+ [mEq/l] Effects: G <.0001 T <.0001 G*T <.0001 

LR 3.9 (3.7-4.2) 5.8 (5.6-6.1) # 3.9 (3.7-4.2) # 4.3 (4.1-4.6) # 3.3 (3.0-3.6)  

4 M BHB/43 mM M 4.0 (3.7-4.2) 4.6 (4.3-4.8) * 3.0 (2.7-3.3) *ỏ 3.2 (2.9-3.4) *○ 3.3 (3.0-3.5)  

4 M BHB/20 mM M 3.8 (3.4-4.2) 5.0 (4.6-5.4) 4.4 (4.0-4.9) # 3.6 (3.0-4.1) 3.0 (2.5-3.6)  

4 M BHB/10 mM M 3.8 (3.4-4.2) 5.5 (5.0-6.0) 3.1 (2.4-3.7) 3.2 (2.6-3.9) 2.6 (1.9-3.3)  

4 M BHB/4.3 mM M 3.8 (3.4-4.2) 5.0 (4.6-5.4) 3.0 (2.6-3.4) 3.0 (2.6-3.5) * 3.5 (3.0-3.9)  

4 M BHB/0.43 mM M 4.0 (3.6-4.4) 5.7 (5.3-6.0) 3.5 (3.0-4.1) 3.0 (2.4-3.7) 3.0 (2.5-3.6)  

pH Effects: G <.0001 T <.0001 G*T <.0001 

LR 7.47 (7.43-7.50) 7.39 (7.35-7.42) 7.28 (7.25-7.32) ○● 7.38 (7.34-7.41) # 7.42 (7.38-7.46)  

4 M BHB/43 mM M 7.45 (7.42-7.49) 7.44 (7.40-7.47) 7.38 (7.34-7.41) ● 7.50 (7.47-7.54) * 7.48 (7.44-7.51)  

4 M BHB/20 mM M 7.46 (7.40-7.51) 7.39 (7.33-7.45) 7.25 (7.18-7.31) 7.36 (7.29-7.44) 7.49 (7.41-7.57)  

4 M BHB/10 mM M 7.47 (7.41-7.53) 7.39 (7.33-7.45) 7.28 (7.20-7.36) 7.43 (7.34-7.53) 7.45 (7.36-7.55)  

4 M BHB/4.3 mM M 7.48 (7.42-7.53) 7.44 (7.39-7.50) 7.44 (7.38-7.50) *● 7.51 (7.45-7.58) 7.39 (7.32-7.46)  

4 M BHB/0.43 mM M 7.45 (7.39-7.51) 7.43 (7.37-7.48) 7.07 (7.01-7.14) *#○ 7.29 (7.20-7.37) 7.36 (7.28-7.43)  

Hemoglobin [g/dl] Effects: G 0.014 T <.0001 G*T 0.1014 

LR 8.7 (8.4-9.0) 7.0 (6.6-7.3) 5.2 (4.8-5.5) 6.1 (5.7-6.4) 5.7 (5.3-6.1)  

4 M BHB/43 mM M 8.6 (8.2-8.9) 6.1 (5.8-6.4) 5.0 (4.6-5.3) 6.0 (5.7-6.4) 5.6 (5.3-6.0)  

4 M BHB/20 mM M 8.6 (8.0-9.1) 6.3 (5.8-6.8) 5.6 (5.0-6.2) 6.4 (5.7-7.1) 6.1 (5.4-6.8)  

4 M BHB/10 mM M 8.7 (8.1-9.2) 5.9 (5.3-6.5) 5.3 (4.5-6.1) 6.5 (5.6-7.4) 6.7 (5.8-7.5)  

4 M BHB/4.3 mM M 8.9 (8.3-9.4) 6.5 (5.9-7.0) 5.2 (4.5-5.9) 6.1 (5.4-6.7) 6.0 (5.3-6.6)  

4 M BHB/0.43 mM M 8.6 (8.0-9.1) 6.9 (6.4-7.4) 4.5 (3.7-5.2) 5.9 (5.1-6.7) 5.7 (5.0-6.4)  

4 M BHB/0.43 mM M 9.5 (-11.8-30.8) 11.7 (9.6-32.9) 8.5 (-17.5-34.5) 10.7 (-19.4-40.7) 11.3 (-18.7-41.4)  
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Parameter Baseline S 45 min R 1 h FR 2 h FR 20 h PR 24 h 

Blood urea nitrogen [mg/dl] Effects: G 0.0095 T 0.0992 G*T <.0001 

LR 13.6 (0.6-26.6) 11.3 (-2.1-24.8) 10.6 (-2.8-24.0) 12.8 (-2.2-27.9) 31.5 (15.8-47.2) 16.0 (-20.8-52.8) ỏ 

4 M BHB/43 mM M 9.5 (-4.4-23.4) 11.9 (-2.5-26.4) 10.8 (-4.3-25.8) 12.6 (-1.8-27.1) 14.4 (-0.1-28.8) 13.0 (-13.0-39) ỏ 

4 M BHB/20 mM M 8.8 (-12.4-30.1) 11.2 (-12.1-34.5) 12.3 (-13.8-38.3) 15.0 (-15.1-45.1) 17.7 (-12.4-47.7) 207.0 (176.9-237.1) *#▲○● 

4 M BHB/10 mM M 9.8 (-11.4-31.1) 11.8 (-14.3-37.8) 8.0 (-28.8-44.8) 9.0 (-27.8-45.8) 12.5 (-24.3-49.3) 8.0 (-28.8-44.8) ỏ 

4 M BHB/4.3 mM M 8.3 (-12.9-29.6) 11.6 (-11.7-34.9) 9.6 (-13.7-32.9) 11.8 (-14.3-37.8) 11.8 (-14.3-37.8) 16.0 (-14.1-46.1) ỏ 

4 M BHB/0.43 mM M 9.5 (-11.8-30.8) 11.7 (9.6-32.9) 8.5 (-17.5-34.5) 10.7 (-19.4-40.7) 11.3 (-18.7-41.4) 11.0 (-41.1-63.1) ỏ 

LDH [U/dl] Effects: G 0.0005 T <.0001 G*T <.0001 

LR 1122 (518-1725) 1320 (715-1924) 1406 (801-2011) 1882 (1267-2497) 2801 (2132-3469) ● 3279 (2524-4035) ● 

4 M BHB/43 mM M 1098 (453-1744) 1168 (521-1816) 1445 (795-2095) 2431 (1779-3083) 3065 (2399-3731) ● 4563 (3876-5259) ỏ 

4 M BHB/20 mM M 560 (-426-1546) 589 (-401-1580) 908 (-97-1913) 1296 (226-2366) 1480 (153-2807) ● 1307 (-25-2639) #● 

4 M BHB/10 mM M 501 (-485-1487) 638 (-384-1660) 854 (-234-1943) 877 (-366-2120) 1457 (-148-3062) ● 1294 (-385-2973) ● 

4 M BHB/4.3 mM M 1266 (280-2252) 1630 (637-2623) 1659 (659-2659) 2630 (1597-3662) 2863 (1693-4033) ● 3579 (2391-4767) ● 

4 M BHB/0.43 mM M 1452 (465-2438) 1551 (565-2537) 1983 (978-2987) 3170 (2101-4239) 7857 (6530-9184) *#ỏ▲○ 7681 (6244-9118) *ỏ▲○ 

 

Data are presented as least-squared means (95% confidence interval). * p<0.05 vs LR, 
#
 p<0.05 vs 4M BHB/43mM M, ỏ p<0.05 vs 4M 

BHB/20mM M, 
▲

 p<0.05 vs 4M BHB/10mM M, 
○
 p<0.05 vs 4M BHB/4.3mM M, 

●
 p<0.05 vs 4M BHB/0.43mM M. 
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Discussion  

4 M BHB/43 mM M significantly improves survival in preclinical hemorrhagic shock 

models (231, 232). Here, we describe experiments to optimize the melatonin 

concentration in the treatment. In rats, lowering the BHB concentration in combination 

with 43 mM M resulted in a trend towards decreased survival, while survival times were 

retained when melatonin levels were lowered (233). Based on these results, we used our 

porcine hemorrhage, injury and resuscitation model to evaluate treatment solutions 

containing 4 M BHB in combination with 0.43-43 mM melatonin. We hypothesized that 

the melatonin concentration could be decreased without loss of efficacy.  

Mortality in pigs receiving BHB/M containing below-standard melatonin 

concentrations exceeded that in the control group (Figure 3.7). This was surprising, as 

previous studies showed that a decrease in melatonin concentration in combination with 

BHB was inconsequential in rat hemorrhagic shock (233). In rats experiencing 

hemorrhagic shock, 4 M BHB alone significantly improved survival, and lowering the 

BHB concentration in BHB/M was associated with a trend towards increased mortality 

(231, 233). Together, these studies suggest that BHB exerts beneficial effects in 

hemorrhagic shock, acting synergistically with melatonin. 

Our data indicates that treatment with BHB/M containing decreased melatonin levels 

increased shock-induced lung and organ injury. These animals experienced increased 

lactate levels and elevated serum concentrations of AST and CK, markers of liver and 

muscle injury (Figure 3.9). Pulmonary contusion and hemorrhagic shock induce 

pulmonary inflammation, which can lead to hypoxemia and acute respiratory distress 

syndrome (349, 350). We observed melatonin dose-dependent decreases in PaO2:FiO2 

ratios during early resuscitation, indicating increased lung injury. This was unexpected, 

as both melatonin and BHB exhibit anti-inflammatory effects and BHB decreases 

inflammation and apoptosis in rats and pigs exposed to severe blood loss (154, 189, 351-

358). However, melatonin effects in hemorrhagic shock can be dose-dependent, and 

systemic or local melatonin concentrations may need to overcome a threshold level to 

exert beneficial effects. For example, infusion of 50 mg/kg, but not of 10 mg/kg 

melatonin prior to resuscitation resulted in lowered resuscitation fluid requirements and 

decreased serum levels of the inflammatory marker IL-6 in mouse hemorrhagic shock 

(188). Furthermore, ketone bodies may be pro-inflammatory at high doses (188, 359-361). 
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With systemic melatonin levels insufficient to counteract the effects of shock and injury, 

the high BHB dose may have exacerbated trauma-induced inflammation.  

BHB metabolism generates NADH, which acts as a reducing equivalent for the 

mitochondrial electron transport chain and ATP production. A significant increase in the 

NADH/NAD
+
 ratio during limited oxygen supply can overwhelm the electron transport 

chain, thereby inducing production of reactive oxygen species (362). To test whether 

increased mortality in the low-dose melatonin group was a result of decreased 

counteraction of BHB-induced oxidative stress, we measured urine levels of 8-

isoprostane (348). We observed an insignificant trend towards decreased 8-isoprostane 

levels in BHB/M-treated pigs, an effect that was independent of the melatonin 

concentration in the treatment (Figure 3.10). This suggests that rather than inducing 

oxidative damage, BHB decreased oxidative stress in our model.  
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Limitations  

Our experiments have some limitations. As is common for MTD dose-finding studies, 

we used a small number of animals in each group, which may have masked some 

significant effects. We did not evaluate inflammatory markers in these animals, and while 

inflammation is a likely contributor to the pathology observed in this study, the 

mechanisms behind third spacing in our model remain speculative.  

As the experiments were an extension of a previous study, we expanded the original 

4 M BHB/43 mM M and LR groups and added treatments to our original experiment 

(293). Consequently, group sizes were uneven and animals were not completely 

randomized, rendering a risk for model variation over time. However, 4 M BHB/43 mM 

M (the standard dose) exerted a robust beneficial effect and consistently outperformed 

LR in our model (2/2 additional BHB/M pigs survived, while only 1/4 of LR pigs 

survived). Survival differences between 4 M BHB/43 mM M and the control group were 

not significant, which is likely due to the limited sample size used. As our experiments 

clearly showed that decreasing melatonin concentrations was detrimental, we limited our 

sample size to save animals and resources 

As we did not include DMSO-treated control groups in our experiments, it is unclear 

whether changes in DMSO concentrations affected efficacy in the low-dose melatonin 

groups. Previously, BHB/M treatment was significantly more effective at increasing post-

shock survival than treatment with isosmotic solutions containing equal DMSO 

concentrations (232). As we concluded that it was unlikely that changes in DMSO 

concentration affected survival, we opted for LR as control to represent the standard of 

care.  
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Summary and Conclusions 

The experiments presented in this chapter suggest that, in the current formulation, 

BHB/M has a relatively small therapeutic window in our model of porcine hemorrhagic 

shock, injury and resuscitation. However, our study also indicates that the toxicity of 2x 4 

M BHB/43 mM M and 4x 4 M BHB/43 mM M is likely not due to BHB or melatonin per 

se, but a result of the infusion of large volumes of a hypertonic solution with a high 

sodium content. Consequently, treatment toxicity may be decreased by lowering solution 

tonicity or limiting the amount of sodium in the formulation by utilization of alternative 

BHB salts. An alternative means to induce ketosis in hemorrhagic shock is the 

administration of ketone body precursors. Different ketone esters have been developed, 

which release BHB or acetoacetate after hydrolysis in the liver or intestine (363). Ketone 

ester infusion in rats, pigs or dogs increased systematic ketone levels without adverse 

effects (364-367). Clarke et al. showed that ingestion of the ketone ester R-3-

hydroxybutyl R-3-hydroxybutyrate was generally well tolerated in human volunteers 

(368). Ketone esters are sodium free, therefore, ketone ester infusion would not produce 

the sodium load induced by infusion of Na-D-β-hydroxybutyrate. Furthermore, as one 

ketone ester molecule releases two or three molecules of ketones (366-368), ketone ester 

solutions would be less hypertonic than an equal BHB dose infused as Na-D-β-

hydroxybutyrate. Ketone esters therefore have the potential to avoid the hypernatremia 

and hypertonicity-associated adverse effects of BHB/M in the current formulation. 

Switching to non-sodium fluids during the resuscitation phase (e.g. albumin, dextrose 

solution) would also decrease sodium load. Optimization of resuscitation endpoints and 

application of a more restrictive resuscitation protocol after BHB/M infusion may limit 

fluid overload and improve outcomes (328). Targeted use of diuretics or renal 

replacement therapy after initial resuscitation may decrease sodium toxicity without loss 

of the initial beneficial effects of BHB/M (328). 

We also tested the efficacy of 4 M BHB in combination with 0.43-43 mM melatonin 

in porcine hemorrhagic shock, injury and resuscitation. Treatment with below-standard 

melatonin concentrations resulted in mortality rates exceeding that in the control group. 

Lowered melatonin treatment concentrations resulted in increased markers of lung, liver 

and kidney injury, suggesting that decreased melatonin serum levels were insufficient to 

counteract BHB-induced increases in inflammation. Our research underlines the 

importance of reaching adequate systemic BHB and melatonin levels. Consequently, 
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lowering the amount of DMSO in the formulation by decreasing the melatonin 

concentration in the treatment is not feasible without loss of efficacy.    
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Chapter 4. Evaluation of Novel Formulations of D-β-hydroxybutyrate and 

Melatonin in a Rat Model of Hemorrhagic Shock 

This chapter has been submitted for publication:  

Wolf A, Thakral S, Mulier KE, Suryanarayanan R, Beilman GJ. Evaluation of Novel 

Formulations of D-β-hydroxybutyrate and Melatonin in a Rat Model of Hemorrhagic 

Shock. 

 

Synopsis  

Infusion of D-β-hydroxybutyrate and melatonin (BHB/MLT) improves survival in 

hemorrhagic shock models. The original BHB/MLT formulation contains dimethyl 

sulfoxide (DMSO) to overcome the limited aqueous solubility of melatonin. We 

formulated two BHB/MLT solutions wherein DMSO was replaced either with 10% 

polyvinylpyrrolidone K12 (BHB/MLT/PVP) or with 5% hydroxypropyl-β-

cyclodextrin/2.5% PVP/2.5% polyethylene glycol 400 (BHB/MLT/CD). The safety and 

efficacy of the new BHB/MLT formulations and the original solution (full strength and 

1:1 dilution) were tested in a lethal rat hemorrhagic shock model, consisting of seven 

groups: 1) sham, 2) shock, untreated, 3) shock, lactated Ringer’s solution (LR), 4) shock, 

4 M BHB/MLT/DMSO, 5) shock, 2 M BHB/MLT/DMSO, 6) shock, BHB/MLT/PVP 

and 7) shock, BHB/MLT/CD. Rats were anesthetized and instrumented, after which 40% 

of the total blood volume was withdrawn in three steps. Rats were in hemorrhagic shock 

for four hours. Treatments were administered as a bolus infusion half-way throughout 

hemorrhage. In hemorrhaged animals, survival was highest in the BHB/MLT/CD group 

(8/10), followed by treatment with BHB/MLT/PVP (6/10), 4M BHB/MLT/DMSO (5/10) 

or 2M BHB/MLT/DMSO (5/10), LR (3/10) and the untreated group (0/11). Survival did 

not differ significantly between the four BHB/MLT treatment groups (p>0.05). Survival 

in BHB/MLT/CD-treated rats was significantly higher than in the LR group (p = 0.018). 

BHB/MLT/PVP and BHB/MLT/CD caused significantly less intravascular hemolysis 

than 4 M BHB/MLT/DMSO. Markers of toxicity did not differ significantly between the 

four BHB/MLT formulations. Our experiments indicate that BHB/MLT/PVP and 

BHB/MLT/CD constitute promising candidates for the clinical treatment of acute 

hemorrhagic shock.  
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Figure 4.1. Graphical Synopsis. 

 

Introduction 

It is estimated that one third to more than 50% of deaths after hemorrhagic shock 

occur during the pre-hospital phase (3). Many of these deaths may be preventable with 

adequate treatment during this early stage (369, 370). Infusion of the ketone body D-β-

hydroxybutyrate (BHB) and the antioxidant melatonin (MLT) in a low-volume 

resuscitation fluid increases survival in animal hemorrhagic shock models (231-233). 

BHB/MLT is safe and most effective when administered intravenously in the treatment of 

porcine hemorrhagic shock and polytrauma (293). In view of these promising preclinical 

results, optimization of the treatment formulation is an essential step in advancing 

BHB/MLT towards clinical use. We have previously shown that 4 M BHB/43 mM MLT 

is the optimal concentration for the treatment of porcine hemorrhagic shock, while in rat 

hemorrhagic shock, the melatonin concentration can be lowered without decreases in 

survival (233, 371).  

Here, we describe the next step in the preclinical development and optimization of 

the BHB/MLT formulation as a treatment for hemorrhagic shock. An ideal intravenous 

formulation should fulfill multiple requirements: 1) adequate drug solubility for 

intravenous use, 2) acceptable clinical safety profile, 3) adequate chemical stability so 
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that the formulation can have a practically acceptable shelf life, and 4) fast and easy 

preparation for use. Due to the limited aqueous solubility of melatonin, the original 

BHB/MLT solution contains 20% v/v dimethyl sulfoxide (DMSO) as a cosolvent.  

DMSO is beneficial in the treatment of hemorrhagic shock and cardiac and central 

nervous pathologies and hence may enhance the favorable effects of BHB/MLT (255-258, 

276). DMSO alleviated hemorrhage-induced increases in the pro-inflammatory 

transcription factor NFκB and increased expression of the protective heat shock protein 

Hsp70 in the liver, kidney and intestine in rats (259). Hence, DMSO may contribute to 

the beneficial effects of BHB/MLT, an effect that could potentially be lost if it was 

removed. However, some properties of DMSO pose challenges in its clinical use. 

Infusion of DMSO, at concentrations exceeding 10%, can induce intravascular hemolysis. 

DMSO is also an emetic and a strong diuretic (246, 247, 263, 264). Combined, these 

effects can result in fluid loss and anemia, which may counteract the beneficial effects of 

BHB/MLT. Due to melatonin instability in aqueous solution (372), BHB/MLT has to be 

prepared immediately before use. The BHB/MLT/DMSO formulation requires a three-

step reconstitution procedure, which poses a challenge when quick administration of the 

drug product is needed following traumatic injury.  

Aqueous formulations containing BHB/MLT, wherein DMSO was replaced with 

alternative excipients, were tested for safety and efficacy in a lethal rat hemorrhagic 

shock model. Preliminary solubility studies revealed that the required aqueous 

concentration of melatonin could be obtained in (a) 20% w/v polyvinylpyrrolidone K12 

(BHB/MLT/PVP) or (b) a mixture of 10% w/v hydroxypropyl-β-cyclodextrin, 5% w/v 

polyvinylpyrrolidone K12 and 5% w/v polyethylene glycol 400 (BHB/MLT/CD). One 

potential concern is the instability of melatonin in aqueous solutions. Lyophilization 

provided an avenue to prepare stable injectable formulations that can be reconstituted into 

solutions right before administration. We recently published our initial results of the in 

vivo efficacy of the BHB/MLT/PVP solution (373). Detailed characterization of ‘as is’ 

BHB and of BHB/MLT/PVP, in solution as well as in the lyophilized state, were 

conducted (373). Here, we present detailed analyses of the safety and efficacy of both 

BHB/MLT/PVP and BHB/MLT/CD in a rat model of hemorrhagic shock, along with 

comprehensive characterization of the BHB/MLT/CD prelyophilization solution and the 

final lyophile.  
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To summarize, we evaluated solutions of BHB/MLT containing DMSO, 

polyvinylpyrrolidone K12 (PVP) or a mix of hydroxypropyl-β-cyclodextrin (HPβCD), 

PVP and polyethylene glycol 400 (PEG), resulting in four treatment groups: (i) BHB (4 

M)/MLT (43 mM)/DMSO (20% v/v). In the remaining formulations, the total solute 

concentration was reduced by a 1:1 dilution of the original 4 M BHB/43 mM MLT 

solution. While this doubled the injection volume, it remained substantially below the 

volume used for standard crystalloid resuscitation (31). (ii) BHB (2 M)/MLT (21.5 

mM)/DMSO (10%), (iii) BHB/MLT/PVP and (iv) BHB/MLT/CD (Table 1). Treatment 

solutions were administered, in a preclinical hemorrhagic shock model, as intravenous 

boluses containing an equal dose of 4 mmol/kg BHB and 43 μmol/kg melatonin, a dose 

previously established to increase survival in rat hemorrhagic shock (231, 233).  

 

 

 

Figure 4.2. Hemorrhagic shock and infusion protocol. Treatment solutions were 

administered as a 1 ml/kg or 2 ml/kg bolus over 1 min.  
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Table 4.1. Treatment groups.  

Treatment Group [BHB] [MLT] [DMSO] [PVP] [HPβCD] [PEG] Volume BHB/MLT Dose n 

Sham - - - - - - - - 10 

No Treatment - - - - - - - - 11 

LR - - - - - - 2 ml/kg - 10 

4 M BHB/MLT/DMSO 4 M 43 mM 20% - - - 1 ml/kg 

4 mmol BHB/kg 

 

43 μmol MLT/kg 

10 

2 M BHB/MLT/DMSO 2 M 21.5 mM 10% - - - 2 ml/kg 10 

BHB/MLT/PVP 2 M 21.5 mM - 10% - - 2 ml/kg 10 

BHB/MLT/CD 2 M 21.5 mM - 2.5% 5% 2.5% 2 ml/kg 10 

 

Sham rats were exposed to instrumentation only, no bolus was administered and no blood was withdrawn other than for blood gas analysis at 

baseline and for blood gas and organ marker analysis at the end of the experiment. All treatments were delivered as an intravenous bolus over 1 

minute. 
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Materials and methods 

D-β-hydroxybutyrate was purchased from Sigma Aldrich (St. Louis, MO) and Lonza 

(Basel, Switzerland). Melatonin was generously provided by Flamma S.p.A. (Chignolo, 

Italy). DMSO was purchased from Alfa Aesar (Ward Hill, MA), PVP from Acros 

Organics (Geel, Belgium), and PEG from Spectrum Chemical (New Brunswick, New 

Jersey). HPβCD (molar substitution: 0.6) and all other chemicals were purchased from 

Sigma Aldrich (St. Louis, MO).  

Solution preparation for Injection 

BHB/MLT/DMSO solutions. On the day of the experiment, appropriate amounts of 

melatonin solution (DMSO as vehicle) and aqueous solution of BHB (pH 7.4) were 

mixed to achieve final solutions containing either BHB (4 M)/MLT (43 mM)/20% w/v 

DMSO or BHB (2 M)/MLT (21.5 mM)/10% w/v DMSO.  

BHB/MLT/CD solution. Melatonin was dissolved in a solution containing 10% 

HPβCD/5% PVP/5% PEG. Equal volumes of 43 mM MLT solution and 4 M BHB 

(adjusted to pH 7.4) solution were mixed to prepare the BHB/MLT/CD solution. The 

solutions were filtered through a 0.2 µm syringe filter for sterilization before injection. 

Hemorrhagic shock model 

Anesthesia and instrumentation 

All animal experiments were approved by the Institutional Animal Care and Use 

Committee of the University of Minnesota and carried out in accordance with 

Association for Assessment and Accreditation of Laboratory Animal Care International 

(AAALAC) regulations. Seventy-one male Sprague-Dawley rats (350-375 g, Envigo) 

were housed on a 12-hour light dark cycle with water and food ad libitum. The rats were 

allowed to adapt to their environment for at least seven days before the procedure. On the 

day of the experiment, rats were anesthetized in an induction chamber with isoflurane 

(5% in 1 l/min oxygen), treated with meloxicam for analgesia (0.5 mg, subcutaneous), 

and placed on a heating pad to maintain a target body temperature of 37 ± 0.5 ºC 

throughout the experiment (measured via rectal thermometer). Anesthesia was 

maintained with isoflurane via nose cone (1-2% in 1 l/min oxygen, Surgivet Isotec 4, 

Smiths Medical PM, Inc, Norwell, MA). The right external jugular vein was aseptically 

exposed and cannulated with sterile PE 160 tubing for blood drawing and treatment 
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administration. The left femoral artery was aseptically exposed and cannulated with a 24 

G catheter for continuous heart rate and blood pressure measurements.  

Hemorrhagic shock and infusion protocol 

Instrumentation was followed by a stabilization period of 10 min, after which 

baseline measurements were taken. Immediately after baseline sampling, blood was 

gradually withdrawn in three steps to achieve a total loss of 40% of the total blood 

volume over 30 minutes (Figure 4.2). Total blood volume was calculated as 7% of body 

weight (374). Fourteen minutes after baseline measurements, half-way throughout blood 

withdrawal, treatments were administered as a 1 ml/kg or 2 ml/kg intravenous bolus over 

1 minute (Table 4.1). Lines were flushed with lactated Ringer’s solution (LR) after blood 

draws and solution administration. Animals that survived until the end of the experiment 

were maintained anesthetized until they were euthanized via exsanguination after the last 

sampling point (270 min). Sham rats were only instrumented, no treatment bolus was 

administered and no blood was withdrawn other than for blood gas analysis at baseline 

and for blood gas and organ marker analysis at the end of the experiment.  

Hemodynamic and physiologic measurements 

Blood pressure and heart rate were measured continuously throughout the experiment 

with a Spacelab monitor (Spacelabs Healthcare, Snoqualmie, WA). At baseline, at the 

end of blood removal (30 min) and at the end of the experiment (270 min), venous blood 

samples were drawn for analysis via blood gas analyzer (Gem Premier 3000, 

Instrumentation Laboratory Co, Bedford, MA) and to measure markers of organ function 

(including alkaline phosphatase (Alk Phos), alanine aminotransferase (ALT), aspartate 

aminotransferase (AST), creatinine and blood urea nitrogen (BUN)). Free plasma 

hemoglobin, a marker of intravascular hemolysis, was measured photometrically at the 

end of the shock period (30 min). Organ function markers and free plasma hemoglobin 

were analyzed in the Clinical Laboratory Improvement Amendments-certified Fairview 

Diagnostics Laboratory.  

Melatonin and BHB serum concentrations 

BHB and melatonin serum concentrations were determined at baseline, at the end of 

the bolus infusion and immediately before sacrifice. Blood samples were allowed to clot 

at room temperature for 30 minutes before centrifugation (1150 g, 10 min, 4 ºC) and 
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collection of serum. Melatonin and BHB serum concentrations were measured as 

previously described in detail (293). In short, the samples were extracted with acetonitrile 

and dried under nitrogen. For melatonin quantification, the sample was dissolved in a 1:1 

v/v mixture of water and methanol with 0.1% v/v formic acid. Melatonin was quantified 

via ultrahigh-performance liquid chromatography-coupled mass spectrometry (UPLC-MS; 

limit of quantitation 5x10
3
 pg/ml). For BHB analyses, samples were derivatized with 

N,O-bis(trimethylsilyl)trifluoroacetamide: pyridine (5:1) and then analyzed via gas 

chromatography-coupled mass spectrometry (GC-MS; limit of detection 0.048 mM).  

In vitro hemolysis 

In vitro hemolysis quantification was modified from Fort (375). Fifty µl of test 

solution and 450 µl of fresh heparinized human whole blood were gently mixed and 

incubated for 60 seconds, after which the solution was quenched with 10 ml isotonic PBS 

buffer. Isotonic PBS buffer was used as nonhemolytic control and 10% v/v Triton X 100 

was used as positive control (376). Solutions were centrifuged (1500 g, 25 ºC, 15 min) 

and the supernatant was transferred to a clear 96-well plate (200 µl/well; in triplicate). 

Absorbance (Abs) was measured at 540 nm and hemolysis was calculated as (377):  

Ϸ ὌὩάέὰώίὭί 
ὃὦί ὃὦί

ὃὦί   ὃὦί
ὢ ρππ 

Initial experiments showed that, at the dilutions used in our experiment, none of the 

tested compounds changed the absorbance spectrum of hemoglobin (data not shown).  

