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ABSTRACT
We and others have recently shown that proteins involved in the DNA damage 

response (DDR) are critical for KRAS-mutant pancreatic ductal adenocarcinoma 
(PDAC) cell growth in vitro. However, the CRISPR-Cas9 library that enabled us to 
identify these key proteins had limited representation of DDR-related genes. To 
further investigate the DDR in this context, we performed a comprehensive, DDR-
focused CRISPR-Cas9 loss-of-function screen. This screen identified valosin-containing 
protein (VCP) as an essential gene in KRAS-mutant PDAC cell lines. We observed 
that genetic and pharmacologic inhibition of VCP limited cell growth and induced 
apoptotic death. Addressing the basis for VCP-dependent growth, we first evaluated 
the contribution of VCP to the DDR and found that loss of VCP resulted in accumulation 
of DNA double-strand breaks. We next addressed its role in proteostasis and found 
that loss of VCP caused accumulation of polyubiquitinated proteins. We also found 
that loss of VCP increased autophagy. Therefore, we reasoned that inhibiting both 
VCP and autophagy could be an effective combination. Accordingly, we found that 
VCP inhibition synergized with the autophagy inhibitor chloroquine. We conclude 
that concurrent targeting of autophagy can enhance the efficacy of VCP inhibitors in 
KRAS-mutant PDAC.

INTRODUCTION

Pancreatic ductal adenocarcinoma (PDAC) has a 
dismal 5-year survival rate of 11% [1] and is projected to 
become the second leading cause of cancer-related deaths 
in the US by 2030 [2]. Decades of research and countless 
efforts to develop treatment strategies for PDAC have 
yielded limited therapeutic options [3, 4]. Conventional 
cytotoxic drugs remain standard-of-care for PDAC [3, 5] 

despite the well-characterized genetic landscape [6] 
nominating therapeutic targets. Activating mutations of 
the KRAS oncogene occur in over 95% of PDAC [3, 7] 
and the role of KRAS in driving and maintaining PDAC 
growth is well-established. Recent advances have focused 
on the development of direct inhibitors targeting one 
KRAS mutation (Gly-12-Cys; G12C) [8, 9], one of which 
has been FDA-approved for lung cancer where KRASG12C 
mutations are the most prevalent [10]. There is also 
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evidence of promising clinical activity of such inhibitors 
in PDAC [11, 12]; however, KRASG12C comprises less than 
2% of KRAS mutants in PDAC [3]. Therefore, indirect 
strategies remain the best option for therapeutically 
targeting the majority of KRAS-mutant PDAC.

One potential anti-KRAS strategy is targeting 
pancreatic cancer cell dependence on proteostasis, or 
protein homeostasis, which maintains balance between 
protein translation and degradation [13]. Cancer cells 
are highly dependent on protein degradation pathways 
(i.e., autophagy and the ubiquitin-proteasome system 
[UPS]) due to their increased cellular metabolism 
[14, 15]. Autophagy is a crucial process by which cells 
degrade intracellular components to meet their energy 
requirements and maintain homeostasis. We and others 
have recently determined that inhibition of KRAS in 
KRAS-mutant PDAC cell lines increased dependence 
on autophagy compared to KRAS-wildtype PDAC cell 
lines [16, 17]. The UPS is an important system whereby 
polyubiquitinated proteins are shuttled to and degraded 
by the proteasome to mediate protein quality control and 
maintain proteostasis [18]. KRAS mutations have been 
shown to increase proteasome capacity and activity to 
promote cancer cell survival [14]. The dependence on 
both autophagy and UPS by KRAS-mutant cancer cells 
makes proteostasis dysregulation a convincing therapeutic 
approach.

Another promising anti-KRAS strategy targets the 
DNA damage response (DDR) [5], which is responsible for 
detecting and repairing DNA damage. The DDR also plays 
a critical role in regulating cellular processes including 
cell cycle progression, metabolism, and apoptosis [19]. 
The DDR activates the DNA damage checkpoint and 
utilization of DNA repair pathways to resolve DNA lesions 
inflicted by both endogenous and exogenous sources 
[20]. Cancer cells are highly dependent on the DDR to 
effectively resolve DNA lesions that occur as a result of 
the high levels of replication stress and genomic instability 
induced by oncogene activation and uncontrolled growth 
[21, 22]. Furthermore, some cancers have defective DNA 
repair proteins, rendering high-fidelity DNA repair (i.e., 
homologous recombination [HR]) difficult [23–25]. The 
resulting DNA damage repair deficiency exacerbates 
genomic instability and forces cancer cells to become 
heavily reliant on more error-prone repair pathways  
(e.g., non-homologous end-joining [NHEJ]) for survival 
[23–25]. Both genomic instability and DNA damage repair 
deficiency have been observed in PDAC [6, 26], making 
DDR proteins compelling therapeutic candidates [20].

