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e NCI-H660 is an androgen receptor (AR) negative NEPC strain
that expresses lower NAMPT levels compared to LNCAP, which
IS an androgen sensitive non-NEPC strain that expresses higher
NAMPT levels. NCI-H660 displays increased sensitivity to

— H660: Control vs NAMPT KD
4a. 96, EIH660 KD Control ¥ H660 KD NAMPT 4c.
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overexpression was achieved.

Cell Culture
e LNCAP/DU-145: Adherent cell model grown in RPMI 1640
media with 10% fetal bovine serum (FBS).
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V. Conclusions

daporinad treatment compared to LNCAP.

DU-145 is an androgen-independent castration-resistant PC line
with high NAMPT expression and displays sensitivity to
daporinad treatment similar to LNCAP.

NAMPT and hnRNP A1 knockdown models were created for the

e NCI-H660: Suspension cell model grown in HITES media
(5% FBS). All lines were cultured at 37°C in a 5% CO,
iIncubator, and treated for mycoplasma following passage 9.

Continuing Daporinad Drug Assay

e Cell lines were seeded at approximate density of 5,000 cells

Rela®we Gene Expression (%)

o

KD Control KD NAMPT

% Viability
&

o
e

-

o
wn

N
&

e Hypothesis was supported in the NCI-H660 line.
Significant NAMPT gene knockdown corresponded with a
significant NAMPT protein expression knockdown (FIG.
4a, 4b). NAMPT gene overexpression resulted in similar

Relative Protein Expression
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cell lines using sShRNA. NAMPT overexpression models were _-_i
created using mammalian gene expression vectors obtained

from Vector Builder.
e RNA was extracted from each cell line, and validation of
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overexpression and knockdown was quantified by RT-PCR. E H660: Control vs NAMPT OE achieved (FIG. 7, 8), but overexpression appeared to a
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it is not certain whether or not the same changes are influencing S . . . s | 5 e Knockdown of hnRNP A1 was also confirmed for relative

NAMPT protein levels (FIG. 1a, 1c). e Quantification of total protein was measured in protein " L R orotein and gene expression in the NCI-H660 line, but to a
e The models underwent a preliminary daporinad drug screening to lysates taken from harvested cells by a Bradford assay. 2 o = ‘ esser extent than NAMPT.
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e GAPDH Rabbit mAb was used as the loading control.

e ALICOR™ Western blot imaging system (iii.) was used to
read the membrane results.

Undergraduate Research Opportunities Program (UROP)
for funding, and the Largaespada Lab for allowing us to
use their LICOR imaging system.
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FIG. 4-6: Parts a) and b) of each figure depict the comparison between relative
gene/protein expression and their respective controls in NCI-H660. To confirm
actual gene knockdown and overexpression, the protein expression of that line
should be changed to the same extent. Since parts a) and b) of each figure match
and the protein expression roughly equals the gene expression, these models are
validated. Part c) of each figure depicts the results of a WST reagent viability
assay following a daporinad drug screen. For the NAMPT knockdown (4c),
viability is lower over the increasing daporinad concentrations, indicating that
increased sensitivity to treatment. The NAMPT overexpression (5¢) and hnRNP
A1 knockdown (6¢) both resulted in decreased drug sensitivity.
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FIG. 1: Gene expression for each line was measured via RT-PCR following an RNA
extraction (1a, 1c). Protein expression was measured in this experiment with western blot
protein quantification (1b, 1d). The gene and protein expression levels match each other,
indicating that an alteration to one (such as a gene knockdown) would strongly impact the
other. FIG. 2: This figure depicts the results of a WST reagent viability assay following
exposure to daporinad treatment. NCI-H660 is the most sensitive to treatment, and DU-145
Is the most resistant to treatment.



https://doi.org/10.1007/s11912-020-01003-9