Lyophilization of the BHB/MLT/CD solution 

BHB/MLT/CD solution was filled into 10 mL glass vials (2 mL fill volume), covered 

with rubber stoppers (20 mm, 2 Leg Lyo, Gry Butyl Sil, Wheaton), and loaded into the 

lyophilizer. Lyophilization was carried out in a bench top freeze-dryer (VirTis 

AdVantage, Gardiner, NY). The shelf was cooled to -60 °C at 0.25 °C/min and held for 8 

h. Primary drying was sequentially conducted at -40 °C (12 h), -30 °C (24 h), and -20 °C 

(12 h) at 75 ± 25 mTorr. During secondary drying, the shelf was progressively heated to -

10 °C, 0 °C, +10 °C and +25 °C, held at each temperature for 12 h and finally heated to 

40 °C and held for 24 h. The samples were dried under vacuum for 48 h. At the end of 

the cycle, the vials were stoppered and stored in a desiccator containing anhydrous 

calcium sulfate at -20 °C. 
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Separate solutions of BHB (2 M; pH 7.4) and of MLT (21.5 mM) in 5 % w/v HPβCD, 

2.5% w/v PVP and 2.5 % w/v PEG 400 were also prepared and lyophilized as above 

Differential scanning calorimetry (DSC) 

A differential scanning calorimeter (Q2000, TA Instruments, New Castle, DE) 

equipped with a refrigerated cooling accessory was used. Dry nitrogen gas was purged at 

50 mL/min. For thermal analysis of the prelyophilization solution, ~20 µL of solution 

was weighed in an aluminum pan, sealed hermetically, cooled from room temperature 

(RT) to -90 °C at 1 °C/min, held for 30 min and heated to RT at 10 °C/min. In case of 

lyophiles, the powder was filled into the aluminum pan at RT (in a glove box under 

nitrogen purge; RH ≤ 5%), sealed non-hermetically, and heated from RT to 180 °C, at 10 

°C/min.  

X-ray diffractometry (XRD) 

Powder samples were exposed, at room temperature, to Co Kα radiation (1.78899 Å; 

40 kV × 35 mA) in a two-dimensional X-ray diffractometer (D8-Discover fitted with a 

Vantec 500 detector, Bruker). XRD patterns were collected using a 0.8 mm collimator, 

set at a 10° angle of incidence and an area detector (angular range 35°) set at an angle of 

diffraction of 20° 2θ. Area detector images were finally converted to one-dimensional 

intensity vs. 2θ data sets by using an averaging integration algorithm.  

Statistical analysis 

Kaplan-Meier analysis with Generalized Wilcoxon test was used to analyze survival 

differences between groups. Non-longitudinal data were analyzed via Kruskal-Wallis test 

with Dunn-Bonferroni corrections and are reported as medians with interquartile ranges 

(IQR). Longitudinal parameters were analyzed using the Proc Mixed procedure in SAS 

Version 9.4 software (SAS Institute, Inc., Cary, NC). Group, Time and Group*Time 

Interaction were modeled as fixed effects. The models used compound symmetry or 

autoregressive covariance structure (selection based on the model with the lowest 

Bayesian Information Criterion value) and the between-within method for degrees of 

freedom. For parameters with significant interaction effects, differences at individual 

time points were analyzed by pairwise comparisons with Tukey adjustments. 

Longitudinal data is presented as least-squares means with 95% confidence intervals. 

Least squares means are the predicted population means of fixed effects over a balanced 
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population, with the standard errors adjusted for the covariance parameters. A confidence 

interval (CI) is a range of values that is likely to contain the true population mean. If a 

population is repeatedly tested, and each time a 95% CI is estimated, 95% of these 

intervals will include the true mean. 
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Results 

Physiology 

Mean arterial pressure (MAP) and heart rate were measured throughout the 

experiment (Figure 4.3). Rats exposed to hemorrhage experienced a sharp drop in MAP 

upon the beginning of blood removal (Figure 4.3 A). Infusion of BHB/MLT, but not LR 

transiently increased MAP. However, MAP was similar in all hemorrhaged groups at the 

end of the blood removal phase. The MAP increased once blood withdrawal was 

completed but remained below baseline levels until the end of the experiment. MAP 

remained stable in the sham group and was significantly higher than in all hemorrhaged 

groups during the first three hours after the completion of blood withdrawal.  

Although there was a significant interaction effect for heart rate, there were no 

significant differences between groups at individual time points (Figure 4.3 B). Heart rate 

decreased after the first blood draw and then increased throughout the experiment, an 

effect that was most prominent in the BHB/MLT–treated groups. We observed no 

significant group or interaction effects for body temperature (G p = 0.8587, T p < 0.0001, 

G*T p = 0.2916).  

Survival 

All sham animals survived until the end of the experiment, while all rats exposed to 

blood loss without treatment died within three hours of baseline measurements (Figure 

4.4). The highest survival was observed in rats treated with BHB/MLT/CD (8/10), 

followed by rats receiving BHB/MLT/PVP (6/10), 4 M BHB/MLT/DMSO (5/10) and 2 

M BHB/MLT/DMSO (5/10) and those treated with LR (3/10). Survival was significantly 

lower in untreated rats than in the LR and each of the BHB/MLT groups (p ֔ 0.002). 

There was no significant difference in survival between the BHB/MLT-treated groups. 

Survival in BHB/MLT/CD-treated rats was not significantly different from the sham 

group (p = 0.147), and was significantly higher when compared to the LR group (p = 

0.018).  

Drug serum concentrations 

To test the effects of solution formulation on systemic drug levels, we determined the 

serum concentrations of melatonin and BHB at baseline, after bolus infusion and at the 

end of the experiment. BHB and melatonin serum concentrations peaked after bolus 
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infusion and returned close to baseline levels by the end of the experiment in BHB/MLT-

infused animals. Drug serum concentrations remained at baseline levels in untreated rats 

and in those receiving LR (Figure 4.5). After bolus infusion, BHB and melatonin levels 

were significantly higher in the groups receiving solutions containing BHB/MLT than in 

untreated rats or those infused with LR. BHB serum levels were significantly higher in 

the BHB/MLT/PVP than in the 2 M BHB/MLT/DMSO group after the bolus infusion 

(Figure 4.5 A, p=0.0283). Melatonin serum levels did not differ significantly between the 

BHB/MLT-treated groups (Figure 4.5 B).  
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Figure 4.3. (A) Mean arterial pressure and (B) heart rate as a function of time in 

rats exposed to 40% blood loss and treated with LR or different formulations of 

BHB/MLT. Data are presented as least squares means with 95% CIs.   
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Figure 4.4. Kaplan-Meier survival curve of rats exposed to 40% blood loss and 

treated with LR or different formulations of BHB/MLT. 
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Figure 4.5. Serum concentrations of (A) BHB and (B) melatonin at select time points 

in rats subjected to 40% blood loss and treated with LR or different formulations of 

BHB/MLT. Data are presented as least squares means with 95% CIs. * p<0.05 for 

BHB/MLT/PVP vs 2 M BHB/MLT/DMSO. 

 

 

Blood gases and markers of organ function 

Blood gases and various markers of organ function were analyzed at baseline, at the 

end of blood withdrawal and at the end of the experiment (Table 4.2). Changes in blood 

electrolytes in BHB/MLT treated rats were similar to those previously observed after the 

infusion of BHB and melatonin in porcine hemorrhagic shock (232, 293). BHB/MLT 

administration resulted in significantly increased blood sodium concentrations at the end 

of blood withdrawal (compared to LR). This was likely a direct effect of the BHB/MLT 

infusion, which is administered as a sodium salt. BHB/MLT and LR infusion attenuated a 

shock-induced (i) increase in blood lactate levels, (ii) decrease in blood pH and (iii) 

decrease in base excess. These effects were more pronounced after BHB/MLT treatment.  

Total hemoglobin levels were significantly decreased in hemorrhaged animals at the 

end of the experiment. As expected, there was no treatment effect, with either LR or with 

BHB/MLT. Infusion of BHB/MLT, but not LR, attenuated a hemorrhage-induced 

decrease in venous oxygen saturation.  
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Table 4.2. Blood Gases and markers of organ function in Rats Exposed to 40% 

blood loss and treated with LR or different formulations of BHB/M. 

Parameter Baseline S 30 min S 270 min Effects 

Na+ [mEq/l]     

Sham 138.2 (135.4-141.0)  138.4 (135.7-141.2) G .0588 

No Treatment 137.2 (134.6-139.8) 134.5 (131.9-137.2)  T <.0001 

LR 134.0 (131.4-136.7) 132.2 (129.4-134.9) 137.8 (132.9-142.7) G*T .0138 

4 M BHB/MLT/DMSO 137.6 (135.0-140.3) 139.2 (136.6-141.9)# 139.6 (136.3-143.0)  

2 M BHB/MLT/DMSO 138.0 (135.4-140.7) 139.7 (136.9-142.4)# 143.4 (140.0-146.8)  

BHB/MLT/PVP 135.5 (132.9-138.2) 138.3 (135.7-141.0) 140.3 (137.1-143.4)  

BHB/MLT/CD 137.0 (134.0-140.0) 139.9 (136.9-142.8)# 141.5 (138.4-144.6)  

K+ [mEq/l]     

Sham 4.34 (3.64-5.05)  5.17 (4.47-5.87) G .0055 

No Treatment 4.72 (4.06-5.39) 6.02 (5.36-6.69)  T<.0001 

LR 4.17 (3.51-4.84) 5.25 (4.55-5.95) 6.60 (5.12-8.09) G*T .0689 

4 M BHB/MLT/DMSO 4.34 (3.68-5.01) 4.45 (3.79-5.12) 5.02 (4.08-5.96)  

2 M BHB/MLT/DMSO 4.38 (3.72-5.05) 4.23 (3.53-4.93) 6.43 (5.49-7.37)  

BHB/MLT/PVP 4.28 (3.62-4.95) 4.28 (3.62-4.95) 6.18 (5.32-7.04)  

BHB/MLT/CD 4.30 (3.56-5.04) 4.10 (3.36-4.84) 5.14 (4.35-5.94)  

pH     

Sham 7.32 (7.26-7.38)  7.24 (7.17-7.30) G <.0001 

No Treatment 7.31 (7.25-7.37) 7.06 (7.00-7.12)  T <.0001 

LR 7.36 (7.29-7.42) 7.18 (7.12-7.25) 7.12 (6.99-7.25) G*T <.0001 

4 M BHB/MLT/DMSO 7.37 (7.31-7.43) 7.35 (7.28-7.41)^ 7.37 (7.28-7.45)  

2 M BHB/MLT/DMSO 7.35 (7.29-7.41) 7.35 (7.28-7.41)^ 7.20-(7.12-7.29)  

BHB/MLT/PVP 7.35-(7.29-7.41) 7.35 (7.29-7.41)^# 7.33 (7.25-7.41)  

BHB/MLT/CD 7.36 (7.29-7.43) 7.36 (7.29-7.43)^# 7.35 (7.28-7.43)  
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Parameter Baseline S 30 min S 270 min Effects 

Base Excess     

Sham 1.3 (-1.0-3.7)  0.5 (-1.9-2.8) G <.0001 

No Treatment 2.4 (0.2-4.6) -8.1 (-10.5- -5.8)  T <.0001 

LR 3.6 (1.4-5.9) -4.7 (-7.1- -2.4) -4.6 (-9.5-0.3) G*T <.0001 

4 M BHB/MLT/DMSO 3.2 (1.0-5.4) 2.4 (0.2-4.6)^# 4.2 (1.0-7.3)  

2 M BHB/MLT/DMSO 2.7 (0.5-5.0) 2.8 (0.5-5.2)^# 4.7 (1.2-8.1)  

BHB/MLT/PVP 3.4 (1.1-5.6) 2.9 (0.7-5.1)^# 2.3 (-0.5-5.2)  

BHB/MLT/CD 4.7 (2.2-7.2) 3.4 (0.9-5.9)^# 3.9 (1.2-6.5)  

Lactate [mg/dl]     

Sham 3.3 (1.9-4.7)  2.0 (0.6-3.4) G .0006 

No Treatment 2.0 (0.7-3.4) 9.4 (8.0-10.7)  T <.0001 

LR 1.8 (0.5-3.1) 6.6 (5.2-8.0) 2.1 (-0.9-5.1) G*T <.0001 

4 M BHB/MLT/DMSO 1.9 (0.5-3.2) 3.7 (2.4-5.1)^ 3.6 (1.8-5.5)  

2 M BHB/MLT/DMSO 1.8 (0.5-3.1) 3.3 (1.8-4.7)^ 6.3 (4.4-8.2)*  

BHB/MLT/PVP 2.0 (0.7-3.3) 3.6 (2.3-4.9)^ 4.6 (2.8-6.3)  

BHB/MLT/CD 1.2 (-0.3-2.7) 2.8 (1.3-4.3)^# 3.7 (2.1-5.3)  

Glucose [mg/dl]     

Sham 316 (268-364)  202 (154-250) G .2353 

No Treatment 353 (308-399) 483 (437-528)  T <.0001 

LR 316 (270-361) 475 (427-523) 116 (15-217) G*T .7572 

4 M BHB/MLT/DMSO 306 (261-352) 457 (411-502) 254 (190-318)  

2 M BHB/MLT/DMSO 324 (278-369) 466 (418-514) 229 (165-293)  

BHB/MLT/PVP 318 (273-364) 449 (403-494) 209 (151-268)  

BHB/MLT/CD 290 (239-341) 424 (373-475) 190 (136-244)  
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Parameter Baseline S 30 min S 270 min Effects 

Ca2+ [mEq/l]     

Sham 1.16 (1.07-1.25)  1.23 (1.14-1.33) G .2888 

No Treatment 1.15 (1.07-1.24) 1.17 (1.08-1.26)  T .0010 

LR 1.17 (1.08-1.25) 1.11 (1.02-1.21) 1.00 (0.83-1.18) G*T .0421 

4 M BHB/MLT/DMSO 1.14 (1.06-1.23) 1.09 (1.00-1.17) 1.03 (0.91-1.15)  

2 M BHB/MLT/DMSO 1.18 (1.09-1.26) 1.09 (1.00-1.18) 1.15 (1.04-1.27)  

BHB/MLT/PVP 1.26 (1.17-1.35) 1.13 (1.04-1.22) 1.07 (0.96-1.18)  

BHB/MLT/CD 1.17 (1.07-1.26) 1.04 (0.94-1.14) 1.01 (0.91-1.12)  

Hemoglobin [g/dl]     

Sham 11.8 (11.1-12.6)  11.0 (10.2-11.7) G <.0005 

No Treatment 11.7 (11.0-12.4) 8.1 (7.4-8.8)  T <.0001 

LR 12.0 (11.3-12.7) 7.6 (6.9-8.4) 6.3 (4.9-7.6)* G*T .0001 

4 M BHB/MLT/DMSO 12.6 (11.9-13.3) 8.5 (7.8-9.2) 6.8 (5.9-7.7)*  

2 M BHB/MLT/DMSO 12.6 (11.8-13.3) 8.0 (7.3-8.8) 6.8 (5.9-7.8)*  

BHB/MLT/PVP 12.2 (11.5-12.9) 8.1 (7.4-8.8) 7.0 (6.1-7.8)*  

BHB/MLT/CD 12.5 (11.7-13.2) 8.0 (7.2-8.8) 6.6 (5.8-7.4)*  

SvO2 [%]     

Sham 88.6 (79.1-98.0)  85.9 (76.5-95.3) G .0001 

No Treatment 77.3 (68.4-86.2) 19.1 (9.8-28.5)  T <.0001 

LR 86.7 (77.8-95.6) 29.5 (20.1-38.9) 56.2 (37.4-75.0) G*T .0012 

4 M BHB/MLT/DMSO 88.8 (79.9-97.7) 49.2 (40.3-58.1) 64.0 (51.8-76.1)  

2 M BHB/MLT/DMSO 87.8 (78.9-96.7) 48.8 (39.4-58.2)^ 66.5 (53.0-80.1)  

BHB/MLT/PVP 86.7 (77.8-95.6) 53.9 (45.0-62.8)^# 63.5 (52.3-74.7)  

BHB/MLT/CD 87.4 (77.4-97.4) 51.0 (41.0-61.0)^ 68.9 (58.3-79.5)  
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Parameter Baseline S 30 min S 270 min Effects 

ALT [U/dl]     

Sham   46 (-166-258) G .0387 

No Treatment 46 (-156-248) 41 (-161-243)  T .0001 

LR 50 (-162-262) 33 (-179-245) 158 (-229-545) G*T .3062 

4 M BHB/MLT/DMSO 48 (-176-271) 39 (-173-251) 128 (-172-428)  

2 M BHB/MLT/DMSO 44 (-168-256) 32 (-180-244) 768 (468-1068)  

BHB/MLT/PVP 49 (-163-261) 33 (-179-245) 584 (310-857)  

BHB/MLT/CD 47 (-190-284) 33 (-190-256) 286 (49-523)  

AST [U/dl]     

Sham   85 (-150-319) G .0230 

No Treatment 70 (-154-293) 82 (-142-305)  T <.0001 

LR 76 (-159-310) 63 (-171-298) 322 (-106-750) G*T .2620 

4 M BHB/MLT/DMSO 76 (-171-323) 79 (-168-327) 349 (17-680)  

2 M BHB/MLT/DMSO 68 (-179-316) 59 (-176-293) 143 (-189-475)  

BHB/MLT/PVP 77 (-185-339) 68 (-167-302) 943 (640-1245)  

BHB/MLT/CD 75 (-187-337) 59 (-188-306) 609 (346-871)  

Alk Phos [U/dl]     

Sham   123 (107-139) G .3601 

No Treatment 128 (112-143) 107 (92-122)  T <.0001 

LR 123 (107-139) 90 (74-106) 116 (89-144) G*T .8087 

4 M BHB/MLT/DMSO 130 (114-147) 98 (81-114) 113 (92-135)  

2 M BHB/MLT/DMSO 107 (91-123) 95 (78-111) 97 (76-119)  

BHB/MLT/PVP 122 (106-138) 88 (72-104) 110 (90-130)  

BHB/MLT/CD 121 (103-138) 91 (74-108) 112 (94-129)  
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Parameter Baseline S 30 min S 270 min Effects 

BUN [U/dl]     

Sham   31.7 (29.2-34.2) G <.0001 

No Treatment 20.4 (18.0-22.7) 21.1 (18.7-23.5)  T .0001 

LR 17.0 (14.5-19.5) 19.3 (16.8-21.8) 41.8 (37.4-46.3) G*T .1334 

4 M BHB/MLT/DMSO 18.0 (15.4-20.6) 22.9 (20.4-25.4) 40.2 (36.7-43.7)  

2 M BHB/MLT/DMSO 14.2 (11.7-16.7) 20.1 (17.6-22.6) 45.1 (41.6-48.6)  

BHB/MLT/PVP 17.1 (14.6-19.6) 19.7 (17.2-22.2) 40.7 (37.6-43.9)  

BHB/MLT/CD 17.3 (14.5-20.1) 20.0 (17.4-22.6) 43.7 (41.0-46.5)  

Creatinine [U/dl]     

Sham   0.37 (0.26-0.48) G <.0001 

No Treatment 0.39 (0.29-0.49) 0.49 (0.39-0.59)  T <.0001 

LR 0.27 (0.16-0.38) 0.47 (0.37-0.58) 1.30 (1.10-1.50) G*T .1766 

4 M BHB/MLT/DMSO 0.26 (0.15-0.38) 0.48 (0.37-0.59) 0.98 (0.83-1.13)  

2 M BHB/MLT/DMSO 0.30 (0.19-0.40) 0.39 (0.28-0.50) 0.91 (0.75-1.06)  

BHB/MLT/PVP 0.25 (0.15-0.36) 0.40 (0.29-0.50) 0.84 (0.70-0.98)  

BHB/MLT/CD 0.27 (0.15-0.39) 0.41 (0.30-0.52) 1.00 (0.88-1.12)  

Data are presented as least-squared means (95% confidence interval). 
*
 p<0.05 versus 

Sham at the same time point, 
^
 versus No Treatment at the same time point, 

#
 versus LR at 

the same time point.  

 

 

We observed hemorrhage-induced increases in serum levels of various markers of 

liver (ALT, AST) and kidney function (BUN and creatinine) at the end of the experiment, 

independent of treatment group. Alk Phos did not change significantly throughout the 

experiment. Blood glucose and calcium concentrations did not differ significantly 

between groups at individual time points. There were no significant differences between 

the four BHB/MLT formulations in their effect on the blood markers tested throughout 

the experiment.  
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Hemolysis 

Hemolysis inducing-potential of the BHB/MLT formulations was evaluated both in 

vitro and in vivo (Figure 4.6). To account for the effects of solution tonicity, we analyzed 

BHB/MLT solutions containing DMSO, PVP or HPβCD/PVP/PEG at two concentrations 

in vitro. At a concentration of 4 M BHB/43 mM MLT, all three BHB/MLT solutions 

induced significantly more hemolysis than LR (Figure 4.6 A). When the solution 

concentration was lowered to 2 M BHB/21.5 mM MLT, the effect decreased and only the 

solution containing DMSO induced significantly more hemolysis than LR (Figure 4.6 B). 

The formulations with DMSO consistently induced the highest level of hemolysis, 

although differences between the three BHB/MLT formulations were not statistically 

significant. To evaluate formulation effects on hemolysis-induction in vivo, we measured 

free plasma hemoglobin at the end of blood withdrawal (Figure 4.6 C). The trend was 

similar to that observed in vitro: free plasma hemoglobin was highest after treatment with 

the 4 M BHB/MLT/DMSO solution, followed by 2 M BHB/MLT/DMSO. Free plasma 

hemoglobin in rats treated with BHB/MLT/PVP or BHB/MLT/CD were comparable to 

those in rats receiving LR, and significantly lower than in the BHB/MLT/DMSO groups.  

Though limited in scope, the lethal rat hemorrhagic shock model studies revealed that 

both BHB/MLT/PVP and BHB/MLT/CD were effective. The efficacy of the 

BHB/MLT/CD solution exceeded that of the original DMSO-based formulation. The 

removal of DMSO resulted in significantly reduced in vivo hemolysis. This was evident 

with both BHB/MLT/PVP and BHB/MLT/CD-treated rats. However, the other indicators 

of toxicity did not differ between different formulations. 
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Figure 4.6. (A, B) In vitro  and (C) in vivo hemolysis induction of the different 

BHB/MLT formulations. The BHB, MLT and excipient concentrations in (B) were half 

of that in (A). (C) Free plasma hemoglobin concentration was the marker of in vivo 

hemolysis. Data are presented as medians with interquartile range. * p<0.05 vs LR, a 

p<0.05 vs 4 M BHB/43 mM MLT/20% DMSO, b p<0.05 vs 2 M BHB/21.5 mM 

MLT/10% DMSO.  

 

 

Development of lyophilized formulations 

Since melatonin lacks adequate chemical stability to be formulated as a ready-to-use 

solution, lyophilization provides an avenue to prepare a stable injectable formulation. In 

an effort to prepare lyophiles with desirable attributes, such as low water content and 

short reconstitution times, lyophilization cycle process parameters were optimized. 

Thermal analyses of prelyophilization solutions enabled the selection of the 

lyophilization process parameters. The design and development of the PVP based 

formulation was the subject of an earlier publication (373).  
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Figure 4.7. Differential scanning calorimetry (DSC) heating curve of frozen aqueous 

solutions of MLT/CD, BHB/MLT/CD and BHB. The solutions were initially cooled 

from RT to -90 °C at 1 °C/min, held for 30 min and heated to RT at 10 °C/min.  Only the 

heating curves are shown. In the inset, a select region has been expanded to enable 

visualization of glass transition of MLT/CD freeze-concentrate (Tgʹ). 

 

 

Characterization of prelyophilization solution  

The DSC heating curves of frozen solutions of MLT/CD, BHB/MLT/CD and BHB 

are presented in Figure 4.7. The frozen MLT/CD solution exhibited a baseline shift at ~ 

−31 °C, attributed to Tg’ (glass transition temperature of the freeze concentrate), 

followed by an endotherm at ~ 3 °C due to ice melting. The DSC heating curve of frozen 

BHB (alone) or BHB/MLT/CD solution exhibited two baseline shifts, at ~ -69 °C (Tg’’) 

and at ~-53 °C (Tg’), followed by an endotherm at ~-13 °C, likely attributable to ice 

melting. Frozen solutions of several compounds of pharmaceutical interest, including 

mannitol, sucrose and trehalose, exhibit multiple glass transitions (378, 379). In these 

systems, the higher glass transition temperature (typically referred to as Tg’) is 

considered the “true” glass transition of the maximally freeze-concentrated amorphous 

phase. A second phase, containing more water than the maximally freeze concentrated 

phase, exhibits a glass transition at a lower temperature (Tg”). When a BHB solution was 
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cooled, the solute crystallized (373). However, BHB crystallization was inhibited in 

presence of PVP (373). In the current system containing HPβCD and PVP, both 

noncrystallizing solutes, BHB crystallization was inhibited (data not shown). Since BHB 

was crystalline in the final lyophile, its crystallization would have occurred only during 

the drying stage of the lyophilization cycle (see results in the lyophile characterization 

studies).  

Freeze drying cycle – development and optimization 

Our initial freeze-drying cycle (fast freezing using liquid nitrogen, primary drying 

initiated at -25 °C; final secondary drying at 25 °C) yielded a lyophile with an 

unacceptably long reconstitution time of ~ 30 minutes. Therefore, we modified the 

process parameters by employing a conservative lyocycle, similar to the one used for 

lyophilization of sugars and hydrophilic polymers (380-382). The low glass transition 

temperature of the BHB/MLT/CD prelyophilization solution necessitated primary drying 

to be initiated at a low temperature of -40 °C (75 mTorr). The shelf temperature was 

sequentially increased, with the final drying at +40 °C (details in the Materials and 

Methods section). The hygroscopic nature of PVP and PEG dictated terminal drying to be 

conducted at a high temperature, followed by vacuum drying. This optimized 

lyophilization cycle yielded a BHB/MLT/CD lyophile with a reconstitution time of ~ 3 

min. 

Lyophile characterization 

Earlier, based on extensive characterization studies, we had established that the ‘as is’ 

BHB existed as a hydrate (BHB
.
0.25 H2O) under ambient conditions (373). The XRD 

patterns of the final BHB/MLT/CD lyophile and the ‘as is’ BHB (Figure 4.8), are 

virtually superimposable, suggesting that BHB crystallized as BHB
.
0.25 H2O in the 

lyophile. No characteristic peaks of melatonin were discernible. Since PVP and HPβCD 

are amorphous and PEG 400 is a liquid at room temperature, there were no characteristic 

crystalline peaks attributable to these compounds. The amorphous nature of MLT/CD 

lyophile was evident from the XRD pattern, which was a broad halo. 

The DSC heating curve of BHB (Figure 4.9 C) revealed a broad endotherm over 80-

130 °C, attributed to dehydration followed by the vaporization of water. There were two 

additional thermal events at higher temperatures and these were discussed in our earlier 
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publication (373). The BHB/MLT/CD lyophile exhibited one broad endotherm from 80 

to 120 °C, which can be attributed to dehydration (of BHB hydrate) followed by the 

vaporization of water. The thermal events observed at temperatures higher than 120 °C 

were not investigated. The lyophile containing MLT/CD (Figure 4.9 A) exhibited no 

discernible thermal events.    
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Figure 4.8. X-ray diffraction (XRD) patterns of MLT/CD lyophile, BHB/MLT/CD 

lyophile and BHB ‘as is’. 

 

 

Figure 4.9. Differential scanning calorimetry (DSC) heating curves of MLT/CD 

lyophile, ‘as is’ BHB and BHB/MLT/CD lyophile.   
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Discussion 

Intravenous infusion of 4 M BHB/43 mM MLT/20% DMSO, the formulation 

currently in preclinical testing, significantly improves survival in both rat and pig 

hemorrhagic shock models without inducing ongoing adverse effects (231, 232, 293). 

Melatonin is unstable in aqueous solution with a half-life of 33 days at 20 °C (372). 

Therefore, the infusion is prepared immediately before use. Another potential limitation 

is that the preparation process requires multiple steps. Such a complex preparation 

procedure, coupled with the requirement for aseptic processing, can be challenging for 

first responders in the field.  

As a treatment for acute hemorrhagic shock, BHB/MLT is envisioned to be 

administered at the scene or during transport to specialized care. It was therefore 

desirable that the final formulation withstands storage under extreme conditions. 

Lyophilization is commonly used to prepare formulations of active ingredients which 

when formulated as aqueous solutions do not exhibit long term stability (e.g. melatonin). 

Furthermore, sterile (membrane) filtration of the prelyophilization solution, followed by 

freeze-drying under aseptic conditions, yields sterile formulations and obviates the need 

for terminal sterilization.  

The goal of the current study was to formulate, prepare and evaluate a solid 

BHB/MLT dosage form which is: a) safe and effective, b) freeze-dried to enhance 

stability and c) can be readily reconstituted without loss of sterility. We identified two 

aqueous solutions with adequate melatonin solubility: 2 M BHB/21.5 mM MLT in (i) 

10% PVP (BHB/MLT/PVP) and (ii) 5% HPβCD/2.5% PVP/2.5% PEG (BHB/MLT/CD, 

Table 1). The prelyophilization solutions were subjected to freeze-drying yielding solid 

lyophiles. The formulations were reconstituted, in less than 3 minutes, into an injection 

ready for administration.  