These findings have led to the development of 
inhibitors that target components of the DDR to take 
advantage of the genomic instability and DNA damage 
repair deficiencies in a variety of cancer types [20, 27]. 
Recent studies, including our recent screens for drivers 
of KRAS-mutant PDAC, have shown that targeting 
components of the DDR (i.e., PARP, CHK1, WEE1, 

ATR, ATM) can effectively suppress PDAC growth 
[28–31]. In this study, we sought to identify additional 
DDR regulators as therapeutic targets for PDAC. To 
establish additional genes that are critical for PDAC 
growth, we designed and applied a DDR-focused library 
of sgRNAs to perform a CRISPR-Cas9 loss-of-function 
screen in KRAS-mutant PDAC cells and identified VCP 
as one such gene. VCP encodes VCP/p97, or valosin-
containing protein, an ATPase that functions as a 
molecular chaperone, extracting ubiquitinated, misfolded 
client proteins from the endoplasmic reticulum (ER) for 
proteasomal degradation [32, 33]. VCP is a complex 
protein associated with numerous cellular activities 
including proteostasis (i.e., ubiquitin-proteasome system 
[UPS] and autophagy) and DNA damage repair [32, 34]. 
Elevated VCP expression has been observed in multiple 
cancer types, including PDAC, and correlates with worse 
patient survival [35–37].

While VCP has been heavily studied in the context 
of other cancer types, the mechanisms of VCP that 
modulate KRAS-mutant PDAC growth remain less well 
understood [37, 38]. We sought to determine the biological 
processes of VCP that contribute to the anti-proliferative 
and pro-apoptotic effects observed upon genetic and 
pharmacologic loss of VCP in KRAS-mutant PDAC. 
We showed that VCP is required for the degradation of 
polyubiquitinated proteins and that loss of VCP led to 
an increase in ER stress. We determined that VCP loss 
induced DNA damage, confirming the role that VCP 
plays in DNA damage repair. Interestingly, we found that 
VCP loss upregulated autophagic flux. Subsequently, 
we showed that dual pharmacological inhibition of VCP 
(CB-5083) and autophagy (chloroquine, CQ) enhanced 
growth suppression and apoptosis compared to either drug 
alone. We conclude that VCP is an important dependency 
of KRAS-mutant PDAC growth and that targeting VCP 
may be a useful therapeutic approach for KRAS-driven 
PDAC.

RESULTS

VCP is an essential gene for KRAS-mutant PDAC

We recently determined that KRAS-mutant PDAC 
cell lines are heavily dependent on DNA damage response 
(DDR) pathways for cell growth [28]. In that study, we 
used a CRISPR-Cas9 loss-of-function library targeting 
2,240 genes encoding major cellular and oncogenic 
signaling pathways, with only a limited representation of 
DDR genes [28, 39]. To further investigate the DDR in 
that context, we have now performed a loss-of-function 
CRISPR-Cas9 screen in the same KRAS-mutant PDAC 
cell lines, using a focused DDR library (Figure 1A) 
consisting of 504 DNA damage repair genes with 10 
guides per gene. As expected, we observed that loss of 
the oncogenes KRAS and MYC impaired cell growth 
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(Figure 1B). Also as expected, we observed that loss 
of the tumor suppressor PTEN enhanced cell growth 
(Figure 1B). In addition, we identified valosin-containing 
protein (VCP) as a gene essential for the viability of the 
KRAS-mutant PDAC cell lines (Figure 1B). Furthermore, 

we compared our CRISPR screen data to the Cancer 
Dependency Map (DepMap) CRISPR and shRNA screens 
from the Broad Institute [40]. All three data sets showed 
that PDAC cells have a high dependency on KRAS, MYC 
and VCP for growth (Figure 1C).