The excipients employed in the novel BHB/M formulations were selected based on 

their favorable clinical safety profiles. HPβCD is used for solubility enhancement in 

multiple parenteral formulations and is well tolerated in humans (383-386). PVP exhibits 

very low acute toxicity (387), and high molecular weight PVP (K30) was widely used as 

a plasma expander during the second world war, and has not been associated with acute 

adverse effects (388). However, infusion of large amounts (>70 g) of high molecular 
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weight PVP can lead to “PVP storage disease”, wherein it accumulates in organs of the 

reticuloendothelial system (387, 389). The average molecular weight of PVP K12 used in 

our study (3,500 g/mol) is well below the limit for retention (390). Polyethylene glycols 

are used as cosolvents in several intravenous dosage forms and are generally regarded to 

have low toxicity (391). Some cases of renal necrosis were reported in humans after 

intravenous PEG 400 infusion. These occurred only after repeated administration of high 

doses (>120 g PEG 400, (392)). 

Modification of the excipient composition can result in changes in efficacy and safety 

of medications. To be suitable for clinical use, non-DMSO formulations of BHB/MLT 

must at least retain the survival benefit observed with the original 4 M BHB/43 mM 

MLT/20% DMSO formulation. We evaluated the effects of BHB/MLT/DMSO, 

BHB/MLT/PVP and BHB/MLT/CD solutions on survival, intravascular hemolysis and 

various markers of organ injury in a rat hemorrhagic shock model. Survival was not 

significantly different between the four BHB/MLT-treated groups (Figure 4.4). 

Furthermore, in the BHB/MLT/CD group, survival was comparable to that in the sham 

group and significantly higher than in LR-treated controls. Efficacy was unaffected when 

the original formulation was administered as a 1:1 dilution, suggesting that the increased 

efficacy of BHB/MLT/CD was not due to increased infusion volume. Combined, our 

results suggest that a) the survival benefit of BHB/MLT-treatment after hemorrhagic 

shock is retained when DMSO is replaced with aqueous PVP solution, and b) 

BHB/MLT/CD exhibits increased efficacy when compared to the original formulation in 

this preclinical model of hemorrhagic shock. Hence, both novel BHB/MLT formulations 

constitute promising candidates for clinical use of the treatment.  

Peak drug serum concentrations did not differ significantly between BHB/MLT/CD 

and the other BHB/MLT groups (Figure 4.5). To evaluate the systemic toxicity of the 

different BHB/MLT formulations, we evaluated various markers of physiological 

function and organ injury (Table 4.2). There were no significant differences between the 

four BHB/MLT groups, suggesting a similar safety profile for all of the tested BHB/MLT 

formulations. However, our data indicates that elimination of DMSO in BHB/MLT 

solutions is associated with decreased induction of hemolysis both in vitro and in vivo 

(Figure 4.6). In intravascular hemolysis, injury of the cellular membrane leads to the 

release of hemoglobin from erythrocytes into the plasma, resulting in decreased oxygen 



 131 

transport and other adverse effects, which can include pain, vascular irritation, anemia, 

jaundice, acute renal failure and death (377, 393). These effects constitute a potential risk 

for the treatment of severe blood loss, which comes with an inherent decrease in oxygen 

transport and a risk for multiple organ failure (5). 

Increased hemolysis after BHB/MLT/DMSO treatment was not unexpected, since 

infusion of solutions containing 10% v/v DMSO caused hemolysis and hemoglobinuria, 

an effect that was more pronounced with higher DMSO concentrations (245, 247, 263, 

276, 308, 394-397). In contrast, complexation of low-solubility drugs with HPβCD or 

PVP of varying molecular weights significantly decreased hemolysis in vitro and in vivo 

(398-400). Furthermore, adding PEG 400 to solutions containing another cosolvent (e.g. 

DMSO) had a protective effect on red blood cells (401). In our study, differences in in 

vivo hemolysis were not associated with significant changes in concentrations of 

hemoglobin or markers of kidney function (Table 4.2). This suggests that the hemolysis 

induced in our experiment did not induce severe anemia or kidney injury. Indeed, 

DMSO-induced hemolysis and hemoglobinuria are commonly transient and not 

associated with changes in renal function (247, 263, 276, 394). 

The improved efficacy of BHB/MLT/CD when compared with BHB/MLT/PVP may 

be a consequence of increased ability to retain melatonin in solution upon dilution (or 

administration). PVP forms soluble complexes with aromatic compounds in aqueous 

solutions, stabilized by non-specific hydrophobic interactions (iceberg theory; (402)). On 

the other hand, melatonin forms unimolecular inclusion complexes with HPβCD, and the 

5-methoxy indole end of melatonin is included within the hydrophobic cavity of HPβCD 

(402). Addition of water-soluble polymers, such as PVP, improves the stability of the 

complex formed between cyclodextrin and guest molecules (403, 404). Furthermore, 

HPβCD was shown to be protective against ischemia/reperfusion injury in rats (405), an 

effect that may have been enhanced by PVP-induced improvements in circulation (406). 

Limitations and future directions 

Previous studies established that treatment with 4 M BHB/43 mM MLT/20% DMSO 

significantly improves survival in multiple preclinical models of hemorrhagic shock 

(231-233). To test the effects of BHB/MLT treatment on early shock-induced mortality, 

we utilized a lethal rat model in which untreated hemorrhage resulted in a mean survival 
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time < 72 minutes. This model did not include an injury or resuscitation component other 

than BHB/MLT treatment. Further studies are needed to assess whether the beneficial 

effects of BHB/MLT/PVP and BHB/MLT/CD demonstrated in this pilot study are 

retained in a more comprehensive shock model.   
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Conclusions 

In this study, we developed novel BHB/MLT formulations which improve survival in 

a rat hemorrhagic shock model. Our experiments indicate that BHB/MLT/PVP and 

BHB/MLT/CD constitute promising candidates for the clinical treatment of acute 

hemorrhagic shock. Optimized lyophilization protocols generated solid dispersions with 

reconstitution times of less than two (BHB/MLT/PVP) or 3 minutes (BHB/MLT/CD), 

respectively. Both novel solutions had significantly lower hemolysis-inducing potentials 

than 4 M BHB/MLT/DMSO, while other markers of toxicity did not differ significantly 

between treatment formulations. While efficacy of the original solution was retained 

when DMSO was replaced with PVP, BHB/MLT containing HPβCD, PVP and PEG may 

be superior to the established formulation containing 20% DMSO.   
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Chapter 5. D-β-Hydroxybutyrate and Melatonin Mechanism of Action  

 

Introduction 

The experiments presented in the previous chapters were concerned with the 

optimization of BHB/M administration, dose and treatment formulation. Despite the 

increasing characterization of BHB/M as a treatment for hemorrhagic shock one question 

remains: How does it work? The objective of the work presented in this chapter was to 

determine the mechanism of action behind the beneficial effects of BHB/M in an in vitro 

ischemia/reperfusion model. Elucidating the mechanism of action will both yield 

valuable insights on the BHB/M treatment and help identify targets for future treatment 

approaches for shock and polytrauma.  

Hemorrhagic shock is characterized by decreased tissue perfusion, cellular oxygen 

and energy supply, resulting in impaired mitochondrial respiration and ATP production 

(5, 8, 281). Paradoxically, when tissue perfusion is restored during resuscitation, rapid 

mitochondrial activation results in increased production of reactive oxygen species, 

oxidative stress, and consequently, cell and tissue damage (5, 8). As described in the 

introduction, both BHB and melatonin exert beneficial effects in hemorrhagic shock (153, 

154, 188, 189, 226, 227, 231-233, 407). 

We propose that BHB and melatonin improve outcomes after hemorrhagic shock by 

influencing cellular energy metabolism and oxidative stress (Figure 5.1). BHB, a ketone 

body and a physiological energy source, increases mitochondrial function and levels of 

ATP after ischemia/reperfusion (60, 133, 152, 408). The observation that pigs treated 

with BHB/M showed increased oxygen consumption during hemorrhagic shock suggests 

that this effect is exerted even in the context of decreased oxygen supply (232). Defects 

in the electron transport chain result in production of reactive oxygen species and 

mitochondrial damage (213). Consequently, BHB-mediated protection of mitochondrial 

function during suboptimal oxygen supply may diminish ischemia/reperfusion-induced 

oxidative stress. Indeed, BHB significantly decreased markers of oxidative stress after 

ischemia/reperfusion (285, 408).  

Depletion of cellular antioxidant defense elements during ischemia makes cells 

particularly vulnerable to oxidative stress (240, 409-412). Consequently, treatment with 
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melatonin, a radical scavenger, may attenuate reperfusion injury (201, 202). Indeed, 

countless studies have documented decreased markers of oxidative stress and injury after 

melatonin treatment in hemorrhagic shock and ischemia/reperfusion (222, 224, 226, 413-

415). In addition to acting as a radical scavenger itself, melatonin enhances the activity of 

endogenous antioxidants and antioxidant enzymes, including glutathione, superoxide 

dismutase, and glutathione peroxidase (196-199). Furthermore, some of the metabolites 

generated via the reaction of melatonin with reactive oxygen species exhibit antioxidant 

activity themselves, thereby potentiating its effect (203-206). By scavenging reactive 

oxygen species in mitochondria, melatonin protects respiration and mitochondrial 

function in the context of oxidative damage (215-217, 219, 286, 416). Melatonin 

treatment increased activities of complexes I and IV of the electron transport chain in the 

brain and the liver under basal conditions as well as after treatment with the 

mitochondrial toxin ruthenium red (216). Furthermore, melatonin treatment prevented 

shock-induced decrease in liver ATP levels in rats subjected to trauma and hemorrhage 

(226). 

Based on the described studies, we proposed the hypothesis that BHB/M increases 

survival of hemorrhagic shock and trauma by improving mitochondrial function during 

blood loss and resuscitation (Figure 5.1). We further proposed that increased 

mitochondrial respiration results in an improved energy balance and decreased oxidative 

stress, and ultimately decreased ischemia/reperfusion injury in hemorrhagic shock and 

resuscitation.  

To test our hypothesis, we established an in vitro ischemia/reperfusion model in 

H9c2 cardiomyoblasts. We hypothesized that treatment with BHB/M decreases oxidative 

stress and improves mitochondrial function in this in vitro ischemia/reperfusion model.  
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Figure 5.1. Proposed mechanism of action for BHB and M in the treatment of 

hemorrhagic shock and injury. Limited tissue oxygen supply during severe blood loss 

and rapid mitochondrial activation upon reperfusion result in oxidative stress, decreased 

mitochondrial function, and tissue injury. BHB improves mitochondrial respiration, 

thereby mitigating the induction of oxidative stress during reperfusion. Melatonin 

prevents oxidative stress-induced cell damage via its direct antioxidant effect and by 

enhancing endogenous antioxidant systems. Furthermore, melatonin improves 

mitochondrial function directly, thereby decreasing reperfusion-induced oxidative stress 

and enhancing the effect of BHB. Red circles depict markers evaluated in our in vitro 

ischemia/ reperfusion model.   
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Materials and methods 

Cell culture and oxygen glucose deprivation 

H9c2 cells were purchased from American Type Culture Collection (ATCC, 

Manassas, VA). Cells were cultured in T75 flasks with cell culture medium and 

maintained at 37ºC in 5% CO2/95% air and split before reaching confluency. All cell 

experiments were conducted on plates coated with 5 μg/cm
2
 rat tail collagen 1 to avoid 

cell loss during assays.  

Cell culture medium was Dulbecco’s modified eagle medium containing 1.5 g/l 

NaHCO3
-
, 5.5 mM glucose, 1 mM Na-pyruvate, 4 mM l-glutamine, 100 I.U./ml 

penicillin/streptomycin and supplemented with 10% fetal bovine serum (Gibco, Grand 

Island, NY). Oxygen glucose deprivation (OGD) medium was Dulbecco’s modified eagle 

medium containing 1.5 g/l NaHCO3
-
, 100 I.U./ml penicillin/streptomycin but no glucose, 

glutamine, pyruvate or fetal bovine serum. The day before OGD induction, OGD medium 

was deoxygenized in a modular incubator chamber (Billups-Rothenberg Inc, Del Mar, 

CA) which was flushed with 5% CO2/95% N2 in the morning (20 l/min, 8 min) and again 

in the evening (20 l/min, 3 min) to remove residual oxygen released from the medium.  

Cells were exposed to three hours of oxygen glucose deprivation followed by thirty 

minutes of reoxygenation (OGD/R). Cells were seeded 24 hours before the beginning of 

each experiment, and had reached confluency at the beginning of OGD/R induction. On 

the day of the experiment, cells were washed with OGD medium, then OGD medium and 

treatment solutions were added. Cells were kept in the modulator incubator chamber, 

which was flushed with 5% CO2/95% N2 immediately (20 l/min, 8 min) and again after 

one hour (20 l/min, 3 min) and placed in the incubator. After three hours of OGD, to 

initiate reoxygenation, OGD medium was carefully removed and replaced with cell 

culture medium containing the respective treatments. Normoxia cells were exposed to the 

same wash steps as the OGD group, but cell culture medium was used at all steps. 

Cell treatment 

Cells were treated with 5 mM BHB, 250 µM melatonin, 5mM BHB/250 µM 

melatonin or vehicle (0.025% DMSO), respectively, during OGD and reoxygenation. 

Melatonin was dissolved in DMSO to generate a 1 M stock solution. BHB was dissolved 

in OGD medium and NaOH was added to generate a 1 M stock solution at pH 7.4. 
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Treatments were prepared as 10x solutions in cell culture or OGD medium, respectively. 

Treatment solutions were added at the onset of OGD and then again reoxygenation to 

reach the desired treatment concentrations. 

Viability assay 

For cell viability assays, cells were grown on six well plates at 520,000 cells/well for 

24 hours before induction of OGD/R. OGD medium, reperfusion medium and dissociated 

cells were collected for each well. The cell suspension was centrifuged for 5 min at 100 g, 

the supernatant was discarded and cells were resuspended in 500 μl cell culture medium 

per sample. Viability was determined via trypan blue exclusion assay utilizing a 

Nexcelom Cellometer ™ Auto T4 (Nexcelom Bioscience, Lawrence, MA).  

ATP assay 

Cells were seeded on white opaque 96-well plates (17,500 cells/well) for 24 hours 

before the start of the experiment. After OGD and reoxygenation, the plate was removed 

from the incubator and placed in the cell culture hood for 30 minutes to cool to room 

temperature. 100 μl CellTiter-Glo® 2.0 assay solution (Promega, Corporation, Madison, 

WI) was added per well and the plate was protected from light and put on a shaker for 5 

minutes to induce cell lysis. The plate was equilibrated for 10 minutes and luminescence 

was measured in a BioTek Synergy 2 Reader (BioTek, Winooski, VT). 

Mitochondrial membrane potential assay 

Mitochondrial membrane potential (Δψm) was assessed via 5,5',6,6'-tetrachloro-

1,1',3,3'-tetraethylbenzimidazolylcarbocyanine iodide (JC-1) assay. JC-1 accumulation 

results in a shift of fluorescence emission from green to red, as monomers emit light at 

525 nm, while aggregates emit light at 590 nm. JC-1 accumulates potential-dependently 

in mitochondria. The ratio of red to green fluorescence is an indicator of mitochondrial 

polarization, with a decrease in red-to-green ratio indicating mitochondrial depolarization 

(210).  

JC-1 (Thermo Fisher Scientific, Rockford, IL) was dissolved in DSMO to generate a 

5mM stock solution, which was aliquoted and frozen at -20ºC until further use. JC-1 was 

added to cell culture medium with 30 μM verapamil (417) (Sigma-Aldrich, St Louis, MO) 

to generate a 5 μM JC-1 working solution. The working solution was protected from light, 

centrifuged for 2,000 g for 5 minutes and used immediately for the assay. Cells were 
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seeded on black 96-well plates with transparent bottoms (17,500 cells/well) for 24 hours 

before the beginning of the experiment. After OGD, JC-1 working solution and cell 

treatments were added. Cells were protected from light and incubated at 37 ºC in 5% 

CO2/ 95% air. After 30 minutes, plates were carefully washed twice with Hank’s 

balanced salt solution (HBSS), then 100 μl HBSS were added to each well. Fluorescence 

of JC-1 monomers (excitation 485±10 nm, emission 528±10 nm) and aggregates 

(excitation 530±12.5 nm, emission 590±17.5 nm) were quantified using a BioTek 

Synergy 2 Reader (BioTek, Winooski, VT). The uncoupler carbonyl cyanide m-

chlorophenyl hydrazine (CCCP, 50 μM) was used as a depolarization control.  

MitoSOX™ red assay 

Mitochondrial production of reactive oxygen species (ROS) was assessed with the 

MitoSOX™ Red assay. MitoSOX red is a lipophilic, cationic, fluorogenic dye that 

accumulates preferentially in polarized mitochondria (418). MitoSOX red is oxidized by 

superoxide anions into to a product that is highly fluorescent after binding to nucleic acid. 

MitoSOX ™ (Molecular Probes, Eugene, OR) was dissolved in DMSO to generate a 

5 mM stock solution, which was diluted in cell culture medium with 30 μM verapamil to 

generate a 3 μM working solution, which was used immediately for the assay. Cells were 

seeded on black 96-well plates with transparent bottoms (17,500 cells/well) for 24 hours 

before the beginning of the experiment. After OGD and reoxygenation, cell culture 

medium was carefully removed and MitoSOX working solution was added (100 μl/well). 

The plate was protected from light and incubated at 37 ºC in 5% CO2/95% air. After 20 

minutes, plates were carefully washed with HBSS, and HBSS 100 μl HBSS were added 

to each well. The plate was again incubated at 37 ºC in 5 % CO2/95 % air for twenty 

minutes. Fluorescence (excitation 485±10 nm, emission 360±20 nm) was quantified 

using a BioTek Synergy 2 Reader (BioTek, Winooski, VT). Antimycin A (AA, 2.5 μM), 

a known inducer of mitochondrial ROS, was added as a positive control. After 

fluorescence measurements, HBSS was carefully removed from each well and 0.5 % 

crystal violet solution was added (50 μl/well). Cells were protected from light and 

incubated for 20 minutes while shaking, washed four times in water, and crystal violet 

was dissolved with methanol (200 μl/well) for 40 minutes on a shaker. Absorbance was 

quantified at 570 nm using a BioTek Epoch plate reader (BioTek, Winooski, VT). 
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MitoSOX fluorescence/crystal violet absorbance was normalized to the average 

fluorescence/absorbance of the OGD/R plate for each experiment.  

Seahorse assay 

Cellular respiration (oxygen consumption rate, OCR) and proton efflux (extracellular 

acidification rate, ECAR) were measured using a Seahorse XF or Seahorse XFe analyzer 

(Agilent Technologies, Santa Clara, CA). Cells were seeded in 24-well XF or XFe cell 

culture plates (15,000 cells/well) 48 hours before the beginning of the experiment. After 

OGD and reoxygenation, plates were carefully washed with Seahorse assay medium 

(unbuffered DMEM supplemented with 10 mM glucose, 2 mM l-glutamine and 1 mM 

pyruvate, pH 7.4), then 500 μl assay medium was added to each well and the plate was 

incubated at 37ºC for one hour in a non-CO2 incubator.  

Cells were evaluated at baseline, and then in sequence after addition of oligomycin (1 

μM, ATP synthase inhibitor), carbonyl cyanide-4-(trifluoromethoxy)phenylhydrazone 

(FCCP, 2 μM, uncoupler) and rotenone/antimycin A (0.5 μM, complex I and III 

inhibitors, respectively) to evaluate key parameters of mitochondrial function. Each 

measuring step included mixing of medium (3 min), waiting (2 min) and measuring (3 

min). Key parameters of mitochondrial function were calculated using the second of three 

measurements for each condition. Basal respiration was calculated as (baseline OCR – 

rotenone/antimycin A OCR), proton leak was calculated as (oligomycin OCR – 

rotenone/antimycin A OCR), ATP turnover was calculated as (baseline OCR – 

oligomycin OCR), and maximum respiratory capacity was calculated as (FCCP OCR - 

rotenone/antimycin A OCR). Glycolytic reserve was calculated as (oligomycin ECAR – 

baseline ECAR). Optimal cell density and FCCP concentration for untreated cells were 

established in initial experiments (not shown). After the assay, cells were lysed with 0.1 

% SDS overnight and OCR and ECAR values were normalized to protein content. All 

inhibitors were purchased from Agilent (Agilent Technologies, Santa Clara, CA) and 

prepared immediately before the experiment.  

Western blot 

Levels of 4-hydroxynonenal (4-HNE)-modified proteins, cleaved Poly (ADP-ribose) 

polymerase 1 (PARP-1) and βActin were analyzed by Western Blot. Cells were plated on 

six-well plates for 24 hours (520,000 cells/well) before exposure to OGD/R. After 
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OGD/R, cells were dissociated with trypsin-EDTA and washed with HBSS (both Gibco, 

Grand Island, NY) and centrifuged at 500 g for 5 minutes. The supernatant was discarded 

and the cell pellet was resuspended in RIPA lysis buffer containing 1x cOmplete protease 

inhibitor cocktail™ (Roche Diagnostics GmbH, Mannheim, Germany). Cells were lysed 

on an end-over-end rotator for 1 hour at 4ºC and centrifuged for 10 minutes at 8,000 g. 

The supernatants were collected and stored at -80 ºC until use for western blotting. 

Samples were quantified with the Pierce™ BCA protein Assay Kit (Thermo Fisher 

Scientific, Rockford, IL) following the manufacturer’s instructions.  

Cell lysates were subjected to sodium dodecyl sulfate-PAGE on a 12% gel. The 

maximum available amount of protein was loaded for each gel, with equal amount of 

protein in each lane (10-37 μg/lane). Proteins were transferred to a 0.2 μm polyvinylidene 

fluoride membrane at 20 V for 7 minutes using the iBlot™ 2 Gel Transfer Device 

(Thermo Fisher Scientific, Rockford, IL). Membranes were blocked in 5% skim milk in 

tris-buffered saline with 0.05 % Tween 20 for 1-3 hours and incubated with primary 

antibodies at 4 ºC overnight. Primary antibodies were purchased from abcam (anti-4-

HNE rabbit polyclonal, 1:250) or Cell Signaling Technologies (anti-βActin mouse 

monoclonal, 1:1000; anti-PARP-1 rabbit monoclonal, 1:500). Membranes were washed 

and incubated with horseradish peroxidase-conjugated secondary IgG (1:20,000; Thermo 

Fisher Scientific, Rockford, IL) for 1 h. Proteins were detected using SuperSignal™ West 

Pico PLUS Chemoluminescent Substrate (Thermo Fisher Scientific, Rockford, IL) using 

a LI-COR Odyssey® Fc imager (LI-COR Biotechnology, Lincoln, NE). Densitometric 

analysis of protein bands was performed with Image Studio ™ Software version 5.2 (LI-

COR Biotechnology, Lincoln, NE). Protein bands were normalized to βActin expression 

and the average density of the untreated normoxia or OGD/R group, respectively.  

Statistical analysis 

Statistical analysis was carried out using SPSS version 23 for Macintosh (SPSS, 

Chicago, IL). At least three treatment replicates were tested in each experiment. These 

replicates were averaged, and averages from experiments were pooled for analysis. 

Differences between groups were detected by one-way analysis of variance. Levene’s test 

was used to assess homogeneity of variances. When variances were equal, Dunnett 

multiple comparisons, using the normoxia or OGD/R group as control, were used. When 

variances were unequal, Games-Howell multiple comparisons were used. Data are 
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presented as means ± standard deviations. A p-value <0.05 was considered statistically 

significant.   
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Results 

OGD/R and dosing optimization 

We utilized oxygen glucose deprivation followed by reoxygenation (OGD/R) as an in 

vitro ischemia/reperfusion model (419-421). Initial experiments showed that three hours 

of OGD followed by thirty minutes of reoxygenation induced maximum decreases in 

cellular ATP levels without significant detachment of H9c2 cells during the assays (not 

shown). We then conducted dose-response experiments to evaluate the effects of 

increasing concentrations of BHB and melatonin on cellular ATP levels after OGD/R. 

Our experiments showed dose-dependent decreases in cellular ATP levels after treatment 

with BHB and melatonin, suggesting that > 10 mM BHB concentrations and > 1 mM 

melatonin concentrations impaired cellular health (Figure 5.2).  

In our in vivo hemorrhagic shock studies, treatment with 4 M BHB/43 mM M 

resulted in peak serum concentrations of approximately 5-10 mM BHB and 30-70 μM 

melatonin, respectively (231-233, 293, 371). Treatment with 1 - 10 mM BHB improved 

survival, decreased apoptosis, increased ATP levels and inhibited ROS production in 

models of hypoxia, glucose deprivation, and glutamate or mitochondrial toxicity in vitro 

(150, 282, 422-425). Various studies have evaluated the effects of melatonin in H9c2 

cells, and concentrations of 10 μM – 1 mM significantly increased viability and 

decreased apoptosis and oxidative stress after ischemia/reperfusion (426-430). In an in 

vitro trauma model in H9c2 cells, pretreatment with 100 μM melatonin significantly 

increased viability, decreased apoptosis and attenuated mitochondrial fission (431).  

Based on these data, we conducted initial experiments to evaluate the effects of 

selected combinations of BHB and melatonin on mitochondrial ROS production (Figure 

5.2). Although differences were not significant at this initial stage, our comparison 

indicated that 5 mM BHB/250 μM M effectively inhibited mitochondrial ROS production. 

Hence, this combination was used in all subsequent experiments.  

Effect of BHB and melatonin on cell viability and apoptosis after OGD/R 

Cell viability and the number of cells per well did not differ significantly after 

normoxia or OGD/R with or without treatment with 5 mM BHB, 250μM melatonin, 5 

mM BHB/250 μM melatonin or vehicle (Figure 5.3 A, B; not shown). Induction of 

apoptosis was evaluated by quantification of cleaved PARP-1. Protein levels of cleaved 
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PARP-1 did not differ significantly between normoxic and OGD/R H9c2 cells, and 

treatment with BHB/M or vehicle had no significant effect on apoptosis (Figure 5.3 C-E).  

 

 

 

Figure 5.2. Cellular ATP levels and mitochondrial ROS production after OGD/R 

and treatment with BHB and melatonin. (A) ATP levels in H9c2 cells were measured 

with the CellTiter-Glo® 2.0 assay after exposure to 3.5 hours of normoxia or 3 hours of 

OGD followed by thirty minutes of reperfusion. (B) Mitochondrial ROS production in 

H9c2 cells was measured via MitoSOX™ Red assay after 3.5 hours of normoxia or 3 

hours of OGD followed by thirty minutes of reperfusion (n = 3). Cells were treated 

during OGD and reperfusion with different concentrations of BHB, M or BHB/M, 

respectively. * p<0.05 vs OGD/R. RLU – relative luminescence unit 
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Figure 5.3. (A, B) Cell viability and (C-E), apoptosis after OGD/R and treatment 

with 5 mM BHB/250 μM M. (A, B) H9c2 cell viability was measured via trypan blue 

assay after exposure to 3.5 hours of normoxia or 3 hours of OGD followed by thirty 

minutes of reperfusion (n = 3). (C) Cleaved PARP-1, a marker of apoptosis, was detected 

via Western blot after exposure to 3.5 hours of normoxia or 3 hours of OGD followed by 

thirty minutes of reperfusion and (D, E) quantified via densitometry analysis (n = 4). 

Cells were treated during OGD and reperfusion with 0.025% DMSO (vehicle), 5 mM 

BHB, 250 μM M or 5 mM BHB/250 μM M, respectively.  
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Cellular ATP levels after OGD/R and treatment with BHB and melatonin 

To test the effects of BHB and melatonin on cellular bioenergetics, we evaluated 

cellular ATP levels in H9c2 cells with the bioluminescent CellTiter-Glo® 2.0 assay. 

OGD/R significantly decreased ATP levels in H9c2 cells to a level similar to that after 

treatment with antimycin A, an inhibitor of complex III of the electron transport chain 

(Figure 5.4). Treatment with 5 mM BHB, 250 μM melatonin, or 5 mM BHB/250 μM 

melatonin during OGD/R had no effect on cellular ATP levels.  

 

 

 

Figure 5.4. Cellular ATP levels after OGD/R and treatment with 5 mM BHB/250 

μM M. (A, B) ATP levels in H9c2 cells were measured with the CellTiter-Glo® 2.0 

assay after exposure to 3.5 hours of normoxia or 3 hours of OGD followed by thirty 

minutes of reperfusion (n = 3-4). Cells were treated during OGD and reperfusion with 

0.025% DMSO (vehicle), 5 mM BHB, 250 μM M or 5 mM BHB/250 μM M, 

respectively, 2.5 μm AA (positive control) was added during reoxygenation. * p<0.05 vs 

(A) normoxia or (B) OGD/R. RLU – relative luminescence unit 
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Mitochondrial ROS production and lipid peroxidation after OGD/R and treatment with 

BHB and melatonin 

To test the effects of BHB and melatonin on oxidative stress induction, we evaluated 

mitochondrial ROS production with the MitoSOX™ Red assay. As intended, treatment 

with antimycin A, an inducer of mitochondrial ROS, significantly increased MitoSOX 

Red fluorescence in both normoxic and OGD/R cells (Figure 5.5 A, B). Mitochondria-

derived ROS-levels were significantly increased after OGD/R when compared to 

normoxic cells. However, treatment with BHB and melatonin did not significantly alter 

mitochondrial ROS production. Overproduction of mitochondrial ROS causes oxidation 

of polyunsaturated fatty acids in cellular membranes (lipid peroxidation). The 

mitochondrial membrane contains high levels of cardiolipin and other unsaturated fatty 

acids, making it especially susceptible to lipid peroxidation (432). Lipid peroxidation 

results in the disruption of mitochondrial functions, including the electron transport chain 

(433). To evaluate the effects of OGD/R and BHB and melatonin treatment on lipid 

peroxidation, we quantified 4-hydroxynonenal (4-HNE) protein adducts via Western 

blotting. There were no significant changes in 4-HNE protein adducts after OGD/R with 

or without treatment with BHB/M or vehicle (Figure 5.5 C-D).  

Mitochondrial membrane potential after OGD/R and treatment with BHB and melatonin 

Mitochondrial membrane potential was evaluated with the fluorescent dye JC-1. JC-1 

accumulates potential-dependently in mitochondria, resulting in a fluorescence shift from 

green to red. A decrease in red-to-green ratio thus indicates a decrease in mitochondrial 

membrane potential (210). As expected, treatment with the mitochondrial uncoupler 

CCCP significantly decreased mitochondrial membrane potential in both normoxic and 

OGD/R cells (Figure 5.6). OGD/R did not result in changes in mitochondrial membrane 

potential when compared to normoxic cells. However, treatment with a combination of 5 

mM BHB/250 μM melatonin during OGD/R significantly decreased mitochondrial 

membrane potential when compared to untreated cells.  
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Figure 5.5. (A, B) Mitochondrial ROS production and (B-E) lipid peroxidation after 

OGD/R and treatment with 5 mM BHB/250 μM M. (A, B) Mitochondrial ROS 

production was measured with the MitoSOX™ Red assay after exposure to 3.5 hours of 

normoxia or 3 hours of OGD followed by thirty minutes of reperfusion (n =5-8). (C) 4-

HNE protein adducts were detected via Western blot after exposure to 3.5 hours of 

normoxia or 3 hours of OGD followed by thirty minutes of reperfusion and (D, E) 

quantified via densitometry analysis (n = 5). Cells were treated during OGD and 

reperfusion with 0.025% DMSO (vehicle), 5 mM BHB, 250 μM M or 5 mM BHB/250 

μM M, respectively, 2.5 μM AA (positive control) was added after the HBSS wash step. 

* p<0.05 vs (A) normoxia or (B) OGD/R.   
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Figure 5.6. (A, B) Mitochondrial membrane potential after OGD/R and treatment 

with 5 mM BHB/250 μM M. A, B) mitochondrial membrane potential was quantified 

using the JC-1 assay after exposure to 3.5 hours of normoxia or 3 hours of OGD followed 

by thirty minutes of reperfusion (n = 4-5). A decrease in red/green ration indicates a 

depolarization of mitochondrial membrane potential. Cells were treated during OGD and 

reperfusion with 0.025% DMSO (vehicle), 5 mM BHB, 250 μM M or 5 mM BHB/250 

μM M, respectively, 50 μm CCCP (positive control) was added during reoxygenation. * 

p<0.05 vs (A) normoxia or (B) OGD/R.  
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Mitochondrial respiration after OGD/R and treatment with BHB and melatonin 

Mitochondrial respiration and glycolysis were analyzed with the Seahorse 

extracellular flux analyzer. Oxygen consumption of H9c2 cells was measured in the basal 

state and then in sequence after addition of oligomycin (to inhibit ATP synthase), FCCP 

(to depolarize the inner mitochondrial membrane potential and induce maximal 

respiration) and antimycin A/rotenone (to inhibit oxygen utilization by the electron 

transport chain) and key respiratory markers were calculated. OGD/R or treatment with 

BHB and melatonin during OGD/R did not significantly change basal and maximal 

respiration, proton leak or ATP turnover (Figure 5.7, Figure 5.8). The extracellular 

acidification rate (ECAR) is predominantly driven by cellular excretion of lactic acid, and 

is therefore a marker of glycolysis (434). Although the differences were not significant, 

OGD/R cells appeared to exhibit increased glycolysis when compared to normoxia cells. 

Furthermore, neither the basal ECAR nor the glycolytic reserve differed significantly 

between BHB/M-treated and control OGD/R cells.  
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Figure 5.7. Mitochondrial respiration after OGD/R and treatment with 5 mM BHB/250 μM M. (A, B) Oxygen consumption over time was 

determined in a Seahorse XFe extracellular flux analyzer after exposure to 3.5 hours of normoxia or 3 hours of OGD followed by thirty minutes of 

reperfusion (n = 5-8). Oxygen consumption values were used to calculate (C, D) basal respiration, (E, F) maximal respiration, (G, H) ATP 

production and (I, J) proton leak as described in the methods section. Cells were treated during OGD and reperfusion with 0.025% DMSO 

(vehicle), 5 mM BHB, 250 μM M or 5 mM BHB/250 μM M, respectively.    
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Figure 5.8. Glycolysis after OGD/R and treatment with 5 mM BHB/250 μM M. (A, B) glycolysis over time was determined via extracellular 

acidification rate (ECAR) in a Seahorse XFe extracellular flux analyzer after exposure to 3.5 hours of normoxia or 3 hours of OGD followed by 

thirty minutes of reperfusion (n = 6-8). ECAR values were used to calculate (C, D) basal glycolysis and (E, F) glycolytic reserve as described in 

the methods section. Cells were treated during OGD and reperfusion with 0.025% DMSO (vehicle), 5 mM BHB, 250 μM M or 5 mM BHB/250 

μM M, respectively.   
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Discussion 

Here, we evaluated the effects of BHB and melatonin treatment in H9c2 cells 

exposed to three hours of OGD followed by thirty minutes of reoxygenation. We 

hypothesized that treatment with BHB/M would decrease oxidative stress and improve 

mitochondrial function in this in vitro ischemia/reperfusion model. We used H9c2 

immortalized cardiomyoblasts, as these cells exhibit high ATP levels, mitochondrial mass 

and respiratory activity, and are commonly used in ischemia/reperfusion models (435-

439). The heart is one of the organs with the most active ketone body metabolism, 

underlining the importance of these energy substrates for cardiac cells (133, 440). 

Ischemia is characterized by decreased oxygen supply, increased CO2 concentrations, 

limited nutrient availability and impairment of waste removal with increased acidity (421, 

441, 442). To model ischemia/reperfusion, we exposed H9c2 cells to three hours of 

oxygen glucose deprivation, followed by thirty minutes of reoxygenation. To our surprise, 

treatment with 5 mM BHB/250 μM M during OGD/R decreased mitochondrial 

membrane potential, but had no significant effects on cellular ATP levels, mitochondrial 

respiration or ROS production when compared to untreated controls.  

Mitochondrial membrane potential (Δψm) is an indicator of cellular health, and it 

plays a significant role in mitochondrial Ca
2+

 homeostasis, ROS production (210, 443, 

444) and apoptosis (445). Electron transfer through the electron transport chain fuels the 

extrusion of protons from the mitochondrial matrix into the cytosol, creating an 

electrochemical gradient. The energy stored in this gradient, the proton motive force, the 

driving force for ATP production through complex V (ATPase) during oxidative 

phosphorylation. Δψm makes up the majority of the proton motive force, the proton 

gradient is the second contributor (209, 210).  

Dependent on the magnitude, decreases in Δψm can be beneficial or detrimental (446, 

447). Ischemia/reperfusion and other insults can lead to opening of the mitochondrial 

permeability transition pore (mPTP) (448). While transient mPTP opening has been 

detected without detrimental effects (449), irreversible mPTP opening is associated with 

collapse of the Δψm, impaired mitochondrial respiration, ATP production, cell swelling, 

apoptosis and cell death (450, 451). In contrast to Δψm collapse, slight decreases in Δψm 

and proton motive force can have beneficial effects. Proton leak, also called uncoupling, 

is the loss of protons from the mitochondrial matrix independent of ATPase (446). Proton 
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leak is mediated by uncoupling proteins (UCPs) and Adenine nucleotide translocase 

(ANT) (452). In a negative feedback loop, mitochondrial ROS and 4-HNE can activate 

UCP- and ANT-mediated uncoupling, which then decreases ROS production and 

mitochondrial damage (453-456).  

Studies consistently report lowered Δψm after hemorrhagic shock and 

ischemia/reperfusion. However, the nature and consequences of these decreases vary. On 

the one hand, hemorrhagic shock and I/R injury are associated with mPTP opening, 

resulting in impaired mitochondrial respiration and lowered ATP production along with 

increased apoptosis and mild mitochondrial ROS production (86, 125, 457-460). On the 

other hand, studies have shown that elevated proton leak is protective against 

ischemia/reperfusion injury and hemorrhagic shock (461-463). The described variations 

in Δψm likely result from model-dependent differences in ischemia/reperfusion severity. 

In our study, although a decrease in Δψm without significant changes in ATP levels or 

mitochondrial respiration suggests that BHB/M treatment induced proton leak rather than 

irreversible mPTP opening, there was an nonsignificant trend towards decreased proton 

leak in BHB/M treated cells (Figure 5.7). 

The decrease in Δψm in our study is likely the result of the combined effects of BHB, 

melatonin and DMSO, all of which were previously shown to affect mitochondrial 

membrane potential (Figure 5.6). In rats, low-dose DMSO treatment reversibly 

uncoupled respiration in liver mitochondria (464). While DMSO itself did not induce 

proton leak in vitro, the DMSO metabolite dimethyl sulfide exerted an uncoupling effect 

(464). Melatonin increased UCP gene and protein expression in vitro and in vivo (465, 

466). Melatonin-induced proton leak was associated with increased activity of complex I, 

III and IV of the electron transport chain, increased ATP levels and reduced ROS 

production in mouse liver mitochondria (217). BHB preserved Δψm after exposure to 

hypoxia or the mitochondrial toxin rotenone in cultured cells (150, 467), and it increased 

the threshold for calcium-induced mPTP opening in isolated neocortical mitochondria 

(468). BHB treatment did not induce uncoupling in mouse dopaminergic neurons (282), 

however, ketogenic and ketone ester diets, which increase systemic levels of BHB, 

increase UCP and decrease mitochondrial ROS production (469-471). Hence, BHB is 

protective against mitochondrial injury and increased BHB levels may induce proton leak.  
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Decreases in Δψm after treatment with BHB/M were not associated with changes in 

mitochondrial ROS production, cellular ATP level or mitochondrial respiration (Figure 

5.4, Figure 5.5, Figure 5.7). This contrasts previous studies in which treatment with 10 

μM – 1000 μM melatonin significantly improved viability, preserved cellular ATP levels 

and attenuated apoptosis and oxidative stress in H9c2 ischemia/reperfusion models (426-

431). Treatment with BHB and fasting-induced ketosis increased ATP levels and 

decreased oxidative stress, organ injury, apoptosis and cell death after 

ischemia/reperfusion in vivo (60, 152, 285, 472, 473). 3 mM BHB decreased cellular 

apoptosis but did not affect ATP levels in primary neurons exposed to 4 hours of OGD 

(472). However, treatment with 1 - 10 mM BHB improved survival, decreased apoptosis, 

increased ATP levels and inhibited ROS production in models of hypoxia, glucose 

deprivation, and glutamate and mitochondrial toxicity in vitro (150, 282, 422-425). The 

lack of significant treatment effects in our study may be explained by variations in 

ischemia/reperfusion and treatment regimens utilized. For example, many of the 

described studies administered melatonin as a pretreatment for multiple hours before 

ischemia induction, while we administered BHB/M acutely during OGD/R (427-431). 

Furthermore, while OGD/R significantly decreased cellular ATP levels and increased 

mitochondrial ROS production in our model, cellular viability, Δψm and mitochondrial 

respiration were unchanged. This indicates that OGD/R did not induce mPTP opening or 

irreversible mitochondrial damage. Indeed, in our initial optimization experiments, ATP 

levels in cells exposed to 3-hour OGD recovered after 60 minutes of reperfusion, 

indicating that ATP decreases were reversible (not shown). With only transient 

mitochondrial impairment, acute effects of OGD/R and treatment with BHB and 

melatonin may have been missed in our assays. One might speculate that BHB/M 

treatment may have exerted more significant effects if increased doses or prolonged 

treatment had been administered in a more severe OGD/R model. However, this remains 

to be tested.  

We initially hypothesized that treatment with BHB/M would decrease oxidative 

stress and improve mitochondrial function in our in vitro ischemia/reperfusion model. 

However, our experiments indicate that it is unlikely that the beneficial effects of BHB/M 

in hemorrhagic shock are mediated through the improvement of mitochondrial function. 

If mitochondria are not the main target of BHB/M, how does this treatment improve 

survival after hemorrhagic shock and injury?  
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BHB/M attenuates shock-induced microvascular endothelial glycocalyx degradation, 

which is increasingly recognized as a valuable target for hemorrhagic shock resuscitation 

(103). Furthermore, BHB and melatonin exert immune-modulatory and receptor-

mediated effects. Resuscitation with Ringer’s solution in which lactate was replaced with 

an equimolar amount of BHB significantly decreased systemic and local TNFα levels in 

rat and porcine hemorrhagic shock models (154, 352), and melatonin treatment decreased 

post-shock levels of inflammatory mediators in rodents (188-192, 226). 

BHB-receptor binding has been associated with reduces in energy expenditure via 

GPR41 antagonism (234) and neuroprotective effects in stroke via hydroxylcarboxylic 

acid receptor 2 (235), respectively. However, receptor-mediated BHB effects in 

hemorrhagic shock remain to be determined. Two G-protein-coupled melatonin 

membrane receptors have been identified in mammals, MT1 and MT2 (174, 175), which 

are expressed throughout the body in virtually every organ (176). Melatonin also binds to 

the orphan nuclear hormone receptor family RZR/ROR, which may relay some of its 

immune-modulatory effects (177). While MT1 and MT2 have been implicated in 

melatonin antioxidant functions during hemorrhagic shock, the effects of RZR/ROR 

binding have not yet been tested (207).  

Lastly, hemorrhagic shock induces an imbalance in the activity of histone acetylases 

(HATs) and histone deacetylases (HDACs), resulting in distinct changes in gene 

expression patterns (236, 237). HDAC inhibition increased survival in rat and swine 

models of hemorrhagic shock (238). Recent studies have shown that BHB inhibits class 1 

HDAC in vitro and in vivo (239), suggesting that it may exert its beneficial effects 

through the upregulation of pro-survival pathways. Interestingly, BHB-induced changes 

in gene expression and metabolic state are closely linked. On the one hand, BHB 

metabolism provides NADH and FADH2, reducing equivalents for the electron transport 

chain. On the other hand, changes in NADH and Acetyl-CoA, an intermediate of BHB 

metabolism, affect histone acetylation (239). 

The goal of the work presented in this chapter was to unravel the mechanism behind 

the beneficial effects of BHB/M treatment in hemorrhagic shock and injury. To our 

surprise, treatment with BHB and melatonin did not significantly improve markers of 

mitochondrial function in our in vitro ischemia/reperfusion model. Further studies will 

have to be conducted to unravel the actions of BHB/M in hemorrhagic shock. BHB/M 



 157 

may exert mitochondrial effects in modified ischemia/reperfusion protocols, or its effects 

may be a result of glycocalyx protection, receptor binding, immune-modulation, HDAC 

inhibition alone or in combination.   
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Chapter 6. Conclusions, Discussion and Future Directions 

The research presented in this dissertation is concerned with the characterization and 

optimization of BHB/M, a treatment for hemorrhagic shock. The preceding chapters 

describe experiments to evaluate the safety, optimize the dosing, administration and 

formulation, and to unravel the mechanism of action behind this promising treatment.  

 

BHB/M treatment optimization 

Chapters 2-4 are concerned with the optimization of the BHB/M treatment solution 

and regimen. In our first set of experiments, we evaluated the safety of intravenous and 

intraosseous 4 M BHB/43 mM M in a porcine model of hemorrhagic shock and 

polytrauma (Chapter 2). While neither route of administration induced significant 

changes in organ function or histology, intraosseous infusion of 4 M BHB/43 mM M was 

associated with mortality exceeding that in the control group. This was likely due to 

decreased drug serum concentrations, which were observed after intraosseous infusion of 

4 M BHB/43 mM Me in both injured and healthy animals.  

Our next objective was to define the maximum tolerated dose of 4 M BHB/43 mM M 

in porcine hemorrhagic shock with polytrauma (Chapter 3a). In this study, all pigs treated 

with 4x 4 M BHB/43 mM M died within 17 hours after shock, and mortality was higher 

in pigs receiving 2x 4 M BHB/43 mM M than in those treated with 1x 4 M BHB/43 mM 

M. Death was likely a result of the interplay of hemorrhagic shock, injury, and BHB/M-

induced hypernatremia and increased intraabdominal pressure due to fluid translocation 

into the interstitial space. Adverse effects were reversible in some of the 2x 4 M BHB/43 

mM M treated pigs, but not when 4x 4 M BHB/43 mM M was given. We concluded that 

in our porcine model of hemorrhagic shock, injury and resuscitation, 2x 4 M BHB/43 

mM M is the maximum tolerated dose. 

In rats, lowering the BHB concentration in combination with 43 mM M resulted in 

increased mortality, while survival times were retained when melatonin levels were 

lowered (233). The goal of our third set of experiments (Chapter 3b) was to test the 

efficacy of decreased melatonin concentrations in combination with 4 M BHB in porcine 

hemorrhagic shock with polytrauma. To our surprise, mortality in pigs receiving BHB/M 
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containing below-standard melatonin concentrations exceeded that in the control group. 

Our data suggests that the increase death rate was a result of increased post-shock lung 

and organ injury. 

BHB/M has a narrow therapeutic window 

In our current model, decreased drug serum concentrations after intraosseous infusion, 

or treatment with 4 M BHB in combination with decreased melatonin concentrations 

were associated not just with decreased efficacy but with mortality that exceeded that in 

the control group. Increasing the administered volume of 4 M BHB/43 mM M was also 

associated with increased mortality. These studies underline the importance of reaching 

adequate systemic BHB and melatonin levels and indicate that, at least in the current 

formulation, BHB/M has a low narrow therapeutic window. What causes this? 

As described in chapter 3a, hypernatremia and fluid loss into the extravascular space 

are the likely culprits behind adverse effects of increased BHB/M volumes. While the 

studies described in chapters 2 and 3b detected differing severities of organ injury, 

commonalities between outcomes provide clues on a common mechanism behind 

increased mortalities in these experiments.  

Decreased drug serum concentrations are associated with increased mortality 

Decreased drug serum levels associated with increased mortality in two sets of 

experiments (Chapters 2 and 3b) suggest dose-dependent treatment effects. Indeed, 

melatonin effects in hemorrhagic shock can be dose-dependent, and systemic or local 

melatonin concentrations may need to overcome a threshold level to exert beneficial 

effects. Infusion of 50 mg/kg, but not of 10 mg/kg melatonin prior to resuscitation 

resulted in lowered resuscitation fluid requirements and decreased serum levels of the 

inflammatory marker IL-6 in mouse hemorrhagic shock (474). Furthermore, ketone 

bodies, while generally regarded as anti-inflammatory, may increase inflammation at 

high doses (188, 359-361). With systemic melatonin levels insufficient to counteract the 

effects of shock and injury, BHB may have exacerbated trauma-induced inflammation. 
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All groups experienced hypernatremia 

Another commonality between studies is hypernatremia, which was observed in all 

BHB/M treated pigs at varying severities. The adverse effects of hypernatremia have 

been described in chapter 3a. Severe hypernatremia can lead to cell shrinking and 

subsequent rupture of meningeal vessels, resulting in subarachnoid hemorrhage (302, 

309-312). Retrospective review of the necropsy reports produced for pigs treated with LR 

or 1x 4 M BHB/43 mM M showed that cerebral or spinal cord hemorrhage was reported 

in 6 of 14 BHB/M IV, 4 of 12 BHB/M IO, but only 1 of 16 LR animals. This data was 

not systematically acquired for all animals, and was therefore not further analyzed or 

included in the original publication. While is it impossible to say what caused the 

hemorrhage, we cannot rule out that this was a consequence of hypernatremia. However, 

it should be noted that hypernatremia was transient, and that uninjured pigs receiving up 

to 2x 4 M BHB/43 mM M remained in good health despite mild-to-moderate 

hypernatremia (Chapter 2). This indicates that mild-to moderate hypernatremia alone was 

not lethal in pigs, but likely exacerbated trauma-associated adverse effects. Alternatively, 

hemorrhage may be associated with a shock-induced coagulopathy (5, 7). In our studies, 

surviving pigs did not exert differences in Glasgow coma scores after extubation. 

However, we did not assess subtler differences in cognitive functions, and 

hypernatremia-induced brain damage could have been missed. It is possible that 

hypernatremia-induced adverse effects exacerbated outcomes when drug serum 

concentrations were below effective levels. Consequently, treatment toxicity may be 

decreased by limiting the amount of sodium in the formulation by utilization of ketone 

esters or alternative BHB salts. 

Dose-dependent effects in rat and porcine models 

Treatment efficacy of low-dose melatonin BHB/M solutions differed between 

previously published experiments in rats and our porcine model. In rats, decreasing 

melatonin in combination with 4 M BHB could be lowered by factor 10
6
 without loss of 

efficacy (233). This discrepancy may be explained by variations in shock models and or 

physiological differences between species.  

First, experiments in rats were conducted in a model of hemorrhagic shock only (231, 

233). However, hemorrhagic shock is not an isolated event – most times, severe blood 
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loss is a consequence of traumatic injury. To mimic the effects of trauma in addition to 

hemorrhagic shock, we utilized a porcine model in which severe blood loss was 

combined with pulmonary contusion and liver crush injury (Figure 2.1). As described in 

the introduction, the mechanic insult of trauma exacerbates the inflammatory response to 

shock (20-22). Second, rats and pig exhibit differences in immune function and 

inflammation. Differences include differences in sensitivity to lipopolysaccharide, toll-

like receptor expression, and the mononuclear phagocyte system (475, 476). To avoid the 

variable effects of autotransfusion in pigs, we opted to perform a splenectomy prior to 

hemorrhage a common procedure in porcine hemorrhagic shock models (e.g. (477-479)). 

However, splenectomy can impact coagulopathy and inflammation after trauma (480), 

and may have contributed to observed the differences in outcomes. As we did not 

evaluate markers of immune response and inflammation, it remains to be tested whether 

polytrauma, splenectomy or species-induced differences in immune response were a 

deciding factor. 

Melatonin is anti-inflammatory in hemorrhagic shock, and exacerbated inflammation 

after shock and injury may require increased melatonin doses (188). Hence, melatonin 

levels that increase survival in rat hemorrhagic shock may not have been adequate in our 

porcine model.  

Lastly, rats and pigs exhibit differences in ketone metabolism. For example, the pig 

brain has comparably low levels of acetoacetyl-CoA transferase, and pigs exhibit low 

rates of ketogenesis and fatty acid oxidation when compared to rats (481-483).  

BHB/M solutions void of DMSO are effective in hemorrhagic shock 

An important step in the preclinical development of BHB/M is the optimization of 

the treatment formulation. We generated and evaluated two novel BHB/M formulations, 

BHB/M/PVP and BHB/M/CD, which were freeze-dried to overcome melatonin solution 

state instability (Chapter 4). BHB/M lyophiles were readily reconstitutable, and the novel 

formulations had significantly lower hemolysis-inducing potentials than 4 M 

BHB/MLT/DMSO. In rat hemorrhagic shock, treatment efficacy was retained with the 

BHB/MLT/PVP formulation, and BHB/MLT/CD may be superior to the original 

formulation containing 20% DMSO. However, whether treatment efficacy is retained in a 

more comprehensive model (shock/injury/resuscitation) has not yet been determined.  
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BHB/M mechanism of action 

The objective of our last set of experiments was to unravel the mechanism of action 

behind BHB/M in an in vitro ischemia/reperfusion model (chapter 5). We hypothesized 

that BHB/M increases survival of hemorrhagic shock and trauma by improving 

mitochondrial function during blood loss and resuscitation (Figure 5.1). However, 

treatment with BHB/M did not induce significant differences in ATP levels, 

mitochondrial ROS production or respiration in H9c2 cells exposed to 3 hours of oxygen 

glucose deprivation and thirty minutes of reoxygenation. What explains these findings? 

BHB/M effects are not mediated through mitochondria or oxidative stress 

BHB and melatonin exert various effects that are independent of mitochondria. BHB 

and melatonin are anti-inflammatory (154, 188-190, 351, 352), and both compounds 

exert receptor mediated effects (174, 175, 177, 207, 234, 235). BHB inhibits class 1 

HDAC, suggesting that it may exert its beneficial effects through the upregulation of pro-

survival pathways (239). Lastly, BHB/M attenuates shock-induced microvascular 

endothelial glycocalyx degradation, which is increasingly recognized as a valuable target 

for hemorrhagic shock resuscitation (103). BHB/M may be beneficial not through 

modification of mitochondria and oxidative stress, but through one or more of the above 

mentioned effects.  

The utilized model was not suitable to detect BHB/M induced effects in shock 

As discussed in chapter 5, drug dose, treatment length or ischemia severity may have 

been unsuited to detect significant treatment effects, and modification of these parameters 

may lead to more pronounced results.  

Another potential explanation is that the cell line used in our experiments (H9c2 cells) 

was not optimal to detect the effects of BHB/M in ischemia/reperfusion injury. H9c2 

cells are commonly used in ischemia/reperfusion models, and various studies have 

detected a role of mitochondrial dysfunction in ischemia/reperfusion injury in this cell 

line (419, 420, 435, 437-439). The heart has one of the highest metabolic rates in the 

body (484), and both cardiomyocytes and H9c2 cells contain a large density of 

mitochondria (436, 485). However, the heart is spared during less serve hemorrhagic 

shock and consequently might not be the main target of BHB/M treatment (33). 
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Furthermore, to our knowledge, ketone metabolism has not been evaluated in this cell 

line, and diminished ketone body metabolism may have reduced the effects of BHB.  

Lastly, hemorrhagic shock and trauma do not just affect a single, isolated organ, but 

invoke a systemic response. Metabolic, inflammatory and other effects are elicited 

through the interplay of various organs. While melatonin receptors are found throughout 

the body (176), BHB metabolism is compartmentalized. The liver is the main ketone 

body producer, yet it does not metabolize ketone bodies itself (142, 149). The heart, brain 

and kidney are the main utilizers of ketone bodies but produce no or little amounts of 

ketone bodies (47, 130-132, 143, 144). Utilizing a single cell line makes it impossible to 

evaluate the interplay between shock-response and metabolism, and an in vivo model 

may be better suited to unravel the mechanism of action behind BHB/M.  

 

Future directions 

My thesis research constitutes significant progress in the characterization of BHB/M as a 

treatment for hemorrhagic shock. However, some important questions remain to be 

answered.  

Is BHB/M effective if treatment onset is delayed?  

Our model mimics a situation where treatment is available early after shock, but 

specialized treatment is delayed. While this scenario is relevant for military and urban 

trauma, resuscitation cannot always be delivered within minutes of blood loss.  

Will the therapeutic window increase if sodium butyrate is replaced with a non-sodium 

salt?  

Our results indicate that hypernatremia is a driving factor of BHB/M-associated 

adverse effects. If this is the case, administering BHB in the form of non-sodium salts or 

ketone esters will likely decrease treatment toxicity, thereby widening the therapeutic 

window of the treatment.  

Can an optimized resuscitation protocol increase the therapeutic window for BHB/M? Is 

BHB/M effective when administered as a less hypertonic solution?  
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A discussed in chapter 3a, optimization of the resuscitation protocol may improve 

outcomes after treatment with BHB/M. Administering BHB/M in a less hypertonic 

solution may diminish adverse effects associated with hypertonicity (chapter 3a). 

However, giving BHB/M in a less concentrated solution would be associated with a 

decreased dose or an increased infusion volume. Furthermore, in a pilot study rats, 

treatment with an isotonic solution containing 140 mM BHB/4.3 mM M or 140 mM 

BHB/1.5x10
-6

 mM M at one (three-hour shock) or three (one-hour shock) times the shed 

blood volume resulted in lower survival than in the control group receiving lactated 

Ringer’s solution (486). However, isotonic solutions have not been evaluated in the 

porcine model. 

Are novel BHB/M formulations effective in large animal hemorrhagic shock models?  

Non-DMSO formulation of BHB/M were effective in rat hemorrhagic shock. These 

formulations were easily reconstituted and had a lower hemolytic potential than 

BHB/M/DMSO. It remains to be tested whether BHB/M/PVP and BHB/M/CD retain 

efficacy in porcine model in which hemorrhagic shock is combined with polytrauma and 

resuscitation. Furthermore, the stability of the lyophiles will have to be confirmed.  

What is the mechanism of action behind BHB/M? 

The experiments described in chapter 5 did not identify the drivers behind BHB/M 

beneficial effects. Future studies should utilize an in vivo approach to examine the effects 

of BHB/M treatment on inflammation, mitochondrial function, oxidative stress and gene 

expression after hemorrhagic shock.  

 

Conclusions 

My thesis work is concerned with the characterization and optimization of D-beta-

hydroxybutyrate and melatonin, a promising treatment for hemorrhagic shock. I have 

shown that intravenous infusion is the preferred route of administration for BHB/M, and 

that BHB/M is most effective when administered as a 4 M BHB/43 mM M solution. In 

the current formulation, BHB/M has a narrow therapeutic window, however, this may be 

extended by optimization of the treatment formulation or regimen. BHB/M formulations 
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void of DMSO are effective, and may increase drug stability and decrease adverse 

treatment effects associated with DMSO. Our experiments suggest that the beneficial 

effects of BHB/M are not mediated by changes in mitochondrial function. My work 

highlights the various treatment aspects that must be optimized during preclinical drug 

development. This research completes multiple essential steps in the translation of 

BHB/M towards a clinical treatment. It could have important implications for human 

health, as BHB/M may soon help prevent some of the 5 million injury-related deaths 

yearly worldwide.   



 166 

Bibliography 

1. Centers for Disease Control and Prevention, National Center for Injury Prevention and 

Control.: Web-based Injury Statistics Query and Reporting System (WISQARS). 2016. 