Figure 1: VCP is an essential gene for KRAS-mutant PDAC. (A) Schematic overview of the DNA damage response (DDR) loss-
of-function CRISPR screen. (B) A loss-of-function CRISPR-Cas9 screen using a DNA damage response (DDR) library identified genes 
that inhibit cell proliferation in KRAS-mutant PDAC cell lines, Pa01C and Pa16C. MAGeCK MLE (maximum-likelihood estimation) 
analysis was used to obtain beta (β) scores, which measure the degree of selection upon gene loss. Negative β scores indicate that gene loss 
may inhibit cell proliferation or cause cell death. β scores for samples at 14 and 28 days are plotted. (C) Dependency of indicated genes 
from The Cancer Dependency Map (DepMap) for pancreatic cell lines using CRISPR or shRNA-mediated gene knockout. Each row of the 
heatmap corresponds to an individual cell line. Mutations of the indicated gene in a cell line are marked with a black dot. More negative 
scores indicate higher dependency on a gene for survival.
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VCP is required for PDAC growth

To explore the requirement for VCP in cell growth, 
we investigated the consequences of acute siRNA-
mediated VCP suppression in KRAS-mutant PDAC cell 
lines. We monitored VCP suppression by immunoblotting 
for VCP itself (Figure 2A). PDAC cell proliferation 
was reduced at timepoints over 120 hours (Figure 2B, 
Supplementary Figure 1A) upon VCP suppression 
(Supplementary Figure 1B). Additionally, clonogenic 
growth of KRAS-mutant PDAC cell lines was reduced 
(Supplementary Figure 1C, 1D) upon VCP suppression 
(Supplementary Figure 1E). As a complementary method 
of evaluating the requirement for VCP and to address 
potential off-target activities of siRNA-mediated VCP 
suppression, we obtained the pharmacological VCP 
inhibitor (VCPi) CB-5083 [41], the best commercially 
available translational VCPi for preclinical studies. VCP 
inhibition at 72 hours (Supplementary Figure 1F) and 120 
hours (Figure 2C) was sufficient to reduce anchorage-
dependent proliferation in a dose-dependent manner, 
with a GI50 of ~250 nM across timepoints and cell lines 
(Supplementary Figure 1G). Similar growth inhibitory 
activities of VCPi were seen in both anchorage-dependent 
clonogenic assays (Figure 2D, Supplementary Figure 
1H) and anchorage-independent 3D colony formation 
in soft agar (Figure 2E, Supplementary Figure 1I–1K). 
These results support our conclusion that there is a high 
dependency on VCP for KRAS-mutant PDAC growth.

VCP is required for degradation of polyubiquitinated 
proteins

Given the importance of VCP in proteasomal protein 
degradation [32, 33], we investigated the consequences 
on protein degradation of acute siRNA-mediated VCP 
suppression in KRAS-mutant PDAC cell lines. We 
confirmed loss of VCP expression, and therefore loss of 
function, by immunoblotting for VCP itself and observed 
the accumulation of polyubiquitinated proteins (Figure 
2A). Additionally, we noted increased levels of CHOP 
upon VCP suppression (Figure 2A), indicating activation 
of the unfolded protein response (UPR), which is triggered 
by high levels of ER stress [34]. To supplement our 
findings, we utilized the VCPi CB-5083. Concordant 
with the effects of genetic suppression, we observed 
dose-dependent accumulation of K48-linked ubiquitin 
and CHOP in PDAC cell lines treated with VCPi for 24 
hours (Figure 2F). We conclude that VCP is required for 
the degradation of polyubiquitinated proteins to maintain 
proteostasis in KRAS-mutant PDAC.

Loss of VCP induces programmed cell death in 
PDAC

We next sought to determine whether KRAS-mutant 
PDAC growth inhibition upon VCP loss was mediated 

through the induction of apoptosis and/or perturbation of 
cell cycle progression. We first determined that genetic 
suppression of VCP (siVCP) (Figure 3A) had variable 
effects on the cell cycle (Figure 3B). We observed cell 
cycle perturbations that were cell line dependent: G0/G1 
arrest in Pa01C cells, no consistent effect in Pa16C cells, 
and G2/M arrest in PANC-1 cells. We then monitored 
the impact of VCP suppression on apoptosis at 72 
and 120 hours. Correlating with our proliferation data 
(Supplementary Figure 1A), VCP suppression induced 
significant levels of apoptosis at 120 hours (Figure 3C, 
Supplementary Figure 2A).