2. Kauvar DS and Wade CE: The epidemiology and modern management of traumatic 

hemorrhage: US and international perspectives. Crit Care 9 Suppl 5:S1-9, 2005. 

3. Kauvar DS, Lefering R and Wade CE: Impact of hemorrhage on trauma outcome: An 

overview of epidemiology, clinical presentations, and therapeutic considerations. J 

Trauma 60(6 Suppl)(6):S3-S11, 2006. 

4. Eastridge BJ, Hardin M, Cantrell J, Oetjen-Gerdes L, Zubko T, Mallak C, Wade CE, 

Simmons J, Mace J, Mabry R, Bolenbaucher R and Blackbourne LH: Died of wounds on 

the battlefield: causation and implications for improving combat casualty care. J Trauma 

71(1 Suppl):S4-8, 2011. 

5. Angele MK, Schneider CP and Chaudry IH: Bench-to-bedside review: latest results in 

hemorrhagic shock. Crit Care 12(4):218, 2008. 

6. Gutierrez G, Reines HD and Wulf-Gutierrez ME: Clinical review: hemorrhagic shock. 

Crit Care 8(5):373-81, 2004. 

7. Keel M and Trentz O: Pathophysiology of polytrauma. Injury 36(6):691-709, 2005. 

8. Waxman K: Shock: ischemia, reperfusion, and inflammation. New Horiz 4(2):153-60, 

1996. 

9. Sanada S, Komuro I and Kitakaze M: Pathophysiology of myocardial reperfusion 

injury: preconditioning, postconditioning, and translational aspects of protective 

measures. Am J Physiol Heart Circ Physiol 301(5):H1723-41, 2011. 

10. Kohen R and Nyska A: Oxidation of biological systems: oxidative stress phenomena, 

antioxidants, redox reactions, and methods for their quantification. Toxicol Pathol 

30(6):620-50, 2002. 

11. Kim JS, Jin Y and Lemasters JJ: Reactive oxygen species, but not Ca2+ overloading, 

trigger pH- and mitochondrial permeability transition-dependent death of adult rat 

myocytes after ischemia-reperfusion. Am J Physiol Heart Circ Physiol 290(5):H2024-34, 

2006. 

12. Morciano G, Bonora M, Campo G, Aquila G, Rizzo P, Giorgi C, Wieckowski MR 

and Pinton P: Mechanistic Role of mPTP in Ischemia-Reperfusion Injury. Adv Exp Med 

Biol 982:169-189, 2017. 

13. Cohn SM and Dubose JJ: Pulmonary contusion: an update on recent advances in 

clinical management. World J Surg 34(8):1959-70, 2010. 

14. Wu YK, Huang YC, Huang SF, Huang CC and Tsai YH: Acute respiratory distress 

syndrome caused by leukemic infiltration of the lung. J Formos Med Assoc 107(5):419-

23, 2008. 

15. Raghavendran K, Notter RH, Davidson BA, Helinski JD, Kunkel SL and Knight PR: 

Lung contusion: inflammatory mechanisms and interaction with other injuries. Shock 

32(2):122-30, 2009. 

16. Perl M, Gebhard F, Bruckner UB, Ayala A, Braumuller S, Buttner C, Kinzl L and 

Knoferl MW: Pulmonary contusion causes impairment of macrophage and lymphocyte 



 167 

immune functions and increases mortality associated with a subsequent septic challenge. 

Crit Care Med 33(6):1351-8, 2005. 

17. Miller PR, Croce MA, Kilgo PD, Scott J and Fabian TC: Acute respiratory distress 

syndrome in blunt trauma: identification of independent risk factors. Am Surg 

68(10):845-50; discussion 850-1, 2002. 

18. Guo-shou Z, Xiang-jun B and Cheng-ye Z: Analysis of high risk factors related to 

acute respiratory distress syndrome following severe thoracoabdominal injuries. Chin J 

Traumatol 10(5):275-8, 2007. 

19. Slotta JE, Justinger C, Kollmar O, Kollmar C, Schafer T and Schilling MK: Liver 

injury following blunt abdominal trauma: a new mechanism-driven classification. Surg 

Today 44(2):241-6, 2014. 

20. Zedler S and Faist E: The impact of endogenous triggers on trauma-associated 

inflammation. Curr Opin Crit Care 12(6):595-601, 2006. 

21. Valparaiso AP, Vicente DA, Bograd BA, Elster EA and Davis TA: Modeling acute 

traumatic injury. J Surg Res 194(1):220-32, 2015. 

22. Lenz A, Franklin GA and Cheadle WG: Systemic inflammation after trauma. Injury 

38(12):1336-1345, 2007. 

23. Dewar D, Moore FA, Moore EE and Balogh Z: Postinjury multiple organ failure. 

Injury 40(9):912-8, 2009. 

24. Baue AE, Durham R and Faist E: Systemic inflammatory response syndrome (SIRS), 

multiple organ dysfunction syndrome (MODS), multiple organ failure (MOF): are we 

winning the battle? Shock 10(2):79-89, 1998. 

25. Xiao W, Mindrinos MN, Seok J, Cuschieri J, Cuenca AG, Gao H, Hayden DL, 

Hennessy L, Moore EE, Minei JP, Bankey PE, Johnson JL, Sperry J, Nathens AB, Billiar 

TR, West MA, Brownstein BH, Mason PH, Baker HV, Finnerty CC, Jeschke MG, Lopez 

MC, Klein MB, Gamelli RL, Gibran NS, Arnoldo B, Xu W, Zhang Y, Calvano SE, 

McDonald-Smith GP, Schoenfeld DA, Storey JD, Cobb JP, Warren HS, Moldawer LL, 

Herndon DN, Lowry SF, Maier RV, Davis RW, Tompkins RG, Inflammation and Host 

Response to Injury Large-Scale Collaborative Research P: A genomic storm in critically 

injured humans. J Exp Med 208(13):2581-90, 2011. 

26. Jacob M and Kumar P: The challenge in management of hemorrhagic shock in 

trauma. Med J Armed Forces India 70(2):163-9, 2014. 

27. Santry HP and Alam HB: Fluid resuscitation: past, present, and the future. Shock 

33(3):229-41, 2010. 

28. Yu TC, Yang FL, Hsu BG, Wu WT, Chen SC, Lee RP and Subeq YM: Deleterious 

effects of aggressive rapid crystalloid resuscitation on treatment of hyperinflammatory 

response and lung injury induced by hemorrhage in aging rats. J Surg Res 187(2):587-95, 

2014. 

29. Stern SA, Dronen SC, Birrer P and Wang X: Effect of blood pressure on hemorrhage 

volume and survival in a near-fatal hemorrhage model incorporating a vascular injury. 

Ann Emerg Med 22(2):155-63, 1993. 



 168 

30. Kowalenko T, Stern S, Dronen S and Wang X: Improved outcome with hypotensive 

resuscitation of uncontrolled hemorrhagic shock in a swine model. J Trauma 33(3):349-

53; discussion 361-2, 1992. 

31. Trauma ACoSCo: ATLS Student Course Manual. 2012. 

32. Chang R and Holcomb JB: Optimal Fluid Therapy for Traumatic Hemorrhagic Shock. 

Crit Care Clin 33(1):15-36, 2017. 

33. Pope AM: Fluid resuscitation: state of the science for treating combat casualties and 

civilian injuries. National Academies Press, 1999. 

34. Rhee P, Burris D, Kaufmann C, Pikoulis M, Austin B, Ling G, Harviel D and 

Waxman K: Lactated Ringer's solution resuscitation causes neutrophil activation after 

hemorrhagic shock. J Trauma 44(2):313-9, 1998. 

35. Rhee P, Koustova E and Alam HB: Searching for the optimal resuscitation method: 

recommendations for the initial fluid resuscitation of combat casualties. J Trauma 54(5 

Suppl):S52-62, 2003. 

36. Junger WG, Rhind SG, Rizoli SB, Cuschieri J, Shiu MY, Baker AJ, Li L, Shek PN, 

Hoyt DB and Bulger EM: Resuscitation of traumatic hemorrhagic shock patients with 

hypertonic saline-without dextran-inhibits neutrophil and endothelial cell activation. 

Shock 38(4):341-50, 2012. 

37. Pfortmueller CA and Schefold JC: Hypertonic saline in critical illness - A systematic 

review. J Crit Care 42:168-177, 2017. 

38. Wang JW, Li JP, Song YL, Tan K, Wang Y, Li T, Guo P, Li X, Wang Y and Zhao 

QH: Hypertonic saline in the traumatic hypovolemic shock: meta-analysis. J Surg Res 

191(2):448-54, 2014. 

39. Borlongan CV, Hayashi T, Oeltgen PR, Su TP and Wang Y: Hibernation-like state 

induced by an opioid peptide protects against experimental stroke. BMC Biol 7:31, 2009. 

40. Cerri M, Tinganelli W, Negrini M, Helm A, Scifoni E, Tommasino F, Sioli M, 

Zoccoli A and Durante M: Hibernation for space travel: Impact on radioprotection. Life 

Sci Space Res (Amst) 11:1-9, 2016. 

41. Polderman KH: Application of therapeutic hypothermia in the ICU: opportunities and 

pitfalls of a promising treatment modality. Part 1: Indications and evidence. Intensive 

Care Med 30(4):556-75, 2004. 

42. Carey HV, Andrews MT and Martin SL: Mammalian hibernation: cellular and 

molecular responses to depressed metabolism and low temperature. Physiol Rev 

83(4):1153-81, 2003. 

43. Andrews MT: Advances in molecular biology of hibernation in mammals. Bioessays 

29(5):431-40, 2007. 

44. Fishman AP and Lyman CP: Hibernation in mammals. Circulation 24(2):434-445, 

1961. 

45. Storey KB and Storey JM: Metabolic rate depression: the biochemistry of mammalian 

hibernation. Adv Clin Chem 52:77-108, 2010. 

46. Eddy SF and Storey KB: Up-regulation of fatty acid-binding proteins during 

hibernation in the little brown bat, Myotis lucifugus. Biochim Biophys Acta 1676(1):63-

70, 2004. 



 169 

47. Andrews MT, Russeth KP, Drewes LR and Henry PG: Adaptive mechanisms regulate 

preferred utilization of ketones in the heart and brain of a hibernating mammal during 

arousal from torpor. Am J Physiol Regul Integr Comp Physiol 296(2):R383-93, 2009. 

48. D'Alecy LG, Lundy EF, Kluger MJ, Harker CT, LeMay DR and Shlafer M: Beta-

hydroxybutyrate and response to hypoxia in the ground squirrel, Spermophilus 

tridecimlineatus. Comp Biochem Physiol B 96(1):189-93, 1990. 

49. Martin SL, Epperson LE, Rose JC, Kurtz CC, Ane C and Carey HV: Proteomic 

analysis of the winter-protected phenotype of hibernating ground squirrel intestine. Am J 

Physiol Regul Integr Comp Physiol 295(1):R316-28, 2008. 

50. Dark J: Annual lipid cycles in hibernators: integration of physiology and behavior. 

Annu Rev Nutr 25:469-97, 2005. 

51. Peltz ED, D'Alessandro A, Moore EE, Chin T, Silliman CC, Sauaia A, Hansen KC 

and Banerjee A: Pathologic metabolism: an exploratory study of the plasma metabolome 

of critical injury. J Trauma Acute Care Surg 78(4):742-51, 2015. 

52. Gann DS and Drucker WR: Hemorrhagic shock. J Trauma Acute Care Surg 

75(5):888-95, 2013. 

53. Frerichs KU, Kennedy C, Sokoloff L and Hallenbeck JM: Local cerebral blood flow 

during hibernation, a model of natural tolerance to "cerebral ischemia". J Cereb Blood 

Flow Metab 14(2):193-205, 1994. 

54. Bogren LK, Olson JM, Carpluk J, Moore JM and Drew KL: Resistance to systemic 

inflammation and multi organ damage after global ischemia/reperfusion in the arctic 

ground squirrel. PLoS One 9(4):e94225, 2014. 

55. Dave KR, Prado R, Raval AP, Drew KL and Perez-Pinzon MA: The arctic ground 

squirrel brain is resistant to injury from cardiac arrest during euthermia. Stroke 

37(5):1261-5, 2006. 

56. Kurtz CC, Lindell SL, Mangino MJ and Carey HV: Hibernation confers resistance to 

intestinal ischemia-reperfusion injury. Am J Physiol Gastrointest Liver Physiol 

291(5):G895-901, 2006. 

57. Lindell SL, Klahn SL, Piazza TM, Mangino MJ, Torrealba JR, Southard JH and 

Carey HV: Natural resistance to liver cold ischemia-reperfusion injury associated with 

the hibernation phenotype. Am J Physiol Gastrointest Liver Physiol 288(3):G473-80, 

2005. 

58. Yan L, Kudej RK, Vatner DE and Vatner SF: Myocardial ischemic protection in 

natural mammalian hibernation. Basic Res Cardiol 110(2):9, 2015. 

59. Bogren LK, Murphy CJ, Johnston EL, Sinha N, Serkova NJ and Drew KL: 1H-NMR 

metabolomic biomarkers of poor outcome after hemorrhagic shock are absent in 

hibernators. PLoS One 9(9):e107493, 2014. 

60. Suzuki M, Suzuki M, Sato K, Dohi S, Sato T, Matsuura A and Hiraide A: Effect of 

beta-hydroxybutyrate, a cerebral function improving agent, on cerebral hypoxia, anoxia 

and ischemia in mice and rats. Jpn J Pharmacol 87(2):143-50, 2001. 

61. Dawe AR, Spurrier WA and Armour JA: Summer hibernation induced by 

cryogenically preserved blood "trigger". Science 168(3930):497-8, 1970. 



 170 

62. Swan H and Schatte C: Antimetabolic extract from the brain of the hibernating 

ground squirrel Citellus tridecemlineatus. Science 195(4273):84-5, 1977. 

63. Oeltgen PR, Walsh JW, Hamann SR, Randall DC, Spurrier WA and Myers RD: 

Hibernation "trigger": opioid-like inhibitory action on brain function of the monkey. 

Pharmacol Biochem Behav 17(6):1271-4, 1982. 

64. Oeltgen PR, Nilekani SP, Nuchols PA, Spurrier WA and Su TP: Further studies on 

opioids and hibernation: delta opioid receptor ligand selectively induced hibernation in 

summer-active ground squirrels. Life Sci 43(19):1565-74, 1988. 

65. Borlongan CV, Wang Y and Su TP: Delta opioid peptide (D-Ala 2, D-Leu 5) 

enkephalin: linking hibernation and neuroprotection. Front Biosci 9:3392-8, 2004. 

66. Bouma HR, Verhaag EM, Otis JP, Heldmaier G, Swoap SJ, Strijkstra AM, Henning 

RH and Carey HV: Induction of torpor: mimicking natural metabolic suppression for 

biomedical applications. J Cell Physiol 227(4):1285-90, 2012. 

67. Bolling SF, Tramontini NL, Kilgore KS, Su TP, Oeltgen PR and Harlow HH: Use of 

"natural" hibernation induction triggers for myocardial protection. Ann Thorac Surg 

64(3):623-7, 1997. 

68. Yamanouchi K, Yanaga K, Okudaira S, Eguchi S, Furui J and Kanematsu T: [D-Ala2, 

D-Leu5] enkephalin (DADLE) protects liver against ischemia-reperfusion injury in the 

rat. J Surg Res 114(1):72-7, 2003. 

69. Yang Y, Xia X, Zhang Y, Wang Q, Li L, Luo G and Xia Y: delta-Opioid receptor 

activation attenuates oxidative injury in the ischemic rat brain. BMC Biol 7:55, 2009. 

70. Summers RL, Li Z and Hildebrandt D: Effect of a delta receptor agonist on duration 

of survival during hemorrhagic shock. Acad Emerg Med 10(6):587-93, 2003. 

71. Drabek T, Han F, Garman RH, Stezoski J, Tisherman SA, Stezoski SW, Morhard RC 

and Kochanek PM: Assessment of the delta opioid agonist DADLE in a rat model of 

lethal hemorrhage treated by emergency preservation and resuscitation. Resuscitation 

77(2):220-8, 2008. 

72. Feuerstein G, Powell E and Faden AI: Central effects of mu, delta, and kappa 

receptor agonists in hemorrhagic shock. Peptides 6 Suppl 1:11-3, 1985. 

73. Wu D, Wang J, Li H, Xue M, Ji A and Li Y: Role of Hydrogen Sulfide in Ischemia-

Reperfusion Injury. Oxid Med Cell Longev 2015:186908, 2015. 

74. D'Alessandro A, Nemkov T, Bogren LK, Martin SL and Hansen KC: Comfortably 

Numb and Back: Plasma Metabolomics Reveals Biochemical Adaptations in the 

Hibernating 13-Lined Ground Squirrel. J Proteome Res 16(2):958-969, 2017. 

75. Derwall M, Francis RC, Kida K, Bougaki M, Crimi E, Adrie C, Zapol WM and 

Ichinose F: Administration of hydrogen sulfide via extracorporeal membrane lung 

ventilation in sheep with partial cardiopulmonary bypass perfusion: a proof of concept 

study on metabolic and vasomotor effects. Crit Care 15(1):R51, 2011. 

76. Blackstone E, Morrison M and Roth MB: H2S induces a suspended animation-like 

state in mice. Science 308(5721):518, 2005. 

77. Blackstone E and Roth MB: Suspended animation-like state protects mice from lethal 

hypoxia. Shock 27(4):370-2, 2007. 



 171 

78. Volpato GP, Searles R, Yu B, Scherrer-Crosbie M, Bloch KD, Ichinose F and Zapol 

WM: Inhaled hydrogen sulfide: a rapidly reversible inhibitor of cardiac and metabolic 

function in the mouse. Anesthesiology 108(4):659-68, 2008. 

79. Haouzi P, Bell HJ, Notet V and Bihain B: Comparison of the metabolic and 

ventilatory response to hypoxia and H2S in unsedated mice and rats. Respir Physiol 

Neurobiol 167(3):316-22, 2009. 

80. Morrison ML, Blackwood JE, Lockett SL, Iwata A, Winn RK and Roth MB: 

Surviving blood loss using hydrogen sulfide. J Trauma 65(1):183-8, 2008. 

81. Li J, Zhang G, Cai S and Redington AN: Effect of inhaled hydrogen sulfide on 

metabolic responses in anesthetized, paralyzed, and mechanically ventilated piglets. 

Pediatr Crit Care Med 9(1):110-2, 2008. 

82. Bhambhani Y, Burnham R, Snydmiller G and MacLean I: Effects of 10-ppm 

hydrogen sulfide inhalation in exercising men and women. Cardiovascular, metabolic, 

and biochemical responses. J Occup Environ Med 39(2):122-9, 1997. 

83. Drabek T, Kochanek PM, Stezoski J, Wu X, Bayir H, Morhard RC, Stezoski SW and 

Tisherman SA: Intravenous hydrogen sulfide does not induce hypothermia or improve 

survival from hemorrhagic shock in pigs. Shock 35(1):67-73, 2011. 

84. Chai W, Wang Y, Lin JY, Sun XD, Yao LN, Yang YH, Zhao H, Jiang W, Gao CJ 

and Ding Q: Exogenous hydrogen sulfide protects against traumatic hemorrhagic shock 

via attenuation of oxidative stress. J Surg Res 176(1):210-9, 2012. 

85. Ganster F, Burban M, de la Bourdonnaye M, Fizanne L, Douay O, Loufrani L, 

Mercat A, Cales P, Radermacher P, Henrion D, Asfar P and Meziani F: Effects of 

hydrogen sulfide on hemodynamics, inflammatory response and oxidative stress during 

resuscitated hemorrhagic shock in rats. Crit Care 14(5):R165, 2010. 

86. Gao C, Xu DQ, Gao CJ, Ding Q, Yao LN, Li ZC and Chai W: An exogenous 

hydrogen sulphide donor, NaHS, inhibits the nuclear factor kappaB inhibitor 

kinase/nuclear factor kappab inhibitor/nuclear factor-kappaB signaling pathway and 

exerts cardioprotective effects in a rat hemorrhagic shock model. Biol Pharm Bull 

35(7):1029-34, 2012. 

87. Issa K, Kimmoun A, Collin S, Ganster F, Fremont-Orlowski S, Asfar P, Mertes PM 

and Levy B: Compared effects of inhibition and exogenous administration of hydrogen 

sulphide in ischaemia-reperfusion injury. Crit Care 17(4):R129, 2013. 

88. Xu DQ, Gao C, Niu W, Li Y, Wang YX, Gao CJ, Ding Q, Yao LN, Chai W and Li 

ZC: Sodium hydrosulfide alleviates lung inflammation and cell apoptosis following 

resuscitated hemorrhagic shock in rats. Acta Pharmacol Sin 34(12):1515-25, 2013. 

89. Satterly SA, Salgar S, Hoffer Z, Hempel J, DeHart MJ, Wingerd M, Raywin H, 

Stallings JD and Martin M: Hydrogen sulfide improves resuscitation via non-hibernatory 

mechanisms in a porcine shock model. J Surg Res 199(1):197-210, 2015. 

90. Bracht H, Scheuerle A, Groger M, Hauser B, Matallo J, McCook O, Seifritz A, 

Wachter U, Vogt JA, Asfar P, Matejovic M, Moller P, Calzia E, Szabo C, Stahl W, 

Hoppe K, Stahl B, Lampl L, Georgieff M, Wagner F, Radermacher P and Simon F: 

Effects of intravenous sulfide during resuscitated porcine hemorrhagic shock*. Crit Care 

Med 40(7):2157-67, 2012. 



 172 

91. Han B, Zhao ZG, Zhang LM, Li SG and Niu CY: Hydrogen sulfide in 

posthemorrhagic shock mesenteric lymph drainage alleviates kidney injury in rats. Braz J 

Med Biol Res 48(7):622-8, 2015. 

92. Mok YY, Atan MS, Yoke Ping C, Zhong Jing W, Bhatia M, Moochhala S and Moore 

PK: Role of hydrogen sulphide in haemorrhagic shock in the rat: protective effect of 

inhibitors of hydrogen sulphide biosynthesis. Br J Pharmacol 143(7):881-9, 2004. 

93. Goslar T, Mars T and Podbregar M: Total plasma sulfide as a marker of shock 

severity in nonsurgical adult patients. Shock 36(4):350-5, 2011. 

94. DeLeon ER, Stoy GF and Olson KR: Passive loss of hydrogen sulfide in biological 

experiments. Anal Biochem 421(1):203-7, 2012. 

95. Gardi J, Nelson OL, Robbins CT, Szentirmai E, Kapas L and Krueger JM: Energy 

homeostasis regulatory peptides in hibernating grizzly bears. Gen Comp Endocrinol 

172(1):181-3, 2011. 

96. Gluck EF, Stephens N and Swoap SJ: Peripheral ghrelin deepens torpor bouts in mice 

through the arcuate nucleus neuropeptide Y signaling pathway. Am J Physiol Regul 

Integr Comp Physiol 291(5):R1303-9, 2006. 

97. Wiedmer P, Strasser F, Horvath TL, Blum D, Dimarchi R, Lutz T, Schurmann A, 

Joost HG, Tschop MH and Tong J: Ghrelin-induced hypothermia: a physiological basis 

but no clinical risk. Physiol Behav 105(1):43-51, 2011. 

98. Qi L, Cui X, Dong W, Barrera R, Nicastro J, Coppa GF, Wang P and Wu R: Ghrelin 

attenuates brain injury after traumatic brain injury and uncontrolled hemorrhagic shock in 

rats. Mol Med 18:186-93, 2012. 

99. Wang SQ, Lakatta EG, Cheng H and Zhou ZQ: Adaptive mechanisms of intracellular 

calcium homeostasis in mammalian hibernators. J Exp Biol 205(Pt 19):2957-62, 2002. 

100. Dobson GP and Letson HL: Adenosine, lidocaine, and Mg2+ (ALM): From cardiac 

surgery to combat casualty care--Teaching old drugs new tricks. J Trauma Acute Care 

Surg 80(1):135-45, 2016. 

101. Letson HL and Dobson GP: Unexpected 100% survival following 60% blood loss 

using small-volume 7.5% NaCl with adenocaine and Mg(2+) in the rat model of extreme 

hemorrhagic shock. Shock 36(6):586-94, 2011. 

102. Letson HL, Pecheniuk NM, Mhango LP and Dobson GP: Reversal of acute 

coagulopathy during hypotensive resuscitation using small-volume 7.5% NaCl 

adenocaine and Mg2+ in the rat model of severe hemorrhagic shock. Crit Care Med 

40(8):2417-22, 2012. 

103. Torres Filho IP, Torres LN, Salgado C and Dubick MA: Novel Adjunct Drugs 

Reverse Endothelial Glycocalyx Damage After Hemorrhagic Shock in Rats. Shock, 2017. 

104. Granfeldt A, Letson HL, Hyldebrandt JA, Wang ER, Salcedo PA, Nielsen TK, 

Tonnesen E, Vinten-Johansen J and Dobson GP: Small-volume 7.5% NaCl adenosine, 

lidocaine, and Mg2+ has multiple benefits during hypotensive and blood resuscitation in 

the pig following severe blood loss: rat to pig translation. Crit Care Med 42(5):e329-44, 

2014. 

105. Granfeldt A, Nielsen TK, Solling C, Hyldebrandt JA, Frokiaer J, Wogensen L, 

Dobson GP, Vinten-Johansen J and Tonnesen E: Adenocaine and Mg(2+) reduce fluid 



 173 

requirement to maintain hypotensive resuscitation and improve cardiac and renal function 

in a porcine model of severe hemorrhagic shock*. Crit Care Med 40(11):3013-25, 2012. 

106. Kheirbek T, Kochanek AR and Alam HB: Hypothermia in bleeding trauma: a friend 

or a foe? Scand J Trauma Resusc Emerg Med 17:65, 2009. 

107. Polderman KH and Herold I: Therapeutic hypothermia and controlled normothermia 

in the intensive care unit: practical considerations, side effects, and cooling methods. Crit 

Care Med 37(3):1101-20, 2009. 

108. Kashuk JL, Moore EE, Millikan JS and Moore JB: Major abdominal vascular 

trauma--a unified approach. J Trauma 22(8):672-9, 1982. 

109. Beilman GJ, Blondet JJ, Nelson TR, Nathens AB, Moore FA, Rhee P, Puyana JC, 

Moore EE and Cohn SM: Early hypothermia in severely injured trauma patients is a 

significant risk factor for multiple organ dysfunction syndrome but not mortality. Ann 

Surg 249(5):845-50, 2009. 

110. Martin RS, Kilgo PD, Miller PR, Hoth JJ, Meredith JW and Chang MC: Injury-

associated hypothermia: an analysis of the 2004 National Trauma Data Bank. Shock 

24(2):114-8, 2005. 

111. Iyegha UP, Greenberg JJ, Mulier KE, Chipman J, George M and Beilman GJ: 

Environmental hypothermia in porcine polytrauma and hemorrhagic shock is safe. Shock 

38(4):387-94, 2012. 

112. Takasu A, Stezoski SW, Stezoski J, Safar P and Tisherman SA: Mild or moderate 

hypothermia, but not increased oxygen breathing, increases long-term survival after 

uncontrolled hemorrhagic shock in rats. Crit Care Med 28(7):2465-74, 2000. 

113. Wu X, Stezoski J, Safar P, Nozari A and Tisherman SA: After spontaneous 

hypothermia during hemorrhagic shock, continuing mild hypothermia (34 degrees C) 

improves early but not late survival in rats. J Trauma 55(2):308-16, 2003. 

114. Childs EW, Udobi KF and Hunter FA: Hypothermia reduces microvascular 

permeability and reactive oxygen species expression after hemorrhagic shock. J Trauma 

58(2):271-7, 2005. 

115. Gundersen Y, Vaagenes P, Pharo A, Valo ET and Opstad PK: Moderate 

hypothermia blunts the inflammatory response and reduces organ injury after acute 

haemorrhage. Acta Anaesthesiol Scand 45(8):994-1001, 2001. 

116. George ME, Mulier KE and Beilman GJ: Hypothermia is associated with improved 

outcomes in a porcine model of hemorrhagic shock. J Trauma 68(3):662-8, 2010. 

117. Lusczek ER, Lexcen DR, Witowski NE, Determan C, Jr., Mulier KE and Beilman G: 

Prolonged induced hypothermia in hemorrhagic shock is associated with decreased 

muscle metabolism: a nuclear magnetic resonance-based metabolomics study. Shock 

41(1):79-84, 2014. 

118. Moffatt SE, Mitchell SJB and Walke JL: Deep and profound hypothermia in 

haemorrhagic shock, friend or foe? A systematic review. J R Army Med Corps, 2017. 

119. Drabek T, Stezoski J, Garman RH, Han F, Henchir J, Tisherman SA, Stezoski SW 

and Kochanek PM: Exsanguination cardiac arrest in rats treated by 60 min, but not 75 

min, emergency preservation and delayed resuscitation is associated with intact outcome. 

Resuscitation 75(1):114-23, 2007. 



 174 

120. Tisherman SA, Safar P, Radovsky A, Peitzman A, Marrone G, Kuboyama K and 

Weinrauch V: Profound hypothermia (less than 10 degrees C) compared with deep 

hypothermia (15 degrees C) improves neurologic outcome in dogs after two hours' 

circulatory arrest induced to enable resuscitative surgery. J Trauma 31(8):1051-61; 

discussion 1061-2, 1991. 

121. Wu X, Drabek T, Tisherman SA, Henchir J, Stezoski SW, Culver S, Stezoski J, 

Jackson EK, Garman R and Kochanek PM: Emergency preservation and resuscitation 

with profound hypothermia, oxygen, and glucose allows reliable neurological recovery 

after 3 h of cardiac arrest from rapid exsanguination in dogs. J Cereb Blood Flow Metab 

28(2):302-11, 2008. 