We then evaluated cell cycle and apoptosis effects 
following pharmacological inhibition of VCP (CB-5083, 
125–500 nM) in PDAC cell lines. Upon VCPi treatment 
for 72 hours, we observed the same modest cell line-
dependent effects on the cell cycle (Figure 3D) as we had 
observed upon VCP suppression (Figure 3B). Apoptosis 
was induced at concentrations above the GI50 (Figure 
3E, Supplementary Figure 2B). This effect was further 
enhanced at 120 hours of VCPi treatment (Figure 3E, 
Supplementary Figure 2B), also consistent with our VCP 
suppression data (Figure 3C). We conclude that PDAC 
growth suppression upon loss of VCP is mediated mainly 
by induction of apoptosis.

VCP helps mediate DNA damage repair in PDAC

Mutationally activated KRAS induces genotoxic 
stress, and the survival of cells expressing mutant KRAS 
depends on mechanisms that can mitigate the resulting 
DNA damage [42]. Because VCP regulates DNA 
double-strand break (DSB) repair, we investigated the 
consequences of VCP inhibition on DSB repair in a panel 
of KRAS-mutant PDAC cell lines. By immunoblotting for 
γH2AX, a marker of DSBs, we observed accumulation 
of DSBs upon genetic suppression or pharmacological 
inhibition of VCP (Figure 2A, 2F). As a complementary 
approach, we utilized immunofluorescence to determine 
the intensity of the γH2AX signal in the presence of 
the VCPi CB-5083. We found that the γH2AX signal 
intensity increased across all PDAC cell lines in a dose-
dependent manner (Figure 4A, 4B, Supplementary 
Figure 3). Our data indicate that both genetic suppression 
and pharmacologic inhibition of VCP impedes the ability 
of PDAC cells to resolve DNA damage.

VCP loss elevates autophagic flux

KRAS-mutant PDAC cells are highly addicted to 
autophagy [16, 17]. Accordingly, we and others have 
found that inhibiting autophagy may be a promising 
therapeutic approach for KRAS-mutant PDAC [16, 17]. 
VCP is an important contributor to autophagy in diverse 
contexts, although the precise mechanisms are unclear. 
To determine a potential role for VCP in regulating 
autophagy in KRAS-mutant PDAC, we utilized two 
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Figure 2: VCP is required for PDAC growth and polyubiquitinated protein degradation. (A) To determine the consequences of 
loss of VCP expression for the degradation of polyubiquitinated proteins, cells were reverse transfected for 72 and 120 hours with siNS, siVCP 
#1, or siVCP #2. Protein lysates were collected and immunoblot analyses were performed to determine the levels of K48-linked ubiquitin, 
γH2AX and CHOP. Vinculin served as a loading control. Figure is representative of three biological replicates. (B) To determine the importance 
of VCP to anchorage-dependent proliferation, cells were transiently transfected for 120 hours with siNS, siVCP #1, or siVCP #2. Proliferation 
was assessed at 120 hours by live cell counting. Mean cell counts were normalized to siNS control. Data shown are the mean ± SEM of three 
independent experiments. Two-way ANOVA followed by Dunnett’s multiple comparison test was used to determine statistical significance 
between the different groups. *p < 0.05, **p < 0.005, ***p ≤ 0.0005. Degree of knockdown is shown in Supplementary Figure 1B. (C) Cells were 
treated with a range of VCP inhibitor (CB-5083) concentrations (47–1200 nM) and proliferation was assessed at 120 hours by live cell counting. 
Data shown are the mean ± SEM of three independent experiments. (D) Anchorage-dependent colony-forming capacity was evaluated by 
staining with crystal violet after 10–14 days of treatment with vehicle control (0 nM CB-5083) or CB-5083 (125, 250, or 500 nM). Relative 
percent coverage was normalized to DMSO. Data shown are the mean ± SEM of three independent experiments. Two-way ANOVA followed 
by Dunnett’s multiple comparison test was used to determine statistical significance between the different groups. *p < 0.05, **p < 0.005, ***p < 
0.0001. (E) Anchorage-independent growth was determined by 3D colony formation in soft agar. Cells were seeded into agar, treated with a 
range of concentrations of CB-5083 for 14 days and imaged on an EVOS microscope. Images are representative of three biological replicates, 
each of which included three technical replicates. Images of intermediate inhibitor concentrations are depicted in Supplementary Figure 1K. 
Scale bar, 300 µm. (F) Cells were treated with VCP inhibitor CB-5083 for 24 hours, protein lysates were collected, and immunoblot analyses 
were performed to determine the levels of indicated proteins as in panel A. Figure is representative of three biological replicates.
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Figure 3: Loss of VCP induces PDAC cell death. (A) Cells were reverse transfected with non-specific (siNS) control or two 
different siRNAs targeting VCP (siVCP #1 or siVCP #2) for 72 hours. Immunoblot analyses were performed to determine knockdown 
efficiency. Representative of three biological replicates that correspond to panels B and C. (B) Percentage of cells in the specified phases 
of the cell cycle was determined by propidium iodide staining and flow cytometry following 72 hours of reverse transfection using siNS, 
siVCP #1, or siVCP #2. Data shown are the mean ± SEM of three independent experiments. Two-way ANOVA followed by Dunnett’s 
multiple comparison test was used to determine statistical significance. *p < 0.05. (C) Cells were transiently transfected with siNS, siVCP 
#1, or siVCP #2 for 72 or 120 hours. Percentage of cells undergoing apoptosis was determined by FACS analysis of cells labeled with 
Annexin-V and propidium iodide. All treated populations were normalized to their respective siNS control. Data shown are the mean 
± SEM of three independent experiments. Two-way ANOVA followed by Dunnett’s multiple comparison test was used to determine 
statistical significance. **p < 0.0001 and ***p < 0.0005. (D) Percentage of cells in the specified phases of the cell cycle was determined 
and analyzed as in panel B, following 72 hours of treatment using CB-5083 (0, 125, 250, 500 nM). *p < 0.05, **p < 0.01 and ***p < 0.005. 
(E) Cells were treated with VCPi CB-5083 (125, 250, or 500 nM) for 72 or 120 hours. Percentage of cells undergoing apoptosis was 
determined and analyzed as in panel C, except that each respective control was 0 nM CB-5083, i.e., DMSO vehicle only. *p < 0.05, 
**p < 0.005, ***p < 0.001, and ****p < 0.0001.
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methods to investigate changes in autophagic flux upon 
VCP suppression and inhibition. Both techniques monitor 
LC3B, a key component of the autophagy pathway [43]. 
First, we assessed autophagic flux via immunoblotting, 
using bafilomycin A1 (Baf-A1, 200 nM for 2 hours) to 