122. Meyer DM and Horton JW: Effect of moderate hypothermia in the treatment of 

canine hemorrhagic shock. Ann Surg 207(4):462-9, 1988. 

123. Kim K, Kim W, Rhee JE, Jo YH, Lee JH, Kim KS, Kwon WY, Suh GJ, Lee CC and 

Singer AJ: Induced hypothermia attenuates the acute lung injury in hemorrhagic shock. J 

Trauma 68(2):373-81, 2010. 

124. Kim SH, Stezoski SW, Safar P and Tisherman SA: Hypothermia, but not 100% 

oxygen breathing, prolongs survival time during lethal uncontrolled hemorrhagic shock 

in rats. J Trauma 44(3):485-91, 1998. 

125. Xiong W, Xu S, Li H and Liang K: Moderate hypothermia ameliorates enterocyte 

mitochondrial dysfunction in severe shock and reperfusion. J Surg Res 200(1):250-9, 

2016. 

126. Chen Z, Chen H, Rhee P, Koustova E, Ayuste EC, Honma K, Nadel A and Alam 

HB: Induction of profound hypothermia modulates the immune/inflammatory response in 

a swine model of lethal hemorrhage. Resuscitation 66(2):209-16, 2005. 

127. Coyan GN, Moncure M, Thomas JH and Wood JG: Induced hypothermia during 

resuscitation from hemorrhagic shock attenuates microvascular inflammation in the rat 

mesenteric microcirculation. Shock 42(6):518-24, 2014. 

128. Frohlich M, Hildebrand F, Weuster M, Mommsen P, Mohr J, Witte I, Raeven P, 

Ruchholtz S, Flohe S, van Griensven M, Pape HC and Pfeifer R: Induced hypothermia 

reduces the hepatic inflammatory response in a swine multiple trauma model. J Trauma 

Acute Care Surg 76(6):1425-32, 2014. 

129. ClinicalTrials.gov: Emergency Preservation and Resuscitation (EPR) for Cardiac 

Arrest From Trauma. Identifier NCT01042015. 

130. Williamson JR and Krebs HA: Acetoacetate as fuel of respiration in the perfused rat 

heart. Biochem J 80:540-7, 1961. 

131. Leng RA and Annison EF: The metabolism of D(--)-beta-hydroxybutyrate in sheep. 

Biochem J 90(3):464-9, 1964. 

132. Lavau M, Fornari V and Hashim SA: Keytone metabolism in brain slices from rats 

with diet induced hyperketonemia. J Nutr 108(4):621-9, 1978. 

133. Robinson AM and Williamson DH: Physiological roles of ketone bodies as 

substrates and signals in mammalian tissues. Physiol Rev 60(1):143-87, 1980. 



 175 

134. Cahill GF, Jr., Herrera MG, Morgan AP, Soeldner JS, Steinke J, Levy PL, Reichard 

GA, Jr. and Kipnis DM: Hormone-fuel interrelationships during fasting. J Clin Invest 

45(11):1751-69, 1966. 

135. Cahill GF, Jr.: Fuel metabolism in starvation. Annu Rev Nutr 26:1-22, 2006. 

136. Cahill GF, Jr.: Starvation in man. N Engl J Med 282(12):668-75, 1970. 

137. Koeslag JH, Noakes TD and Sloan AW: Post-exercise ketosis. J Physiol 301:79-90, 

1980. 

138. Kim DY and Rho JM: The ketogenic diet and epilepsy. Curr Opin Clin Nutr Metab 

Care 11(2):113-20, 2008. 

139. DeVivo DC, Leckie MP, Ferrendelli JS and McDougal DB, Jr.: Chronic ketosis and 

cerebral metabolism. Ann Neurol 3(4):331-37, 1978. 

140. Veech RL: The therapeutic implications of ketone bodies: the effects of ketone 

bodies in pathological conditions: ketosis, ketogenic diet, redox states, insulin resistance, 

and mitochondrial metabolism. Prostaglandins Leukot Essent Fatty Acids 70(3):309-19, 

2004. 

141. Sato K, Kashiwaya Y, Keon CA, Tsuchiya N, King MT, Radda GK, Chance B, 

Clarke K and Veech RL: Insulin, ketone bodies, and mitochondrial energy transduction. 

FASEB J 9(8):651-8, 1995. 

142. McGarry JD and Foster DW: Regulation of hepatic fatty acid oxidation and ketone 

body production. Annu Rev Biochem 49:395-420, 1980. 

143. Zhang D, Yang H, Kong X, Wang K, Mao X, Yan X, Wang Y, Liu S, Zhang X, Li J, 

Chen L, Wu J, Wei M, Yang J and Guan Y: Proteomics analysis reveals diabetic kidney 

as a ketogenic organ in type 2 diabetes. Am J Physiol Endocrinol Metab 300(2):E287-95, 

2011. 

144. Weidemann MJ and Krebs HA: The fuel of respiration of rat kidney cortex. Biochem 

J 112(2):149-66, 1969. 

145. Cotter DG, Schugar RC and Crawford PA: Ketone body metabolism and 

cardiovascular disease. Am J Physiol Heart Circ Physiol 304(8):H1060-76, 2013. 

146. Hugo SE, Cruz-Garcia L, Karanth S, Anderson RM, Stainier DY and Schlegel A: A 

monocarboxylate transporter required for hepatocyte secretion of ketone bodies during 

fasting. Genes Dev 26(3):282-93, 2012. 

147. Halestrap AP and Wilson MC: The monocarboxylate transporter family--role and 

regulation. IUBMB Life 64(2):109-19, 2012. 

148. Halestrap AP: The monocarboxylate transporter family--Structure and functional 

characterization. IUBMB Life 64(1):1-9, 2012. 

149. Fukao T, Song XQ, Mitchell GA, Yamaguchi S, Sukegawa K, Orii T and Kondo N: 

Enzymes of ketone body utilization in human tissues: protein and messenger RNA levels 

of succinyl-coenzyme A (CoA):3-ketoacid CoA transferase and mitochondrial and 

cytosolic acetoacetyl-CoA thiolases. Pediatr Res 42(4):498-502, 1997. 

150. Masuda R, Monahan JW and Kashiwaya Y: D-beta-hydroxybutyrate is 

neuroprotective against hypoxia in serum-free hippocampal primary cultures. J Neurosci 

Res 80(4):501-9, 2005. 



 176 

151. El-Abhar HS, Shaalan M, Barakat M and El-Denshary ES: Effect of melatonin and 

nifedipine on some antioxidant enzymes and different energy fuels in the blood and brain 

of global ischemic rats. J Pineal Res 33(2):87-94, 2002. 

152. Zou Z, Sasaguri S, Rajesh KG and Suzuki R: dl-3-Hydroxybutyrate administration 

prevents myocardial damage after coronary occlusion in rat hearts. Am J Physiol Heart 

Circ Physiol 283(5):H1968-74, 2002. 

153. Alam HB, Austin B, Koustova E and Rhee P: Resuscitation-induced pulmonary 

apoptosis and intracellular adhesion molecule-1 expression in rats are attenuated by the 

use of Ketone Ringer's solution. J Am Coll Surg 193(3):255-63, 2001. 

154. Ayuste EC, Chen H, Koustova E, Rhee P, Ahuja N, Chen Z, Valeri CR, Spaniolas K, 

Mehrani T and Alam HB: Hepatic and pulmonary apoptosis after hemorrhagic shock in 

swine can be reduced through modifications of conventional Ringer's solution. J Trauma 

60(1):52-63, 2006. 

155. Claustrat B and Leston J: Melatonin: Physiological effects in humans. 

Neurochirurgie 61(2-3):77-84, 2015. 

156. Bubenik GA: Gastrointestinal melatonin: localization, function, and clinical 

relevance. Dig Dis Sci 47(10):2336-48, 2002. 

157. Champier J, Claustrat B, Besancon R, Eymin C, Killer C, Jouvet A, Chamba G and 

Fevre-Montange M: Evidence for tryptophan hydroxylase and hydroxy-indol-O-methyl-

transferase mRNAs in human blood platelets. Life Sci 60(24):2191-7, 1997. 

158. Conti A, Conconi S, Hertens E, Skwarlo-Sonta K, Markowska M and Maestroni JM: 

Evidence for melatonin synthesis in mouse and human bone marrow cells. J Pineal Res 

28(4):193-202, 2000. 

159. Slominski A, Pisarchik A, Semak I, Sweatman T, Wortsman J, Szczesniewski A, 

Slugocki G, McNulty J, Kauser S, Tobin DJ, Jing C and Johansson O: Serotoninergic and 

melatoninergic systems are fully expressed in human skin. FASEB J 16(8):896-8, 2002. 

160. Darrow JM, Tamarkin L, Duncan MJ and Goldman BD: Pineal melatonin rhythms 

in female Turkish hamsters: effects of photoperiod and hibernation. Biol Reprod 

35(1):74-83, 1986. 

161. Reiter RJ: Pineal melatonin: cell biology of its synthesis and of its physiological 

interactions. Endocr Rev 12(2):151-80, 1991. 

162. Wilkinson M, Arendt J, Bradtke J and de Ziegler D: Determination of a dark-

induced increase of pineal N-acetyl transferase activity and simultaneous 

radioimmunoassay of melatonin in pineal, serum and pituitary tissue of the male rat. J 

Endocrinol 72(2):243-4, 1977. 

163. Reppert SM, Perlow MJ, Ungerleider LG, Mishkin M, Tamarkin L, Orloff DG, 

Hoffman HJ and Klein DC: Effects of damage to the suprachiasmatic area of the anterior 

hypothalamus on the daily melatonin and cortisol rhythms in the rhesus monkey. J 

Neurosci 1(12):1414-25, 1981. 

164. Axelrod J, Wurtman RJ and Snyder SH: Control of Hydroxyindole O-

Methyltransferase Activity in the Rat Pineal Gland by Environmental Lighting. J Biol 

Chem 240:949-54, 1965. 



 177 

165. Klein DC and Moore RY: Pineal N-acetyltransferase and hydroxyindole-O-

methyltransferase: control by the retinohypothalamic tract and the suprachiasmatic 

nucleus. Brain Res 174(2):245-62, 1979. 

166. Waldhauser F, Weiszenbacher G, Tatzer E, Gisinger B, Waldhauser M, Schemper M 

and Frisch H: Alterations in nocturnal serum melatonin levels in humans with growth and 

aging. J Clin Endocrinol Metab 66(3):648-52, 1988. 

167. Facciola G, Hidestrand M, von Bahr C and Tybring G: Cytochrome P450 isoforms 

involved in melatonin metabolism in human liver microsomes. Eur J Clin Pharmacol 

56(12):881-8, 2001. 

168. Kopin IJ, Pare CM, Axelrod J and Weissbach H: The fate of melatonin in animals. J 

Biol Chem 236:3072-5, 1961. 

169. Arendt J: Melatonin, circadian rhythms, and sleep. N Engl J Med 343(15):1114-6, 

2000. 

170. Armstrong SM: Melatonin and circadian control in mammals. Experientia 

45(10):932-8, 1989. 

171. Lavie P: Melatonin: role in gating nocturnal rise in sleep propensity. J Biol Rhythms 

12(6):657-65, 1997. 

172. Nishiwaki-Ohkawa T and Yoshimura T: Molecular basis for regulating seasonal 

reproduction in vertebrates. J Endocrinol 229(3):R117-27, 2016. 

173. Reiter RJ, Tan DX and Fuentes-Broto L: Melatonin: a multitasking molecule. Prog 

Brain Res 181:127-51, 2010. 

174. Ebisawa T, Karne S, Lerner MR and Reppert SM: Expression cloning of a high-

affinity melatonin receptor from Xenopus dermal melanophores. Proc Natl Acad Sci U S 

A 91(13):6133-7, 1994. 

175. Reppert SM, Weaver DR and Ebisawa T: Cloning and characterization of a 

mammalian melatonin receptor that mediates reproductive and circadian responses. 

Neuron 13(5):1177-85, 1994. 

176. Dubocovich ML and Markowska M: Functional MT1 and MT2 melatonin receptors 

in mammals. Endocrine 27(2):101-10, 2005. 

177. Carrillo-Vico A, Garcia-Perganeda A, Naji L, Calvo JR, Romero MP and Guerrero 

JM: Expression of membrane and nuclear melatonin receptor mRNA and protein in the 

mouse immune system. Cell Mol Life Sci 60(10):2272-8, 2003. 

178. Haldar C, Rai S and Singh R: Melatonin blocks dexamethasone-induced 

immunosuppression in a seasonally breeding rodent Indian palm squirrel, Funambulus 

pennanti. Steroids 69(6):367-77, 2004. 

179. Rai S and Haldar C: Pineal control of immune status and hematological changes in 

blood and bone marrow of male squirrels (Funambulus pennanti) during their 

reproductively active phase. Comp Biochem Physiol C Toxicol Pharmacol 136(4):319-28, 

2003. 

180. Tian YM, Zhang GY and Dai YR: Melatonin rejuvenates degenerated thymus and 

redresses peripheral immune functions in aged mice. Immunol Lett 88(2):101-4, 2003. 

181. Currier NL, Sun LZ and Miller SC: Exogenous melatonin: quantitative enhancement 

in vivo of cells mediating non-specific immunity. J Neuroimmunol 104(2):101-8, 2000. 



 178 

182. Demas GE and Nelson RJ: Exogenous melatonin enhances cell-mediated, but not 

humoral, immune function in adult male deer mice (Peromyscus maniculatus). J Biol 

Rhythms 13(3):245-52, 1998. 

183. Martins E, Jr., Fernandes LC, Bartol I, Cipolla-Neto J and Costa Rosa LF: The 

effect of melatonin chronic treatment upon macrophage and lymphocyte metabolism and 

function in Walker-256 tumour-bearing rats. J Neuroimmunol 82(1):81-9, 1998. 

184. Sze SF, Liu WK and Ng TB: Stimulation of murine splenocytes by melatonin and 

methoxytryptamine. J Neural Transm Gen Sect 94(2):115-26, 1993. 

185. del Gobbo V, Libri V, Villani N, Calio R and Nistico G: Pinealectomy inhibits 

interleukin-2 production and natural killer activity in mice. Int J Immunopharmacol 

11(5):567-73, 1989. 

186. Pioli C, Caroleo MC, Nistico G and Doria G: Melatonin increases antigen 

presentation and amplifies specific and non specific signals for T-cell proliferation. Int J 

Immunopharmacol 15(4):463-8, 1993. 

187. Huang SH, Cao XJ, Liu W, Shi XY and Wei W: Inhibitory effect of melatonin on 

lung oxidative stress induced by respiratory syncytial virus infection in mice. J Pineal 

Res 48(2):109-16, 2010. 

188. Sullivan DJ, Shelby J, Shao YL, Affleck DG, Hinson DM and Barton RG: 

Melatonin and a 21-aminosteroid attenuate shock after hemorrhage but differentially 

affect serum cytokines. J Surg Res 64(1):13-18, 1996. 

189. Yang F-L, Subeq Y-M, Lee C-J, Lee R-P, Peng T-C and Hsu B-G: Melatonin 

Ameliorates Hemorrhagic Shock-Induced Organ Damage in Rats. J Surg Res 

167(2):E315-E321, 2011. 

190. Carrillo-Vico A, Lardone PJ, Naji L, Fernandez-Santos JM, Martin-Lacave I, 

Guerrero JM and Calvo JR: Beneficial pleiotropic actions of melatonin in an 

experimental model of septic shock in mice: regulation of pro-/anti-inflammatory 

cytokine network, protection against oxidative damage and anti-apoptotic effects. J 

Pineal Res 39(4):400-8, 2005. 

191. Escames G, Acuna-Castroviejo D, Lopez LC, Tan DX, Maldonado MD, Sanchez-

Hidalgo M, Leon J and Reiter RJ: Pharmacological utility of melatonin in the treatment 

of septic shock: experimental and clinical evidence. J Pharm Pharmacol 58(9):1153-65, 

2006. 

192. Wu CC, Chiao CW, Hsiao G, Chen A and Yen MH: Melatonin prevents endotoxin‐

induced circulatory failure in rats. Journal of pineal research 30(3):147-156, 2001. 

193. Arzt ES, Fernandez-Castelo S, Finocchiaro LM, Criscuolo ME, Diaz A, Finkielman 

S and Nahmod VE: Immunomodulation by indoleamines: serotonin and melatonin action 

on DNA and interferon-gamma synthesis by human peripheral blood mononuclear cells. 

J Clin Immunol 8(6):513-20, 1988. 

194. Shaji AV, Kulkarni SK and Agrewala JN: Regulation of secretion of IL-4 and IgG1 

isotype by melatonin-stimulated ovalbumin-specific T cells. Clin Exp Immunol 

111(1):181-5, 1998. 

195. Carrillo-Vico A, Guerrero JM, Lardone PJ and Reiter RJ: A review of the multiple 

actions of melatonin on the immune system. Endocrine 27(2):189-200, 2005. 



 179 

196. Antolin I, Rodriguez C, Sainz RM, Mayo JC, Uria H, Kotler ML, Rodriguez-

Colunga MJ, Tolivia D and Menendez-Pelaez A: Neurohormone melatonin prevents cell 

damage: effect on gene expression for antioxidant enzymes. FASEB J 10(8):882-90, 1996. 

197. Barlow-Walden LR, Reiter RJ, Abe M, Pablos M, Menendez-Pelaez A, Chen LD 

and Poeggeler B: Melatonin stimulates brain glutathione peroxidase activity. Neurochem 

Int 26(5):497-502, 1995. 

198. Pablos MI, Reiter RJ, Ortiz GG, Guerrero JM, Agapito MT, Chuang JI and 

Sewerynek E: Rhythms of glutathione peroxidase and glutathione reductase in brain of 

chick and their inhibition by light. Neurochem Int 32(1):69-75, 1998. 

199. Rodriguez C, Mayo JC, Sainz RM, Antolin I, Herrera F, Martin V and Reiter RJ: 

Regulation of antioxidant enzymes: a significant role for melatonin. J Pineal Res 36(1):1-

9, 2004. 

200. Tan DX, Reiter RJ, Manchester LC, Yan MT, El-Sawi M, Sainz RM, Mayo JC, 

Kohen R, Allegra M and Hardeland R: Chemical and physical properties and potential 

mechanisms: melatonin as a broad spectrum antioxidant and free radical scavenger. Curr 

Top Med Chem 2(2):181-97, 2002. 

201. Poeggeler B, Saarela S, Reiter RJ, Tan DX, Chen LD, Manchester LC and Barlow-

Walden LR: Melatonin--a highly potent endogenous radical scavenger and electron donor: 

new aspects of the oxidation chemistry of this indole accessed in vitro. Ann N Y Acad Sci 

738:419-20, 1994. 

202. Pieri C, Marra M, Moroni F, Recchioni R and Marcheselli F: Melatonin: a peroxyl 

radical scavenger more effective than vitamin E. Life sciences 55(15):PL271-PL276, 

1994. 

203. Tan DX, Manchester LC, Reiter RJ, Plummer BF, Limson J, Weintraub ST and Qi 

W: Melatonin directly scavenges hydrogen peroxide: a potentially new metabolic 

pathway of melatonin biotransformation. Free Radic Biol Med 29(11):1177-85, 2000. 

204. Tan DX, Manchester LC, Burkhardt S, Sainz RM, Mayo JC, Kohen R, Shohami E, 

Huo YS, Hardeland R and Reiter RJ: N1-acetyl-N2-formyl-5-methoxykynuramine, a 

biogenic amine and melatonin metabolite, functions as a potent antioxidant. FASEB J 

15(12):2294-6, 2001. 

205. Seeger H, Mueck AO and Lippert TH: Effect of melatonin and metabolites on 

copper‐mediated oxidation of low density lipoprotein. British journal of clinical 

pharmacology 44(3):283-284, 1997. 

206. Hirata F, Hayaishi O, Tokuyama T and Seno S: In vitro and in vivo formation of two 

new metabolites of melatonin. J Biol Chem 249(4):1311-3, 1974. 

207. Mayo JC, Sainz RM, Antoli I, Herrera F, Martin V and Rodriguez C: Melatonin 

regulation of antioxidant enzyme gene expression. Cell Mol Life Sci 59(10):1706-13, 

2002. 

208. Chance B, Sies H and Boveris A: Hydroperoxide metabolism in mammalian organs. 

Physiol Rev 59(3):527-605, 1979. 

209. Dedkova EN and Blatter LA: Measuring mitochondrial function in intact cardiac 

myocytes. J Mol Cell Cardiol 52(1):48-61, 2012. 



 180 

210. Perry SW, Norman JP, Barbieri J, Brown EB and Gelbard HA: Mitochondrial 

membrane potential probes and the proton gradient: a practical usage guide. 

Biotechniques 50(2):98-115, 2011. 

211. Andreyev AY, Kushnareva YE and Starkov AA: Mitochondrial metabolism of 

reactive oxygen species. Biochemistry (Mosc) 70(2):200-14, 2005. 

212. Acuna-Castroviejo D, Martin M, Macias M, Escames G, Leon J, Khaldy H and 

Reiter RJ: Melatonin, mitochondria, and cellular bioenergetics. J Pineal Res 30(2):65-74, 

2001. 

213. Lenaz G: The mitochondrial production of reactive oxygen species: mechanisms and 

implications in human pathology. IUBMB Life 52(3-5):159-64, 2001. 

214. Ott M, Gogvadze V, Orrenius S and Zhivotovsky B: Mitochondria, oxidative stress 

and cell death. Apoptosis 12(5):913-22, 2007. 

215. Tapias V, Escames G, Lopez LC, Lopez A, Camacho E, Carrion MD, Entrena A, 

Gallo MA, Espinosa A and Acuna-Castroviejo D: Melatonin and its brain metabolite 

N(1)-acetyl-5-methoxykynuramine prevent mitochondrial nitric oxide synthase induction 

in parkinsonian mice. J Neurosci Res 87(13):3002-10, 2009. 

216. Martin M, Macias M, Escames G, Reiter RJ, Agapito MT, Ortiz GG and Acuna-

Castroviejo D: Melatonin-induced increased activity of the respiratory chain complexes I 

and IV can prevent mitochondrial damage induced by ruthenium red in vivo. J Pineal Res 

28(4):242-8, 2000. 

217. Lopez A, Garcia JA, Escames G, Venegas C, Ortiz F, Lopez LC and Acuna-

Castroviejo D: Melatonin protects the mitochondria from oxidative damage reducing 

oxygen consumption, membrane potential, and superoxide anion production. J Pineal Res 

46(2):188-98, 2009. 

218. Leon J, Acuna-Castroviejo D, Escames G, Tan DX and Reiter RJ: Melatonin 

mitigates mitochondrial malfunction. J Pineal Res 38(1):1-9, 2005. 

219. Jou MJ, Peng TI, Reiter RJ, Jou SB, Wu HY and Wen ST: Visualization of the 

antioxidative effects of melatonin at the mitochondrial level during oxidative stress-

induced apoptosis of rat brain astrocytes. J Pineal Res 37(1):55-70, 2004. 

220. Andrabi SS, Parvez S and Tabassum H: Melatonin and Ischemic Stroke: 

Mechanistic Roles and Action. Adv Pharmacol Sci 2015:384750, 2015. 

221. Hrenak J, Paulis L, Repova K, Aziriova S, Nagtegaal EJ, Reiter RJ and Simko F: 

Melatonin and renal protection: novel perspectives from animal experiments and human 

studies (review). Curr Pharm Des 21(7):936-49, 2015. 

222. Mathes AM: Hepatoprotective actions of melatonin: possible mediation by 

melatonin receptors. World J Gastroenterol 16(48):6087-97, 2010. 

223. Mortezaee K and Khanlarkhani N: Melatonin application in targeting oxidative-

induced liver injuries: A review. J Cell Physiol, 2017. 

224. Reiter RJ and Tan DX: Melatonin: a novel protective agent against oxidative injury 

of the ischemic/reperfused heart. Cardiovasc Res 58(1):10-9, 2003. 

225. Reiter RJ, Mayo JC, Tan DX, Sainz RM, Alatorre-Jimenez M and Qin L: Melatonin 

as an antioxidant: under promises but over delivers. J Pineal Res 61(3):253-78, 2016. 



 181 

226. Hsu JT, Kuo CJ, Chen TH, Wang F, Lin CJ, Yeh TS, Hwang TL and Jan YY: 

Melatonin prevents hemorrhagic shock-induced liver injury in rats through an Akt-

dependent HO-1 pathway. J Pineal Res 53(4):410-6, 2012. 

227. Mathes AM, Kubulus D, Weiler J, Bentley A, Waibel L, Wolf B, Bauer I and 

Rensing H: Melatonin receptors mediate improvements of liver function but not of 

hepatic perfusion and integrity after hemorrhagic shock in rats. Crit Care Med 36(1):24-9, 

2008. 

228. Sullivan DJ, Shelby J, Shao Y, Affleck DG, Hinson DM and Barton RG: Melatonin 

and a 21-aminosteroid attenuate shock after hemorrhage but differentially affect serum 

cytokines. J Surg Res 64(1):13-8, 1996. 

229. Yang FL, Subeq YM, Lee CJ, Lee RP, Peng TC and Hsu BG: Melatonin ameliorates 

hemorrhagic shock-induced organ damage in rats. J Surg Res 167(2):e315-21, 2011. 

230. Wichmann MW, Haisken JM, Ayala A and Chaudry IH: Melatonin administration 

following hemorrhagic shock decreases mortality from subsequent septic challenge. J 

Surg Res 65(2):109-14, 1996. 

231. Klein AH, Wendroth SM, Drewes LR and Andrews MT: Small-volume d-beta-

hydroxybutyrate solution infusion increases survivability of lethal hemorrhagic shock in 

rats. Shock 34(6):565-72, 2010. 

232. Mulier KE, Lexcen DR, Luzcek E, Greenberg JJ and Beilman GJ: Treatment with 

beta-hydroxybutyrate and melatonin is associated with improved survival in a porcine 

model of hemorrhagic shock. Resuscitation 83(2):253-8, 2012. 

233. Perez de Lara Rodriguez CE, Drewes LR and Andrews MT: Hibernation-based 

blood loss therapy increases survivability of lethal hemorrhagic shock in rats. J Comp 

Physiol B 187(5-6):769-778, 2017. 

234. Kimura I, Inoue D, Maeda T, Hara T, Ichimura A, Miyauchi S, Kobayashi M, 

Hirasawa A and Tsujimoto G: Short-chain fatty acids and ketones directly regulate 

sympathetic nervous system via G protein-coupled receptor 41 (GPR41). Proc Natl Acad 

Sci U S A 108(19):8030-5, 2011. 

235. Rahman M, Muhammad S, Khan MA, Chen H, Ridder DA, Muller-Fielitz H, 

Pokorna B, Vollbrandt T, Stolting I, Nadrowitz R, Okun JG, Offermanns S and 

Schwaninger M: The beta-hydroxybutyrate receptor HCA2 activates a neuroprotective 

subset of macrophages. Nat Commun 5:3944, 2014. 

236. Alam HB, Stegalkina S, Rhee P and Koustova E: cDNA array analysis of gene 

expression following hemorrhagic shock and resuscitation in rats. Resuscitation 

54(2):195-206, 2002. 

237. Lin T, Alam HB, Chen H, Britten-Webb J, Rhee P, Kirkpatrick J and Koustova E: 

Cardiac histones are substrates of histone deacetylase activity in hemorrhagic shock and 

resuscitation. Surgery 139(3):365-76, 2006. 

238. Alam HB, Shuja F, Butt MU, Duggan M, Li Y, Zacharias N, Fukudome EY, Liu B, 

Demoya M and Velmahos GC: Surviving blood loss without blood transfusion in a swine 

poly-trauma model. Surgery 146(2):325-33, 2009. 

239. Shimazu T, Hirschey MD, Newman J, He W, Shirakawa K, Le Moan N, Grueter CA, 

Lim H, Saunders LR, Stevens RD, Newgard CB, Farese RV, Jr., de Cabo R, Ulrich S, 



 182 

Akassoglou K and Verdin E: Suppression of oxidative stress by beta-hydroxybutyrate, an 

endogenous histone deacetylase inhibitor. Science 339(6116):211-4, 2013. 

240. Reuter A and Klinger W: The influence of systemic hypoxia and reoxygenation on 

the glutathione redox system of brain, liver, lung and plasma in newborn rats. Exp 

Toxicol Pathol 44(6):339-43, 1992. 

241. Galvao J, Davis B, Tilley M, Normando E, Duchen MR and Cordeiro MF: 

Unexpected low-dose toxicity of the universal solvent DMSO. FASEB J 28(3):1317-30, 

2014. 

242. Marren K: Dimethyl sulfoxide: an effective penetration enhancer for topical 

administration of NSAIDs. Phys Sportsmed 39(3):75-82, 2011. 

243. Rawls WF, Cox L and Rovner ES: Dimethyl sulfoxide (DMSO) as intravesical 

therapy for interstitial cystitis/bladder pain syndrome: A review. Neurourol Urodyn 

36(7):1677-1684, 2017. 

244. : Inactive Ingredient Database. In U. S. F. a. D. Administration (ed). Silver Spring, 

MD, 2017. 

245. Smith ER, Hadidian Z and Mason MM: The single--and repeated--dose toxicity of 

dimethyl sulfoxide. Ann N Y Acad Sci 141(1):96-109, 1967. 

246. Gonella S, Berchialla P, Bruno B and Di Giulio P: Are orange lollies effective in 

preventing nausea and vomiting related to dimethyl sulfoxide? A multicenter randomized 

trial. Support Care Cancer 22(9):2417-24, 2014. 