inhibit autolysosome acidification and autophagosome-
lysosome fusion [44]. This method monitors the 
conversion of endogenous LC3B-I to the autophagosome-
associated LC3B-II [16]. Interestingly, we observed that 
siRNA-mediated VCP suppression increased the ratio 

Figure 4: VCP, a regulator of DDR, helps mediate DNA damage repair in PDAC. (A) Representative images of 
immunofluorescence (IF) to monitor γH2AX expression (green) and nuclei (white) in PDAC cells after 24 hours of treatment with DMSO 
or CB-5083 at the indicated concentrations (nM). Scale bar, 75 µm. (B) Quantitation of relative integrated intensity of γH2AX per nucleus 
of cells shown in panel A. Each dot represents a nucleus; each bar indicates the mean of that treatment group. Statistical significance was 
calculated using one-way ANOVA and Kruskal-Wallis test relative to DMSO. **p < 0.01 and ****p < 0.0001. The total number of nuclei 
analyzed for each cell line and condition (DMSO, 250 nM CB-5083, 500 nM CB-5083) were: Pa01C (1460, 1143, 1495), Pa16C (545, 746, 
592), and PANC-1 (962, 902, 588), respectively.
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of LC3B-II to LC3B-I in Pa16C and PANC-1 cells, 
and this increase was either maintained or enhanced 
when autophagosome degradation was inhibited with 
bafilomycin A1 (Figure 5A).

To further assess autophagic flux, we utilized 
KRAS-mutant PDAC cell lines stably expressing the well-
characterized autophagy flux reporter mCherry-GFP-LC3 

[45]. Upon VCP suppression (Supplementary Figure 4A), 
there was a two-fold increase in autophagic flux in two 
of the three PDAC cell lines (Figure 5B, Supplementary 
Figure 4B). To complement genetic suppression of VCP, 
we also assessed autophagic flux in the presence of the 
pharmacological inhibitor of VCP, CB-5083. Akin to 
our findings with siVCP, the highest concentrations of 