247. Muther RS and Bennett WM: Effects of dimethyl sulfoxide on renal function in man. 

JAMA 244(18):2081-3, 1980. 

248. Shu Z, Heimfeld S and Gao D: Hematopoietic SCT with cryopreserved grafts: 

adverse reactions after transplantation and cryoprotectant removal before infusion. Bone 

Marrow Transplant 49(4):469-76, 2014. 

249. Zenhausern R, Tobler A, Leoncini L, Hess OM and Ferrari P: Fatal cardiac 

arrhythmia after infusion of dimethyl sulfoxide-cryopreserved hematopoietic stem cells 

in a patient with severe primary cardiac amyloidosis and end-stage renal failure. Ann 

Hematol 79(9):523-6, 2000. 

250. Ruiz-Delgado GJ, Mancias-Guerra C, Tamez-Gomez EL, Rodriguez-Romo LN, 

Lopez-Otero A, Hernandez-Arizpe A, Gomez-Almaguer D and Ruiz-Arguelles GJ: 

Dimethyl sulfoxide-induced toxicity in cord blood stem cell transplantation: report of 

three cases and review of the literature. Acta Haematol 122(1):1-5, 2009. 

251. Benekli M, Anderson B, Wentling D, Bernstein S, Czuczman M and McCarthy P: 

Severe respiratory depression after dimethylsulphoxide-containing autologous stem cell 

infusion in a patient with AL amyloidosis. Bone Marrow Transplant 25(12):1299-301, 

2000. 

252. Bauwens D, Hantson P, Laterre PF, Michaux L, Latinne D, De Tourtchaninoff M, 

Cosnard G and Hernalsteen D: Recurrent seizure and sustained encephalopathy 

associated with dimethylsulfoxide-preserved stem cell infusion. Leuk Lymphoma 

46(11):1671-4, 2005. 



 183 

253. Cox MA, Kastrup J and Hrubisko M: Historical perspectives and the future of 

adverse reactions associated with haemopoietic stem cells cryopreserved with dimethyl 

sulfoxide. Cell Tissue Bank 13(2):203-15, 2012. 

254. Slichter SJ, Jones M, Ransom J, Gettinger I, Jones MK, Christoffel T, Pellham E, 

Bailey SL, Corson J and Bolgiano D: Review of in vivo studies of dimethyl sulfoxide 

cryopreserved platelets. Transfus Med Rev 28(4):212-25, 2014. 

255. Jacob SW and de la Torre JC: Pharmacology of dimethyl sulfoxide in cardiac and 

CNS damage. Pharmacol Rep 61(2):225-35, 2009. 

256. Karaca M, Bilgin UY, Akar M and de la Torre JC: Dimethly sulphoxide lowers ICP 

after closed head trauma. Eur J Clin Pharmacol 40(1):113-4, 1991. 

257. Kulah A, Akar M and Baykut L: Dimethyl sulfoxide in the management of patient 

with brain swelling and increased intracranial pressure after severe closed head injury. 

Neurochirurgia (Stuttg) 33(6):177-80, 1990. 

258. Karaca M, Kilic E, Yazici B, Demir S and de la Torre JC: Ischemic stroke in elderly 

patients treated with a free radical scavenger-glycolytic intermediate solution: a 

preliminary pilot trial. Neurol Res 24(1):73-80, 2002. 

259. Bini R, Olivero G, Trombetta A, Castagna E and Cotogni P: Effects of dimethyl 

sulfoxide, pyrrolidine dithiocarbamate, and methylprednisolone on nuclear factor-kappaB 

and heat shock protein 70 in a rat model of hemorrhagic shock. J Trauma 64(4):1048-54, 

2008. 

260. Takasu A, Norio H, Gotoh Y, Sakamoto T and Okada Y: Effect of induced-

hypothermia on short-term survival after volume-controlled hemorrhage in pigs. 

Resuscitation 56(3):319-28, 2003. 

261. Alam HB, Duggan M, Li Y, Spaniolas K, Liu B, Tabbara M, Demoya M, Sailhamer 

EA, Shults C and Velmahos GC: Putting life on hold-for how long? Profound 

hypothermic cardiopulmonary bypass in a Swine model of complex vascular injuries. J 

Trauma 64(4):912-22, 2008. 

262. Davis PW: An incipient “wonder drug” movement: DMSO and the Food and Drug 

Administration. Social Problems 32(2):197-212, 1984. 

263. Kaye TS, Egorin MJ, Riggs CE, Jr., Olman EA, Chou FT and Salcman M: The 

plasma pharmacokinetics and tissue distribution of dimethyl sulfoxide in mice. Life Sci 

33(13):1223-30, 1983. 

264. Waller FT, Tanabe CT and Paxton HD: Treatment of elevated intracranial pressure 

with dimethyl sulfoxide. Ann N Y Acad Sci 411:286-92, 1983. 

265. Drew KL, Rice ME, Kuhn TB and Smith MA: Neuroprotective adaptations in 

hibernation: therapeutic implications for ischemia-reperfusion, traumatic brain injury and 

neurodegenerative diseases. Free Radic Biol Med 31(5):563-73, 2001. 

266. Larkin JE, Yellon SM and Zucker I: Melatonin production accompanies arousal 

from daily torpor in Siberian hamsters. Physiol Biochem Zool 76(4):577-85, 2003. 

267. Hildebrand F, Andruszkow H, Huber-Lang M, Pape HC and van Griensven M: 

Combined hemorrhage/trauma models in pigs-current state and future perspectives. Shock 

40(4):247-73, 2013. 



 184 

268. Phillips CR, Vinecore K, Hagg DS, Sawai RS, Differding JA, Watters JM and 

Schreiber MA: Resuscitation of haemorrhagic shock with normal saline vs. lactated 

Ringer's: effects on oxygenation, extravascular lung water and haemodynamics. Crit 

Care 13(2):R30, 2009. 

269. Holcomb JB, Pusateri AE, Harris RA, Charles NC, Gomez RR, Cole JP, Beall LD, 

Bayer V, MacPhee MJ and Hess JR: Effect of dry fibrin sealant dressings versus gauze 

packing on blood loss in grade V liver injuries in resuscitated swine. J Trauma 46(1):49-

57, 1999. 

270. Zhang Y, Huo M, Zhou J and Xie S: PKSolver: An add-in program for 

pharmacokinetic and pharmacodynamic data analysis in Microsoft Excel. Comput 

Methods Programs Biomed 99(3):306-14, 2010. 

271. van Hall G, Strømstad M, Rasmussen P, Jans Ø, Zaar M, Gam C, Quistorff B, 

Secher NH and Nielsen HB: Blood lactate is an important energy source for the human 

brain. Journal of Cerebral Blood Flow & Metabolism 29(6):1121-1129, 2009. 

272. Pan JW, Rothman TL, Behar KL, Stein DT and Hetherington HP: Human brain 

beta-hydroxybutyrate and lactate increase in fasting-induced ketosis. J Cereb Blood Flow 

Metab 20(10):1502-7, 2000. 

273. Relman AS: Metabolic consequences of acid-base disorders. Kidney Int 1(5):347-59, 

1972. 

274. DuBose JJ, Kobayashi L, Lozornio A, Teixeira P, Inaba K, Lam L, Talving P, 

Branco B, Demetriades D and Rhee P: Clinical experience using 5% hypertonic saline as 

a safe alternative fluid for use in trauma. J Trauma 68(5):1172-7, 2010. 

275. Alfonzo AV, Isles C, Geddes C and Deighan C: Potassium disorders--clinical 

spectrum and emergency management. Resuscitation 70(1):10-25, 2006. 

276. de la Torre JC, Surgeon JW, Ernest T and Wollmann R: Subacute toxicity of 

intravenous dimethyl sulfoxide in rhesus monkeys. J Toxicol Environ Health 7(1):49-57, 

1981. 

277. Buck ML, Wiggins BS and Sesler JM: Intraosseous drug administration in children 

and adults during cardiopulmonary resuscitation. Ann Pharmacother 41(10):1679-86, 

2007. 

278. Jaimovich DG, Shabino CL, Ringer TV and Peters GR: Comparison of intraosseous 

and intravenous routes of anticonvulsant administration in a porcine model. Ann Emerg 

Med 18(8):842-6, 1989. 

279. Tan DX, Manchester LC, Reiter RJ, Qi WB, Zhang M, Weintraub ST, Cabrera J, 

Sainz RM and Mayo JC: Identification of highly elevated levels of melatonin in bone 

marrow: its origin and significance. Biochim Biophys Acta 1472(1-2):206-14, 1999. 

280. McPherson PA and McEneny J: The biochemistry of ketogenesis and its role in 

weight management, neurological disease and oxidative stress. J Physiol Biochem 

68(1):141-51, 2012. 

281. Lippi G, Favaloro EJ and Cervellin G: Massive posttraumatic bleeding: 

epidemiology, causes, clinical features, and therapeutic management. Semin Thromb 

Hemost 39(1):83-93, 2013. 



 185 

282. Tieu K, Perier C, Caspersen C, Teismann P, Wu DC, Yan SD, Naini A, Vila M, 

Jackson-Lewis V, Ramasamy R and Przedborski S: D-beta-hydroxybutyrate rescues 

mitochondrial respiration and mitigates features of Parkinson disease. J Clin Invest 

112(6):892-901, 2003. 

283. Chiolero R, Mavrocordatos P, Burnier P, Cayeux MC, Schindler C, Jequier E and 

Tappy L: Effects of infused sodium acetate, sodium lactate, and sodium beta-

hydroxybutyrate on energy expenditure and substrate oxidation rates in lean humans. Am 

J Clin Nutr 58(5):608-13, 1993. 

284. Prins ML, Lee SM, Fujima LS and Hovda DA: Increased cerebral uptake and 

oxidation of exogenous betaHB improves ATP following traumatic brain injury in adult 

rats. J Neurochem 90(3):666-72, 2004. 

285. Suzuki M, Suzuki M, Kitamura Y, Mori S, Sato K, Dohi S, Sato T, Matsuura A and 

Hiraide A: Beta-hydroxybutyrate, a cerebral function improving agent, protects rat brain 

against ischemic damage caused by permanent and transient focal cerebral ischemia. Jpn 

J Pharmacol 89(1):36-43, 2002. 

286. Reiter RJ, Tan DX, Manchester LC and El-Sawi MR: Melatonin reduces oxidant 

damage and promotes mitochondrial respiration: implications for aging. Ann N Y Acad 

Sci 959:238-50, 2002. 

287. Research CfDEa: Guidance for Industry. Estimating the Maximum Safe Starting 

Dose in Initial Clinical Trials for Therapeutics in Adult Healthy Volunteers. Rockville, 

MD: U.S. Department of Health and Human Services 

Food and Drug Administration 

Center for Drug Evaluation and Research, 2005. 

288. Steinmetz KL and Spack EG: The basics of preclinical drug development for 

neurodegenerative disease indications. BMC Neurol 9 Suppl 1:S2, 2009. 

289. Le Tourneau C, Lee JJ and Siu LL: Dose escalation methods in phase I cancer 

clinical trials. J Natl Cancer Inst 101(10):708-20, 2009. 

290. Andrade EL, Bento AF, Cavalli J, Oliveira SK, Schwanke RC, Siqueira JM, Freitas 

CS, Marcon R and Calixto JB: Non-clinical studies in the process of new drug 

development - Part II: Good laboratory practice, metabolism, pharmacokinetics, safety 

and dose translation to clinical studies. Braz J Med Biol Res 49(12):e5646, 2016. 

291. Freireich EJ, Gehan EA, Rall DP, Schmidt LH and Skipper HE: Quantitative 

comparison of toxicity of anticancer agents in mouse, rat, hamster, dog, monkey, and 

man. Cancer Chemother Rep 50(4):219-44, 1966. 

292. Lusczek E, Nelson T, Lexcen D, Witowski N, Mulier K and Beilman G: Urine 

metabolomics in hemorrhagic shock: Normalization of urine in the face of changing 

intravascular fluid volume and perturbations in metabolism. J Bioanal Biomed 3:038-048, 

2011. 

293. Wolf A, Mulier KE, Iyegha UP, Asghar JI and Beilman GJ: Safety of D-ß-

Hydroxybutyrate and Melatonin for the Treatment of Hemorrhagic Shock With 

Polytrauma. Shock 44 Suppl 1:79-89, 2015. 



 186 

294. Buckley MS, Leblanc JM and Cawley MJ: Electrolyte disturbances associated with 

commonly prescribed medications in the intensive care unit. Crit Care Med 38(6 

Suppl):S253-64, 2010. 

295. Funk GC, Lindner G, Druml W, Metnitz B, Schwarz C, Bauer P and Metnitz PG: 

Incidence and prognosis of dysnatremias present on ICU admission. Intensive Care Med 

36(2):304-11, 2010. 

296. Polderman KH, Schreuder WO, Strack van Schijndel RJ and Thijs LG: 

Hypernatremia in the intensive care unit: an indicator of quality of care? Crit Care Med 

27(6):1105-8, 1999. 

297. Stelfox HT, Ahmed SB, Khandwala F, Zygun D, Shahpori R and Laupland K: The 

epidemiology of intensive care unit-acquired hyponatraemia and hypernatraemia in 

medical-surgical intensive care units. Crit Care 12(6):R162, 2008. 

298. Aiyagari V, Deibert E and Diringer MN: Hypernatremia in the neurologic intensive 

care unit: how high is too high? J Crit Care 21(2):163-72, 2006. 

299. Hoorn EJ, Betjes MG, Weigel J and Zietse R: Hypernatraemia in critically ill 

patients: too little water and too much salt. Nephrol Dial Transplant 23(5):1562-8, 2008. 

300. Kumar AB, Shi Y, Shotwell MS, Richards J and Ehrenfeld JM: Hypernatremia is a 

significant risk factor for acute kidney injury after subarachnoid hemorrhage: a 

retrospective analysis. Neurocrit Care 22(2):184-91, 2015. 

301. Lindner G, Funk GC, Schwarz C, Kneidinger N, Kaider A, Schneeweiss B, Kramer 

L and Druml W: Hypernatremia in the critically ill is an independent risk factor for 

mortality. Am J Kidney Dis 50(6):952-7, 2007. 

302. Adrogue HJ and Madias NE: Hypernatremia. N Engl J Med 342(20):1493-9, 2000. 

303. Arambewela MH, Somasundaram NP and Garusinghe C: Extreme hypernatremia as 

a probable cause of fatal arrhythmia: a case report. J Med Case Rep 10(1):272, 2016. 

304. Kazanji N, Al Assad W, Gjeorgjievski M and Thalla RK: Extreme hypernatremia 

(254 mmol/L) and electrocardiogram findings. Int Urol Nephrol 47(5):871-2, 2015. 

305. Froelich M, Ni Q, Wess C, Ougorets I and Hartl R: Continuous hypertonic saline 

therapy and the occurrence of complications in neurocritically ill patients. Crit Care Med 

37(4):1433-41, 2009. 

306. Diringer M: Neurologic manifestations of major electrolyte abnormalities. Handb 

Clin Neurol 141:705-713, 2017. 

307. Oh MS and Carroll HJ: Disorders of sodium metabolism: hypernatremia and 

hyponatremia. Crit Care Med 20(1):94-103, 1992. 

308. DiStefano V and Klahn JJ: Observations on the pharmacology and hemolytic 

activity of dimethyl sulfoxide. Toxicol Appl Pharmacol 7(5):660-6, 1965. 

309. Finberg L, Kiley J and Luttrell CN: Mass accidental salt poisoning in infancy. A 

study of a hospital disaster. JAMA 184:187-90, 1963. 

310. Furukawa S, Takaya A, Nakagawa T, Sakaguchi I and Nishi K: Fatal hypernatremia 

due to drinking a large quantity of shoyu (Japanese soy sauce). J Forensic Leg Med 

18(2):91-2, 2011. 



 187 

311. Luttrell CN and Finberg L: Hemorrhagic encephalopathy induced by hypernatremia. 

I. Clinical, laboratory, and pathological observations. AMA Arch Neurol Psychiatry 

81(4):424-32, 1959. 

312. Simmons MA, Adcock EW, 3rd, Bard H and Battaglia FC: Hypernatremia and 

intracranial hemorrhage in neonates. N Engl J Med 291(1):6-10, 1974. 

313. Palevsky PM: Hypernatremia. Semin Nephrol 18(1):20-30, 1998. 

314. Strange K: Regulation of solute and water balance and cell volume in the central 

nervous system. J Am Soc Nephrol 3(1):12-27, 1992. 

315. Tan SK, Kolmodin L, Sekhon MS, Qiao L, Zou J, Henderson WR and Griesdale DE: 

The effect of continuous hypertonic saline infusion and hypernatremia on mortality in 

patients with severe traumatic brain injury: a retrospective cohort study. Can J Anaesth 

63(6):664-73, 2016. 

316. Food U and Administration D: Draft guidance for industry: voluntary sodium 

reduction goals: target mean and upper bound concentrations for sodium in commercially 

processed, packaged, and prepared foods. Washington, DC: US Food and Drug 

Administration, 2016. 

317. Ofran Y, Lavi D, Opher D, Weiss TA and Elinav E: Fatal voluntary salt intake 

resulting in the highest ever documented sodium plasma level in adults (255 mmol L-1): 

a disorder linked to female gender and psychiatric disorders. J Intern Med 256(6):525-8, 

2004. 

318. Gulati A: Vascular Endothelium and Hypovolemic Shock. Curr Vasc Pharmacol 

14(2):187-95, 2016. 

319. Sawant DA, Tharakan B, Hunter FA and Childs EW: The role of intrinsic apoptotic 

signaling in hemorrhagic shock-induced microvascular endothelial cell barrier 

dysfunction. J Cardiovasc Transl Res 7(8):711-8, 2014. 

320. Stein DM and Scalea TM: Capillary leak syndrome in trauma: what is it and what 

are the consequences? Adv Surg 46:237-53, 2012. 

321. Childs EW, Udobi KF, Hunter FA and Dhevan V: Evidence of transcellular albumin 

transport after hemorrhagic shock. Shock 23(6):565-70, 2005. 

322. Carrico CJ, Canizaro PC and Shires GT: Fluid resuscitation following injury: 

rationale for the use of balanced salt solutions. Crit Care Med 4(2):46-54, 1976. 

323. Middleton ES, Mathews R and Shires GT: Radiosulphate as a measure of the 

extracellular fluid in acute hemorrhagic shock. Ann Surg 170(2):174-86, 1969. 

324. Shires T, Coln D, Carrico J and Lightfoot S: Fluid Therapy in Hemorrhagic Shock. 

Arch Surg 88:688-93, 1964. 

325. Holcomb SS: Third‐spacing: When body fluid shifts. Nursing2016 38(7):50-53, 

2008. 

326. Siddall E, Khatri M and Radhakrishnan J: Capillary leak syndrome: etiologies, 

pathophysiology, and management. Kidney Int 92(1):37-46, 2017. 

327. PHELPS KR: 29 Edema. Clinical Methods: The History, Physical, and Laboratory 

Examinations:144, 1990. 

328. Malbrain ML, Marik PE, Witters I, Cordemans C, Kirkpatrick AW, Roberts DJ and 

Van Regenmortel N: Fluid overload, de-resuscitation, and outcomes in critically ill or 



 188 

injured patients: a systematic review with suggestions for clinical practice. Anaesthesiol 

Intensive Ther 46(5):361-80, 2014. 

329. Rogers WK and Garcia L: Intraabdominal Hypertension, Abdominal Compartment 

Syndrome, and the Open Abdomen. Chest, 2017. 

330. Vivier E, Metton O, Piriou V, Lhuillier F, Cottet-Emard JM, Branche P, Duperret S 

and Viale JP: Effects of increased intra-abdominal pressure on central circulation. Br J 

Anaesth 96(6):701-7, 2006. 

331. Malbrain ML, Cheatham ML, Kirkpatrick A, Sugrue M, Parr M, De Waele J, 

Balogh Z, Leppaniemi A, Olvera C, Ivatury R, D'Amours S, Wendon J, Hillman K, 

Johansson K, Kolkman K and Wilmer A: Results from the International Conference of 

Experts on Intra-abdominal Hypertension and Abdominal Compartment Syndrome. I. 

Definitions. Intensive Care Med 32(11):1722-32, 2006. 

332. Caldwell CB and Ricotta JJ: Changes in visceral blood flow with elevated 

intraabdominal pressure. J Surg Res 43(1):14-20, 1987. 

333. Malbrain ML, Deeren D and De Potter TJ: Intra-abdominal hypertension in the 

critically ill: it is time to pay attention. Curr Opin Crit Care 11(2):156-71, 2005. 

334. Andersen LW, Mackenhauer J, Roberts JC, Berg KM, Cocchi MN and Donnino 

MW: Etiology and therapeutic approach to elevated lactate levels. Mayo Clin Proc 

88(10):1127-40, 2013. 

335. Miles JM, Nissen SL, Rizza RA, Gerich JE and Haymond MW: Failure of infused 

beta-hydroxybutyrate to decrease proteolysis in man. Diabetes 32(3):197-205, 1983. 

336. Hiraide A, Katayama M, Sugimoto H, Yoshioka T and Sugimoto T: Effect of 3-

hydroxybutyrate on posttraumatic metabolism in man. Surgery 109(2):176-81, 1991. 

337. Sarahian S, Pouria MM, Ing TS and Sam R: Hypervolemic hypernatremia is the 

most common type of hypernatremia in the intensive care unit. Int Urol Nephrol 

47(11):1817-21, 2015. 

338. Kahn T: Hypernatremia with edema. Arch Intern Med 159(1):93-8, 1999. 

339. Fisher LA, Ko N, Miss J, Tung PP, Kopelnik A, Banki NM, Gardner D, Smith WS, 

Lawton MT and Zaroff JG: Hypernatremia predicts adverse cardiovascular and 

neurological outcomes after SAH. Neurocrit Care 5(3):180-5, 2006. 

340. Safari S, Yousefifard M, Hashemi B, Baratloo A, Forouzanfar MM, Rahmati F, 

Motamedi M and Najafi I: The value of serum creatine kinase in predicting the risk of 

rhabdomyolysis-induced acute kidney injury: a systematic review and meta-analysis. Clin 

Exp Nephrol 20(2):153-61, 2016. 

341. Stone HH and Fulenwider JT: Renal decapsulation in the prevention of post-

ischemic oliguria. Ann Surg 186(3):343-55, 1977. 

342. Sanz AB, Santamaria B, Ruiz-Ortega M, Egido J and Ortiz A: Mechanisms of renal 

apoptosis in health and disease. J Am Soc Nephrol 19(9):1634-42, 2008. 

343. Abuelo JG: Normotensive ischemic acute renal failure. N Engl J Med 357(8):797-

805, 2007. 

344. De Laet I, Malbrain M, Jadoul J, Rogiers P and Sugrue M: Renal implications of 

increased intra-abdominal pressure: are the kidneys the canary for abdominal 

hypertension? Acta Clinica Belgica 62(sup1):119-130, 2007. 



 189 

345. Sondeen JL, Coppes VG and Holcomb JB: Blood pressure at which rebleeding 

occurs after resuscitation in swine with aortic injury. J Trauma 54(5 Suppl):S110-7, 2003. 

346. Sakr Y, Vincent JL, Reinhart K, Groeneveld J, Michalopoulos A, Sprung CL, 

Artigas A, Ranieri VM and Sepsis Occurence in Acutely Ill Patients I: High tidal volume 

and positive fluid balance are associated with worse outcome in acute lung injury. Chest 

128(5):3098-108, 2005. 

347. Claure-Del Granado R and Mehta RL: Fluid overload in the ICU: evaluation and 

management. BMC nephrology 17(1):109, 2016. 

348. Montuschi P, Barnes PJ and Roberts LJ, 2nd: Isoprostanes: markers and mediators 

of oxidative stress. FASEB J 18(15):1791-800, 2004. 

349. Ganie FA, Lone H, Lone GN, Wani ML, Singh S, Dar AM, Wani NU, Wani SN and 

Nazeer NU: Lung Contusion: A Clinico-Pathological Entity with Unpredictable Clinical 

Course. Bull Emerg Trauma 1(1):7-16, 2013. 

350. Niesler U, Palmer A, Radermacher P and Huber-Lang MS: Role of alveolar 

macrophages in the inflammatory response after trauma. Shock 42(1):3-10, 2014. 

351. Youm YH, Nguyen KY, Grant RW, Goldberg EL, Bodogai M, Kim D, D'Agostino 

D, Planavsky N, Lupfer C, Kanneganti TD, Kang S, Horvath TL, Fahmy TM, Crawford 

PA, Biragyn A, Alnemri E and Dixit VD: The ketone metabolite beta-hydroxybutyrate 

blocks NLRP3 inflammasome-mediated inflammatory disease. Nat Med 21(3):263-9, 

2015. 

352. Chen H, Koustova E, Shults C, Sailhamer EA and Alam HB: Differential effect of 

resuscitation on Toll-like receptors in a model of hemorrhagic shock without a septic 

challenge. Resuscitation 74(3):526-37, 2007. 

353. Jaskille A, Koustova E, Rhee P, Britten-Webb J, Chen HZ, Valeri CR, Kirkpatrick 

JR and Alam HB: Hepatic apoptosis after hemorrhagic shock in rats can be reduced 

through modifications of conventional Ringer's solution. J Am Coll Surg 202(1):25-35, 

2006. 

354. Ozdinc S, Oz G, Ozdemir C, Kilic I, Karakaya Z, Bal A, Koken T and Solak O: 

Melatonin: is it an effective antioxidant for pulmonary contusion? J Surg Res 204(2):445-

51, 2016. 

355. Takhtfooladi H, Takhtfooladi M, Moayer F and Mobarakeh S: Melatonin attenuates 

lung injury in a hind limb ischemia-reperfusion rat model. Rev Port Pneumol (2006) 

21(1):30-5, 2015. 

356. Zhou L, Zhao D, An H, Zhang H, Jiang C and Yang B: Melatonin prevents lung 

injury induced by hepatic ischemia-reperfusion through anti-inflammatory and anti-

apoptosis effects. Int Immunopharmacol 29(2):462-7, 2015. 

357. Fu SP, Li SN, Wang JF, Li Y, Xie SS, Xue WJ, Liu HM, Huang BX, Lv QK, Lei 

LC, Liu GW, Wang W and Liu JX: BHBA suppresses LPS-induced inflammation in BV-

2 cells by inhibiting NF-kappaB activation. Mediators Inflamm 2014:983401, 2014. 

358. Gambhir D, Ananth S, Veeranan-Karmegam R, Elangovan S, Hester S, Jennings E, 

Offermanns S, Nussbaum JJ, Smith SB, Thangaraju M, Ganapathy V and Martin PM: 

GPR109A as an anti-inflammatory receptor in retinal pigment epithelial cells and its 

relevance to diabetic retinopathy. Invest Ophthalmol Vis Sci 53(4):2208-17, 2012. 



 190 

359. Jain SK, Kannan K, Lim G, McVie R and Bocchini JA, Jr.: Hyperketonemia 

increases tumor necrosis factor-alpha secretion in cultured U937 monocytes and Type 1 

diabetic patients and is apparently mediated by oxidative stress and cAMP deficiency. 

Diabetes 51(7):2287-93, 2002. 

360. Kurepa D, Pramanik AK, Kakkilaya V, Caldito G, Groome LJ, Bocchini JA and Jain 

SK: Elevated acetoacetate and monocyte chemotactic protein-1 levels in cord blood of 

infants of diabetic mothers. Neonatology 102(3):163-8, 2012. 

361. Rains JL and Jain SK: Hyperketonemia increases monocyte adhesion to endothelial 

cells and is mediated by LFA-1 expression in monocytes and ICAM-1 expression in 

endothelial cells. Am J Physiol Endocrinol Metab 301(2):E298-306, 2011. 

362. Aon MA, Cortassa S and O'Rourke B: Redox-optimized ROS balance: a unifying 

hypothesis. Biochim Biophys Acta 1797(6-7):865-77, 2010. 

363. Puchalska P and Crawford PA: Multi-dimensional Roles of Ketone Bodies in Fuel 

Metabolism, Signaling, and Therapeutics. Cell Metab 25(2):262-284, 2017. 

364. Carpenter RG and Grossman SP: Plasma fat metabolites and hunger. Physiol Behav 

30(1):57-63, 1983. 

365. Ciraolo ST, Previs SF, Fernandez CA, Agarwal KC, David F, Koshy J, Lucas D, 

Tammaro A, Stevens MP, Tserng KY and et al.: Model of extreme hypoglycemia in dogs 

made ketotic with (R,S)-1,3-butanediol acetoacetate esters. Am J Physiol 269(1 Pt 

1):E67-75, 1995. 

366. Desrochers S, Dubreuil P, Brunet J, Jette M, David F, Landau BR and Brunengraber 

H: Metabolism of (R,S)-1,3-butanediol acetoacetate esters, potential parenteral and 

enteral nutrients in conscious pigs. Am J Physiol 268(4 Pt 1):E660-7, 1995. 

367. Desrochers S, Quinze K, Dugas H, Dubreuil P, Bomont C, David F, Agarwal KC, 

Kumar A, Soloviev MV and Powers L: R, S-1, 3-butanediol acetoacetate esters, potential 

alternates to lipid emulsions for total parenteral nutrition. The Journal of Nutritional 

Biochemistry 6(2):111-118, 1995. 

368. Clarke K, Tchabanenko K, Pawlosky R, Carter E, Todd King M, Musa-Veloso K, 

Ho M, Roberts A, Robertson J, Vanitallie TB and Veech RL: Kinetics, safety and 

tolerability of (R)-3-hydroxybutyl (R)-3-hydroxybutyrate in healthy adult subjects. Regul 

Toxicol Pharmacol 63(3):401-8, 2012. 