Figure 5: VCP loss elevates autophagic flux. (A) Cells were transfected for 72 hours with siNS, siVCP #1, or siVCP #2 and treated 
with bafilomycin A1 (Baf-A1, 200 nM) for 2 hours before lysate collection to inhibit autophagosome degradation. Immunoblot analyses 
were performed to determine the levels of indicated proteins. Autophagic flux was quantified by the ratio of LC3B-II to LC3B-I. Figure 
is representative of three biological replicates. (B) Cell lines stably expressing the mCherry-EGFP-LC3B reporter were transfected for 
72 hours with siNS, siVCP #1, or siVCP #2. Autophagic index was determined using the ratio of mCherry to EGFP. Relative autophagic 
index was obtained by normalizing the autophagic index of treated groups to their respective controls. Data shown are the mean ± SEM 
of three independent experiments. Two-way ANOVA followed by Dunnett’s multiple comparison test was used to determine statistical 
significance between the different groups. *p < 0.05 and **p < 0.005. Knockdown efficiency is shown in Supplementary Figure 4B. (C) Cells 
were treated with VCP inhibitor CB-5083 for 72 hours at indicated concentrations and treated with bafilomycin A1 (Baf-A1, 200 nM) 
for 2 hours before lysate collection to inhibit autophagosome degradation. Immunoblot analyses were performed to determine the levels 
of indicated proteins. Autophagic flux was quantified using the ratio of LC3B-II to LC3B-1. Figure is representative of three biological 
replicates. (D) Cell lines stably expressing the mCherry-EGFP-LC3B reporter were treated with VCP inhibitor CB-5083 at the indicated 
concentrations for 72 hours. Autophagic flux was determined and analyzed for statistical significance as in panel B.
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CB-5083 increased the ratio of LC3B-II to LC3B-I (Figure 
5C). We also observed a two-fold increase in autophagic 
flux upon VCP inhibitor treatment (CB-5083 at 500 nM 
for 72 hours) in two of three PDAC cell lines (Figure 
5D, Supplementary Figure 4C), consistent with VCP 
suppression. These observations indicate that suppression 
or inhibition of VCP can upregulate autophagy in KRAS-
mutant PDAC cell lines.

Dual inhibition of VCP and autophagy enhances 
growth suppression and apoptosis

We recently determined that inhibiting KRAS in 
KRAS-mutant PDAC stimulated a compensatory increase 
in autophagy that rendered them further addicted to 
autophagy and hypersensitive to autophagy inhibition 
[16]. We therefore hypothesized that the elevated 
levels of autophagy observed upon VCP inhibition may 
similarly result in a greater dependence on the autophagic 
process in VCPi-treated KRAS-mutant PDAC cells. If 
so, concurrent inhibition of VCP and autophagy should 
be more effective than either treatment alone. Although 
there are no specific inhibitors of autophagy in the clinic, 
chloroquine, which inhibits lysosomal acidification of 
the autophagosome and is thus an indirect inhibitor of 
autophagy, is routinely used [46]. We found that a range 
of VCP and autophagy inhibitor combinations enhanced 
chloroquine-mediated growth inhibition (Figure 6A). 
Bliss synergy analysis indicated that the combination had 
synergistic activity, indicated by values <0, in all three cell 
lines (Figure 6B). Additionally, the degree of apoptosis 
(Figure 6C, Supplementary Figure 5), and the induction 
of UPR as assessed by accumulation of CHOP (Figure 
6D), caused by VCP inhibition were further enhanced by 
the combination treatment compared to VCPi alone. We 
conclude that concurrent inhibition of VCP and autophagy 
synergistically inhibits growth and induces apoptosis in 
KRAS-mutant PDAC cell lines.

DISCUSSION

There is an unmet need for effective targeted 
therapies for KRAS-mutant PDAC. Attempts to address 
this need have included the pursuit of inhibitors of KRAS 
and its immediate downstream signaling pathways as 
well as of other vulnerabilities such as increased genomic 
instability and dependence on DNA damage repair 
pathways. For example, recent studies have indicated that 
targeting DNA damage response (DDR) proteins such 
as CHK1, WEE1, ATR, ATM, and PARP in PDAC may 
be efficacious [28–31]. However, an in-depth analysis 
of DDR proteins crucial for PDAC growth has not been 
carried out. To further explore DDR regulators, we 
performed a DDR-focused CRISPR-Cas9 loss-of-function 
screen and identified DDR proteins essential for KRAS-
mutant PDAC growth. Our screen identified multiple 

targets of interest, including the pleiotropic AAA-ATPase 
VCP/p97, the protein arginine methyltransferase PRMT5, 
and the pleiotropic mitochondrial chaperone protein and 
transcriptional co-regulator PHB1/prohibitin 1. While the 
therapeutic potentials of inhibiting PRMT5 and PHB have 
been previously explored in PDAC [47, 48], such potential 
has been largely underexplored for VCP.

VCP is a multifunctional protein that has been 
shown to play critical roles in proteostasis (i.e., autophagy 
and UPS), cell cycle and DNA damage repair [34, 49–54]. 
Clinical studies have correlated VCP overexpression to 
advanced disease, metastasis, and worse patient outcome 
in many cancers [35, 55–57] including PDAC [37]. 
Thus, VCP has been identified as a potential therapeutic 
target for many cancer types. We found that both genetic 
suppression (siVCP) and pharmacological inhibition of 
VCP with CB-5083 (VCPi) limit cell viability, reduce 
clonogenic growth, and induce apoptosis in PDAC cell 
lines. Other preclinical studies have also shown that 
genetic suppression or pharmacologic inhibition of VCP 
limits cell viability and/or induces apoptosis in breast 
cancer [55], human choriocarcinoma [58], multiple 
myeloma [59], non-small cell lung cancer (NSCLC) [60], 
esophageal carcinoma [61], and ovarian cancer [62]. To 
further explore how VCP loss limits KRAS-mutant PDAC 
growth and induces apoptosis, we considered multiple 
mechanisms of VCP that may contribute to these effects.

One mechanistic basis for the growth suppressive 
and apoptotic effect of VCP loss likely involves the 
function of VCP in maintenance of proteostasis [63]. 
Upon treatment with siVCP or VCPi, we observed 
accumulation of ubiquitinated proteins in PDAC cell lines. 
Our result supports the importance of the well-established 
VCP function of maintaining proteostasis by extracting 
ubiquitinated proteins into the cytoplasm from the ER 
[34, 64, 65] and shuttling them to the proteasome for 
degradation [34, 66]. Similar to our findings, accumulation 
of ubiquitinated proteins has been observed in breast 
cancer upon VCP inhibition [55] and in multiple myeloma 
cell lines upon genetic suppression or inhibition of VCP 
[59]. Furthermore, we found that both siVCP and VCPi 
induced the unfolded protein response (UPR). This was 
expected, given that VCP loss leads to accumulation of 
ubiquitinated proteins in the ER, prompting activation 
of the UPR to maintain proteostasis [63]. In agreement, 
the aforementioned study exploring ERAD inhibition in 
PDAC found that a VCP-targeting tool compound, Eer1, 
induced UPR [67]. UPR activation has also been observed 
in various cancer types upon genetic suppression or 
pharmacologic inhibition of VCP [55, 59, 61, 62]. Given 
that unresolved ER stress and prolonged activation of 
UPR can result in apoptosis [63], our findings suggest that 
VCP supports PDAC growth in part by regulating protein 
degradation pathways to maintain proteostasis.

We had speculated that a second basis for growth 
suppression may be attributable to alterations in the 
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Figure 6: Dual inhibition of VCP and autophagy enhances growth suppression and apoptosis. (A) Cells were treated with 
a range of VCP inhibitor concentrations (CB-5083, 47–1,200 nM) and various constant concentrations of autophagy inhibitor CQ (781, 
1563, 3125, 6250, 12500 nM). Proliferation was assessed by live cell counting. Data shown are the mean ± SEM of three independent 
experiments. (B) Heatmaps represent Bliss independence scores corresponding to representative growth curves shown in panel A. Bliss 
scores less than one (red) are synergistic, greater than one (blue) are antagonistic, and zero (white) indicates additivity. (C) Cells were 
treated with CB-5083 (125 or 250 nM) and CQ (6250 nM) for 120 hours. Percentage of cells undergoing apoptosis was determined by 
FACS analysis of Annexin-V and propidium iodide-labeled cells. All treated populations were normalized to their respective controls. 
Data shown are the mean ± SEM of three independent experiments. Two-way ANOVA followed by Šídák’s multiple comparisons test 
was used to determine statistical significance. *p < 0.05, **p < 0.005, and ***p < 0.001. (D) Cells were treated with VCP inhibitor CB-5083 
(250 or 500 nM), autophagy inhibitor chloroquine (CQ, 6250 nM), or a combination of CB-5083 and CQ for 72 hours at the indicated 
concentrations. Immunoblot analyses were performed to determine levels of the indicated proteins. Autophagic flux was quantified using 
the ratio of LC3B-II to LC3B-I. Data shown are representative of three biological replicates.
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cell cycle. Initially, VCP was identified as a cell cycle 
regulator in yeast, where VCP suppression yielded G2/M 
cell cycle arrest [68]. In human choriocarcinoma [58], 
NSCLC [60], and ovarian cancer [62], VCP inhibition 
resulted in G0/G1 cell cycle arrest. Contrary to these 
studies, VCP suppression had no effect on the cell cycle in 
human osteosarcoma [69]. Our studies in PDAC cell lines 
demonstrated heterogeneous outcomes with regards to 
cell cycle. We observed minor G0/G1 or G2/M cell cycle 
arrest in two PDAC cell lines (Pa01C and PANC-1) but no 
impact on cell cycle in a third (Pa16C). We conclude that 
cell cycle arrest is not a consistent mechanism by which 
VCP regulates the growth of KRAS-mutant PDAC cells. 