369. Holcomb JB, McMullin NR, Pearse L, Caruso J, Wade CE, Oetjen-Gerdes L, 

Champion HR, Lawnick M, Farr W, Rodriguez S and Butler FK: Causes of death in U.S. 

Special Operations Forces in the global war on terrorism: 2001-2004. Ann Surg 

245(6):986-91, 2007. 

370. Davis JS, Satahoo SS, Butler FK, Dermer H, Naranjo D, Julien K, Van Haren RM, 

Namias N, Blackbourne LH and Schulman CI: An analysis of prehospital deaths: Who 

can we save? J Trauma Acute Care Surg 77(2):213-8, 2014. 

371. Wolf A, Mulier KE, Muratore SL and Beilman GJ: D-beta-Hydroxybutyrate and 

melatonin for treatment of porcine hemorrhagic shock and injury: a melatonin dose-

ranging study. BMC Res Notes 10(1):649, 2017. 



 191 

372. Daya S, Walker RB, Glass BD and Anoopkumar-Dukie S: The effect of variations 

in pH and temperature on stability of melatonin in aqueous solution. J Pineal Res 

31(2):155-8, 2001. 

373. Thakral S, Wolf A, Beilman GJ and Suryanarayanan R: Development and in vivo 

evaluation of a novel lyophilized formulation for the treatment of hemorrhagic shock. Int. 

J. Pharm., In Press. 

374. Mitruka BM and Rawnsley HM: Clinical biochemical and hematological reference 

values in normal experimental animals. Clinical biochemical and hematological 

reference values in normal experimental animals., 1977. 

375. Fort FL, Heyman IA and Kesterson JW: Hemolysis study of aqueous polyethylene 

glycol 400, propylene glycol and ethanol combinations in vivo and in vitro. J Parenter 

Sci Technol 38(2):82-7, 1984. 

376. International A: Standard Test Method for Analysis of Hemolytic Properties of 

Nanoparticles. Vol. E2524-08(2013). West Conshohocken, PA, 2013. 

377. Krzyzaniak JF, Alvarez Nunez FA, Raymond DM and Yalkowsky SH: Lysis of 

human red blood cells. 4. Comparison of in vitro and in vivo hemolysis data. J Pharm Sci 

86(11):1215-7, 1997. 

378. Cavatur RK, Vemuri NM, Pyne A, Chrzan Z, Toledo-Velasquez D and 

Suryanarayanan R: Crystallization behavior of mannitol in frozen aqueous solutions. 

Pharm Res 19(6):894-900, 2002. 

379. Sacha GA and Nail SL: Thermal analysis of frozen solutions: multiple glass 

transitions in amorphous systems. J Pharm Sci 98(9):3397-405, 2009. 

380. Saleki-Gerhardt A and Zografi G: Non-isothermal and isothermal crystallization of 

sucrose from the amorphous state. Pharm Res 11(8):1166-73, 1994. 

381. Shamblin SL, Taylor LS and Zografi G: Mixing behavior of colyophilized binary 

systems. J Pharm Sci 87(6):694-701, 1998. 

382. Tong P and Zografi G: Solid-state characteristics of amorphous sodium 

indomethacin relative to its free acid. Pharm Res 16(8):1186-92, 1999. 

383. Carpenter TO, Gerloczy A and Pitha J: Safety of parenteral hydroxypropyl beta-

cyclodextrin. J Pharm Sci 84(2):222-5, 1995. 

384. Carpenter TO, Pettifor JM, Russell RM, Pitha J, Mobarhan S, Ossip MS, Wainer S 

and Anast CS: Severe hypervitaminosis A in siblings: evidence of variable tolerance to 

retinol intake. J Pediatr 111(4):507-12, 1987. 

385. Gould S and Scott RC: 2-Hydroxypropyl-beta-cyclodextrin (HP-beta-CD): a 

toxicology review. Food Chem Toxicol 43(10):1451-9, 2005. 

386. Seiler K, Szathmary S, Huss H, De Coster R and Junge W: Safety profile and 

intravenous tolerance of hydroxypropyl-β-cyclodextrin after increasing single doses. 

1990, pp. 518-521. 

387. Schwarz W: PVP: a critical review of the kinetics and toxicology of 

polyvinylpyrrolidone (povidone). CRC Press, 1990. 

388. Ravin HA, Seligman AM and Fine J: Polyvinyl pyrrolidone as a plasma expander; 

studies on its excretion, distribution and metabolism. N Engl J Med 247(24):921-9, 1952. 



 192 

389. Dunn P, Kuo T, Shih LY, Wang PN, Sun CF and Chang MJ: Bone marrow failure 

and myelofibrosis in a case of PVP storage disease. Am J Hematol 57(1):68-71, 1998. 

390. Hulme B: Studies on glomerular permeability using inert polymers. Contrib Nephrol 

1:3-8, 1975. 

391. Webster R, Elliott V, Park BK, Walker D, Hankin M and Taupin P: PEG and PEG 

conjugates toxicity: towards an understanding of the toxicity of PEG and its relevance to 

PEGylated biologicals. PEGylated protein drugs: Basic science and clinical 

applications:127-146, 2009. 

392. Laine GA, Hossain SM, Solis RT and Adams SC: Polyethylene glycol 

nephrotoxicity secondary to prolonged high-dose intravenous lorazepam. Ann 

Pharmacother 29(11):1110-4, 1995. 

393. Amin K and Dannenfelser RM: In vitro hemolysis: guidance for the pharmaceutical 

scientist. J Pharm Sci 95(6):1173-6, 2006. 

394. Bennett WM and Muther RS: Lack of nephrotoxicity of intravenous 

dimethylsulfoxide. Clin Toxicol 18(5):615-8, 1981. 

395. Egorin MJ, Kaplan RS, Salcman M, Aisner J, Colvin M, Wiernik PH and Bachur 

NR: Cyclophosphamide plasma and cerebrospinal fluid kinetics with and without 

dimethyl sulfoxide. Clin Pharmacol Ther 32(1):122-8, 1982. 

396. Kassell NF, Sprowell JA, Boarini DJ and Olin JJ: Effect of dimethyl sulfoxide on 

the cerebral and systemic circulations of the dog. Neurosurgery 12(1):24-8, 1983. 

397. Samoszuk M, Reid ME and Toy PT: Intravenous dimethylsulfoxide therapy causes 

severe hemolysis mimicking a hemolytic transfusion reaction. Transfusion 23(5):405, 

1983. 

398. Charvalos E, Tzatzarakis MN, Van Bambeke F, Tulkens PM, Tsatsakis AM, 

Tzanakakis GN and Mingeot-Leclercq MP: Water-soluble amphotericin B-

polyvinylpyrrolidone complexes with maintained antifungal activity against Candida spp. 

and Aspergillus spp. and reduced haemolytic and cytotoxic effects. J Antimicrob 

Chemother 57(2):236-44, 2006. 

399. Doenicke A, Roizen MF, Nebauer AE, Kugler A, Hoernecke R and Beger-Hintzen 

H: A comparison of two formulations for etomidate, 2-hydroxypropyl-beta-cyclodextrin 

(HPCD) and propylene glycol. Anesth Analg 79(5):933-9, 1994. 

400. Teixeira K, Cortés M, Santos R, Oliveira F and Sinisterra R: KR12 peptide 

associated with cyclodextrin: Antimicrobial and antitumor activities. Biointerphases 

11(4):04B307, 2016. 

401. Ku SH and Cadwallader DE: Behavior of erythrocytes in ternary solvent systems. J 

Pharm Sci 64(11):1818-21, 1975. 

402. Maeda H, Ogawa Y and Nakayama H: Inclusion complexes of melatonin with 

modified cyclodextrins. Journal of Inclusion Phenomena and Macrocyclic Chemistry 

78(1-4):217-224, 2014. 

403. Loftsson T and Friðriksdóttir H: The effect of water-soluble polymers on the 

aqueous solubility and complexing abilities of β-cyclodextrin. International journal of 

pharmaceutics 163(1):115-121, 1998. 



 193 

404. Loftsson T, Frikdriksdóttir H, Sigurkdardóttir AM and Ueda H: The effect of water-

soluble polymers on drug-cyclodextrin complexation. International Journal of 

Pharmaceutics 110(2):169-177, 1994. 

405. Rivers JR, Maggo SD and Ashton JC: Neuroprotective effect of hydroxypropyl-

beta-cyclodextrin in hypoxia-ischemia. Neuroreport 23(3):134-8, 2012. 

406. Bernhard WG, Grubin H, Islami AH, Hakim H, Brinning R and Knauf R: Functional 

and anatomic effect of polyvinylpyrrolidone: an analysis based on the study of 129 cases. 

Ann Surg 139(4):397-402, 1954. 

407. Wichmann MW, Zellweger R, DeMaso, Ayala A and Chaudry IH: Melatonin 

administration attenuates depressed immune functions trauma-hemorrhage. J Surg Res 

63(1):256-62, 1996. 

408. Yin J, Han P, Tang Z, Liu Q and Shi J: Sirtuin 3 mediates neuroprotection of 

ketones against ischemic stroke. J Cereb Blood Flow Metab 35(11):1783-9, 2015. 

409. Cooper AJ, Pulsinelli WA and Duffy TE: Glutathione and ascorbate during ischemia 

and postischemic reperfusion in rat brain. J Neurochem 35(5):1242-5, 1980. 

410. Curello S, Ceconi C, Bigoli C, Ferrari R, Albertini A and Guarnieri C: Changes in 

the cardiac glutathione status after ischemia and reperfusion. Experientia 41(1):42-3, 

1985. 

411. Haramaki N, Stewart DB, Aggarwal S, Ikeda H, Reznick AZ and Packer L: 

Networking antioxidants in the isolated rat heart are selectively depleted by ischemia-

reperfusion. Free Radic Biol Med 25(3):329-39, 1998. 

412. Turrens JF, Thornton J, Barnard ML, Snyder S, Liu G and Downey JM: Protection 

from reperfusion injury by preconditioning hearts does not involve increased antioxidant 

defenses. Am J Physiol 262(2 Pt 2):H585-9, 1992. 

413. Cervantes M, Morali G and Letechipia-Vallejo G: Melatonin and ischemia-

reperfusion injury of the brain. J Pineal Res 45(1):1-7, 2008. 

414. Li Y, Yang Y, Feng Y, Yan J, Fan C, Jiang S and Qu Y: A review of melatonin in 

hepatic ischemia/reperfusion injury and clinical liver disease. Ann Med 46(7):503-11, 

2014. 

415. Ma Z, Xin Z, Di W, Yan X, Li X, Reiter RJ and Yang Y: Melatonin and 

mitochondrial function during ischemia/reperfusion injury. Cell Mol Life Sci 

74(21):3989-3998, 2017. 

416. Escames G, López LC, Tapias V, Utrilla P, Reiter RJ, Hitos AB, León J, Rodríguez 

MI and Acuña‐Castroviejo D: Melatonin counteracts inducible mitochondrial nitric oxide 

synthase‐dependent mitochondrial dysfunction in skeletal muscle of septic mice. Journal 

of pineal research 40(1):71-78, 2006. 

417. Kuhnel JM, Perrot JY, Faussat AM, Marie JP and Schwaller MA: Functional assay 

of multidrug resistant cells using JC-1, a carbocyanine fluorescent probe. Leukemia 

11(7):1147-55, 1997. 

418. Robinson KM, Janes MS and Beckman JS: The selective detection of mitochondrial 

superoxide by live cell imaging. Nat Protoc 3(6):941-7, 2008. 

419. Tasca CI, Dal-Cim T and Cimarosti H: In vitro oxygen-glucose deprivation to study 

ischemic cell death. Methods Mol Biol 1254:197-210, 2015. 



 194 

420. Rybachuk O, Kopach O, Krotov V, Voitenko N and Pivneva T: Optimized Model of 

Cerebral Ischemia In situ for the Long-Lasting Assessment of Hippocampal Cell Death. 

Front Neurosci 11:388, 2017. 

421. Russ AL, Haberstroh KM and Rundell AE: Experimental strategies to improve in 

vitro models of renal ischemia. Exp Mol Pathol 83(2):143-59, 2007. 

422. Noh HS, Hah YS, Nilufar R, Han J, Bong JH, Kang SS, Cho GJ and Choi WS: 

Acetoacetate protects neuronal cells from oxidative glutamate toxicity. J Neurosci Res 

83(4):702-9, 2006. 

423. Maalouf M, Sullivan PG, Davis L, Kim DY and Rho JM: Ketones inhibit 

mitochondrial production of reactive oxygen species production following glutamate 

excitotoxicity by increasing NADH oxidation. Neuroscience 145(1):256-64, 2007. 

424. Kim do Y, Vallejo J and Rho JM: Ketones prevent synaptic dysfunction induced by 

mitochondrial respiratory complex inhibitors. J Neurochem 114(1):130-41, 2010. 

425. Julio-Amilpas A, Montiel T, Soto-Tinoco E, Geronimo-Olvera C and Massieu L: 

Protection of hypoglycemia-induced neuronal death by beta-hydroxybutyrate involves the 

preservation of energy levels and decreased production of reactive oxygen species. J 

Cereb Blood Flow Metab 35(5):851-60, 2015. 

426. Zhai M, Li B, Duan W, Jing L, Zhang B, Zhang M, Yu L, Liu Z, Yu B and Ren K: 

Melatonin ameliorates myocardial ischemia reperfusion injury through SIRT3‐dependent 

regulation of oxidative stress and apoptosis. Journal of Pineal Research, 2017. 

427. Yu L, Liang H, Lu Z, Zhao G, Zhai M, Yang Y, Yang J, Yi D, Chen W, Wang X, 

Duan W, Jin Z and Yu S: Membrane receptor-dependent Notch1/Hes1 activation by 

melatonin protects against myocardial ischemia-reperfusion injury: in vivo and in vitro 

studies. J Pineal Res 59(4):420-33, 2015. 

428. Yu L, Liang H, Dong X, Zhao G, Jin Z, Zhai M, Yang Y, Chen W, Liu J, Yi W, 

Yang J, Yi D, Duan W and Yu S: Reduced silent information regulator 1 signaling 

exacerbates myocardial ischemia-reperfusion injury in type 2 diabetic rats and the 

protective effect of melatonin. J Pineal Res 59(3):376-90, 2015. 

429. Yu L, Li B, Zhang M, Jin Z, Duan W, Zhao G, Yang Y, Liu Z, Chen W, Wang S, 

Yang J, Yi D, Liu J and Yu S: Melatonin reduces PERK-eIF2alpha-ATF4-mediated 

endoplasmic reticulum stress during myocardial ischemia-reperfusion injury: role of 

RISK and SAFE pathways interaction. Apoptosis 21(7):809-24, 2016. 

430. Yu L, Fan C, Li Z, Zhang J, Xue X, Xu Y, Zhao G, Yang Y and Wang H: Melatonin 

rescues cardiac thioredoxin system during ischemia‐reperfusion injury in acute 

hyperglycemic state by restoring Notch1/Hes1/Akt signaling in a membrane receptor‐

dependent manner. Journal of pineal research 62(1), 2017. 

431. Ding M, Ning J, Feng N, Li Z, Liu Z, Wang Y, Wang Y, Li X, Huo C and Jia X: 

Dynamin‐related protein 1‐mediated mitochondrial fission contributes to post‐traumatic 

cardiac dysfunction in rats and the protective effect of melatonin. Journal of pineal 

research 64(1), 2018. 



 195 

432. Xiao M, Zhong H, Xia L, Tao Y and Yin H: Pathophysiology of mitochondrial lipid 

oxidation: Role of 4-hydroxynonenal (4-HNE) and other bioactive lipids in mitochondria. 

Free Radic Biol Med 111:316-327, 2017. 

433. Musatov A: Contribution of peroxidized cardiolipin to inactivation of bovine heart 

cytochrome c oxidase. Free Radic Biol Med 41(2):238-46, 2006. 

434. TeSlaa T and Teitell MA: Techniques to monitor glycolysis. Methods Enzymol 

542:91-114, 2014. 

435. Du JK, Cong BH, Yu Q, Wang H, Wang L, Wang CN, Tang XL, Lu JQ, Zhu XY 

and Ni X: Upregulation of microRNA-22 contributes to myocardial ischemia-reperfusion 

injury by interfering with the mitochondrial function. Free Radic Biol Med 96:406-17, 

2016. 

436. Kuznetsov AV, Javadov S, Sickinger S, Frotschnig S and Grimm M: H9c2 and HL-

1 cells demonstrate distinct features of energy metabolism, mitochondrial function and 

sensitivity to hypoxia-reoxygenation. Biochim Biophys Acta 1853(2):276-84, 2015. 

437. Neuzil J, Widen C, Gellert N, Swettenham E, Zobalova R, Dong LF, Wang XF, 

Lidebjer C, Dalen H, Headrick JP and Witting PK: Mitochondria transmit apoptosis 

signalling in cardiomyocyte-like cells and isolated hearts exposed to experimental 

ischemia-reperfusion injury. Redox Rep 12(3):148-62, 2007. 

438. Park C, So HS, Shin CH, Baek SH, Moon BS, Shin SH, Lee HS, Lee DW and Park 

R: Quercetin protects the hydrogen peroxide-induced apoptosis via inhibition of 

mitochondrial dysfunction in H9c2 cardiomyoblast cells. Biochem Pharmacol 

66(7):1287-95, 2003. 

439. Sun L, Zhao M, Yu XJ, Wang H, He X, Liu JK and Zang WJ: Cardioprotection by 

acetylcholine: a novel mechanism via mitochondrial biogenesis and function involving 

the PGC-1alpha pathway. J Cell Physiol 228(6):1238-48, 2013. 

440. Jeffrey FM, Diczku V, Sherry AD and Malloy CR: Substrate selection in the 

isolated working rat heart: effects of reperfusion, afterload, and concentration. Basic Res 

Cardiol 90(5):388-96, 1995. 

441. Lloyd SG, Wang P, Zeng H and Chatham JC: Impact of low-flow ischemia on 

substrate oxidation and glycolysis in the isolated perfused rat heart. Am J Physiol Heart 

Circ Physiol 287(1):H351-62, 2004. 

442. Longhurst JC, Tjen ALSC and Fu LW: Cardiac sympathetic afferent activation 

provoked by myocardial ischemia and reperfusion. Mechanisms and reflexes. Ann N Y 

Acad Sci 940:74-95, 2001. 

443. Brookes PS: Mitochondrial H(+) leak and ROS generation: an odd couple. Free 

Radic Biol Med 38(1):12-23, 2005. 

444. Hurst S, Hoek J and Sheu SS: Mitochondrial Ca(2+) and regulation of the 

permeability transition pore. J Bioenerg Biomembr 49(1):27-47, 2017. 

445. Galluzzi L, Zamzami N, de La Motte Rouge T, Lemaire C, Brenner C and Kroemer 

G: Methods for the assessment of mitochondrial membrane permeabilization in apoptosis. 

Apoptosis 12(5):803-13, 2007. 



 196 

446. Cheng J, Nanayakkara G, Shao Y, Cueto R, Wang L, Yang WY, Tian Y, Wang H 

and Yang X: Mitochondrial Proton Leak Plays a Critical Role in Pathogenesis of 

Cardiovascular Diseases. Adv Exp Med Biol 982:359-370, 2017. 

447. Wong R, Steenbergen C and Murphy E: Mitochondrial permeability transition pore 

and calcium handling. Methods Mol Biol 810:235-42, 2012. 

448. Hunter DR and Haworth RA: The Ca2+-induced membrane transition in 

mitochondria. III. Transitional Ca2+ release. Arch Biochem Biophys 195(2):468-77, 1979. 

449. Petronilli V, Miotto G, Canton M, Brini M, Colonna R, Bernardi P and Di Lisa F: 

Transient and long-lasting openings of the mitochondrial permeability transition pore can 

be monitored directly in intact cells by changes in mitochondrial calcein fluorescence. 

Biophys J 76(2):725-34, 1999. 

450. Crompton M: The mitochondrial permeability transition pore and its role in cell 

death. Biochem J 341 ( Pt 2):233-49, 1999. 

451. Halestrap AP, Clarke SJ and Javadov SA: Mitochondrial permeability transition 

pore opening during myocardial reperfusion--a target for cardioprotection. Cardiovasc 

Res 61(3):372-85, 2004. 

452. Brand MD, Pakay JL, Ocloo A, Kokoszka J, Wallace DC, Brookes PS and Cornwall 

EJ: The basal proton conductance of mitochondria depends on adenine nucleotide 

translocase content. Biochem J 392(Pt 2):353-62, 2005. 

453. Parker N, Vidal-Puig A and Brand MD: Stimulation of mitochondrial proton 

conductance by hydroxynonenal requires a high membrane potential. Biosci Rep 

28(2):83-8, 2008. 

454. Herrero A and Barja G: ADP-regulation of mitochondrial free radical production is 

different with complex I- or complex II-linked substrates: implications for the exercise 

paradox and brain hypermetabolism. J Bioenerg Biomembr 29(3):241-9, 1997. 

455. Echtay KS, Roussel D, St-Pierre J, Jekabsons MB, Cadenas S, Stuart JA, Harper JA, 

Roebuck SJ, Morrison A, Pickering S, Clapham JC and Brand MD: Superoxide activates 

mitochondrial uncoupling proteins. Nature 415(6867):96-9, 2002. 

456. Echtay KS, Esteves TC, Pakay JL, Jekabsons MB, Lambert AJ, Portero-Otin M, 

Pamplona R, Vidal-Puig AJ, Wang S, Roebuck SJ and Brand MD: A signalling role for 

4-hydroxy-2-nonenal in regulation of mitochondrial uncoupling. EMBO J 22(16):4103-

10, 2003. 

457. Zeng Z, Chen Z, Xu S, Zhang Q, Wang X, Gao Y and Zhao KS: Polydatin 

Protecting Kidneys against Hemorrhagic Shock-Induced Mitochondrial Dysfunction via 

SIRT1 Activation and p53 Deacetylation. Oxid Med Cell Longev 2016:1737185, 2016. 

458. Warren M, Subramani K, Schwartz R and Raju R: Mitochondrial dysfunction in rat 

splenocytes following hemorrhagic shock. Biochim Biophys Acta 1863(10 Pt B):2526-

2533, 2017. 

459. Tharakan B, Holder-Haynes JG, Hunter FA, Smythe WR and Childs EW: 

Cyclosporine A prevents vascular hyperpermeability after hemorrhagic shock by 

inhibiting apoptotic signaling. J Trauma 66(4):1033-9, 2009. 



 197 

460. Childs EW, Tharakan B, Hunter FA and Smythe WR: 17beta-estradiol mediated 

protection against vascular leak after hemorrhagic shock: role of estrogen receptors and 

apoptotic signaling. Shock 34(3):229-35, 2010. 

461. Quarrie R, Cramer BM, Lee DS, Steinbaugh GE, Erdahl W, Pfeiffer DR, Zweier JL 

and Crestanello JA: Ischemic preconditioning decreases mitochondrial proton leak and 

reactive oxygen species production in the postischemic heart. J Surg Res 165(1):5-14, 

2011. 

462. Qi L, Cui X, Dong W, Barrera R, Coppa GF, Wang P and Wu R: Ghrelin protects 

rats against traumatic brain injury and hemorrhagic shock through upregulation of UCP2. 

Ann Surg 260(1):169-78, 2014. 

463. Brennan JP, Southworth R, Medina RA, Davidson SM, Duchen MR and Shattock 

MJ: Mitochondrial uncoupling, with low concentration FCCP, induces ROS-dependent 

cardioprotection independent of KATP channel activation. Cardiovasc Res 72(2):313-21, 

2006. 

464. Mhatre SS, Chetty KG and Pradhan DS: Uncoupling of oxidative phosphorylation in 

rat liver mitochondria following the administration of dimethyl sulphoxide. Biochem 

Biophys Res Commun 110(1):325-31, 1983. 

465. Kato H, Tanaka G, Masuda S, Ogasawara J, Sakurai T, Kizaki T, Ohno H and Izawa 

T: Melatonin promotes adipogenesis and mitochondrial biogenesis in 3T3-L1 

preadipocytes. J Pineal Res 59(2):267-75, 2015. 

466. Jimenez-Aranda A, Fernandez-Vazquez G, Campos D, Tassi M, Velasco-Perez L, 

Tan DX, Reiter RJ and Agil A: Melatonin induces browning of inguinal white adipose 

tissue in Zucker diabetic fatty rats. J Pineal Res 55(4):416-23, 2013. 

467. Imamura K, Takeshima T, Kashiwaya Y, Nakaso K and Nakashima K: D-beta-

hydroxybutyrate protects dopaminergic SH-SY5Y cells in a rotenone model of 

Parkinson's disease. J Neurosci Res 84(6):1376-84, 2006. 

468. Kim DY, Davis LM, Sullivan PG, Maalouf M, Simeone TA, van Brederode J and 

Rho JM: Ketone bodies are protective against oxidative stress in neocortical neurons. J 

Neurochem 101(5):1316-26, 2007. 

469. Sullivan PG, Rippy NA, Dorenbos K, Concepcion RC, Agarwal AK and Rho JM: 

The ketogenic diet increases mitochondrial uncoupling protein levels and activity. Ann 

Neurol 55(4):576-80, 2004. 

470. Srivastava S, Baxa U, Niu G, Chen X and L Veech R: A ketogenic diet increases 

brown adipose tissue mitochondrial proteins and UCP1 levels in mice. IUBMB life 

65(1):58-66, 2013. 

471. Kashiwaya Y, Pawlosky R, Markis W, King MT, Bergman C, Srivastava S, Murray 

A, Clarke K and Veech RL: A ketone ester diet increases brain malonyl-CoA and 

Uncoupling proteins 4 and 5 while decreasing food intake in the normal Wistar Rat. J 

Biol Chem 285(34):25950-6, 2010. 

472. Shen Z, Jiang L, Yuan Y, Deng T, Zheng YR, Zhao YY, Li WL, Wu JY, Gao JQ, 

Hu WW, Zhang XN and Chen Z: Inhibition of G protein-coupled receptor 81 (GPR81) 

protects against ischemic brain injury. CNS Neurosci Ther 21(3):271-9, 2015. 



 198 

473. Snorek M, Hodyc D, Sedivy V, Durisova J, Skoumalova A, Wilhelm J, Neckar J, 

Kolar F and Herget J: Short-term fasting reduces the extent of myocardial infarction and 

incidence of reperfusion arrhythmias in rats. Physiol Res 61(6):567-74, 2012. 

474. Sullivan DJ, Shelby J, Shao YL, Affleck DG, Hinson DM and Barton RG: 

Melatonin and a 21-aminosteroid attenuate shock after hemorrhage but differentially 

affect serum cytokines. Journal of Surgical Research 64(1):13-18, 1996. 

475. Vaure C and Liu Y: A comparative review of toll-like receptor 4 expression and 

functionality in different animal species. Frontiers in immunology 5, 2014. 

476. Matute-Bello G, Frevert CW and Martin TR: Animal models of acute lung injury. 

Am J Physiol Lung Cell Mol Physiol 295(3):L379-99, 2008. 

477. Watters JM, Tieu BH, Differding JA, Muller PJ and Schreiber MA: A single bolus 

of 3% hypertonic saline with 6% dextran provides optimal initial resuscitation after 

uncontrolled hemorrhagic shock. J Trauma 61(1):75-81, 2006. 

478. Kheirabadi BS, Sandeen JL and Dubick MA: Re: The significance of splenectomy 

in experimental swine models of hemorrhagic shock. J Trauma Acute Care Surg 

75(5):920-1, 2013. 

479. Jernigan PL, Hoehn RS, Cox D, Heyl J, Dorlac WC and Pritts TA: What If I Don't 

Have Blood? Hextend is Superior to 3% Saline in an Experimental Model of Far Forward 

Resuscitation After Hemorrhage. Shock 46(3 Suppl 1):148-53, 2016. 

480. Pottecher J, Chemla D, Xavier L, Liu N, Chazot T, Marescaux J, Fischler M, 

Diemunsch P and Duranteau J: Re: The significance of splenectomy in experimental 

swine models of hemorrhagic shock. J Trauma Acute Care Surg 75(5):921-2, 2013. 

481. Pegorier JP, Duee PH, Girard J and Peret J: Metabolic fate of non-esterified fatty 

acids in isolated hepatocytes from newborn and young pigs. Evidence for a limited 

capacity for oxidation and increased capacity for esterification. Biochem J 212(1):93-7, 

1983. 

482. Kahng MW, Sevdalian DA and Tildon T: Substrate oxidation and enzyme activities 

of ketone body metabolism in the developing pig. Neonatology 24(3-4):187-196, 1974. 

483. Adams S, Lin X, Yu XX, Odle J and Drackley J: Hepatic fatty acid metabolism in 

pigs and rats: major differences in endproducts, O2 uptake, and beta-oxidation. American 

Journal of Physiology-Regulatory, Integrative and Comparative Physiology 

272(5):R1641-R1646, 1997. 

484. Wang Z, Ying Z, Bosy-Westphal A, Zhang J, Schautz B, Later W, Heymsfield SB 

and Muller MJ: Specific metabolic rates of major organs and tissues across adulthood: 

evaluation by mechanistic model of resting energy expenditure. Am J Clin Nutr 

92(6):1369-77, 2010. 

485. Ventura-Clapier R, Garnier A, Veksler V and Joubert F: Bioenergetics of the failing 

heart. Biochim Biophys Acta 1813(7):1360-72, 2011. 

486. de Lara Rodríguez CEP: Optimization of a Hibernation-Based Small-Volume 

Resuscitation Fluid. University of Minnesota, 2014. 

 