A third mechanism whereby VCP may modulate 
PDAC growth is DNA damage repair. VCP has been 
shown to mediate DNA damage repair by facilitating 
DNA repair pathway decisions [70–72]. Consistent with 
a previous study showing that inactivation or depletion 
of VCP delays the resolution of DNA DSBs in bone 
and bladder cancer cells following radiation-induced 
DNA damage [52], we observed a modest accumulation 
of DSBs upon loss of VCP, indicating accumulation of 
unrepaired DNA damage. This demonstration that VCP 
mediates the resolution of DNA DSBs in KRAS-mutant 
PDAC cells supports another mechanism whereby VCP 
can be a potential therapeutic vulnerability in PDAC.

Finally, we sought to explore the regulation of 
autophagy by VCP in KRAS-mutant PDAC. The roles 
and mechanisms of VCP in autophagy are highly context 
dependent [73]. One recent study indicated that VCP 
is required for autophagy initiation in HeLa cells and 
another demonstrated its requirement for autophagosome 
maturation in muscle [51, 74]. In contrast, genetic loss 
of VCP increased autophagic flux in choriocarcinoma 
[58], indicating that VCP functions to negatively regulate 
autophagy in that context. In KRAS-mutant PDAC, we 
observed that both genetic and pharmacological loss of 
VCP can increase autophagic flux. This indicates that, 
like KRAS itself [16, 17, 75], VCP negatively regulates 
autophagy in KRAS-mutant PDAC, and is consistent 
with ER stress induction of autophagy as a pro-survival 
mechanism to restore proteostasis [76]. Similar to 
our recent finding that KRAS suppression caused a 
compensatory increase in autophagy [16], we propose 
that the increase in autophagic flux that we observed upon 
loss of VCP is a compensatory response to the suppression 
of ERAD pathways. In agreement, while our study was 
underway, another study explored endoplasmic-reticulum-
associated [protein] degradation (ERAD) inhibition in 
PDAC using the ERAD inhibitor eeyarestatin I (Eer1), 
a VCP-targeting compound, and found that Eer1 limited 
PDAC cell viability [67].

Accordingly, we determined that combining VCPi 
with CQ enhanced anti-proliferative and pro-apoptotic 
effects in PDAC. This result parallels recent studies showing 
that concurrent inhibition of compensatory autophagy 

and the RAS-RAF-MEK-ERK signaling pathway was 
efficacious in PDAC growth inhibition [16, 17]. Moreover, 
the combination of VCPi and CQ enhanced the induction 
of UPR compared to either treatment alone. This suggests 
that ER-stress induced apoptosis observed upon inhibition 
of either VCP or autophagy alone can be further enhanced 
by inhibiting both regulators of ERAD.

In summary, our goal was to identify additional 
therapeutic targets for KRAS-driven PDAC. Our search 
was directed toward DDR proteins, stemming from our 
previous identification of this pathway as an important 
mechanism for PDAC survival [28]. We identified 
VCP as an important protein for PDAC growth and 
proteostasis via its regulation of protein degradation. VCP 
has therapeutic potential; however, explorations of this 
potential in preclinical studies were limited to the use of 
VCPi CB-5083. Although phase I clinical evaluation of 
CB-5083 was terminated due to an unexpected off-target 
ocular effect [77], a more selective analog (CB-5339) 
is currently under clinical evaluation in acute myeloid 
leukemia (NCT04402541) [78]. It will be interesting 
to evaluate CB-5339 or other clinical candidate VCP 
inhibitors in in vivo models of PDAC to support future 
clinical studies. 

MATERIALS AND METHODS

Cell culture

Patient-derived xenograft human pancreatic cancer 
cell lines (Pa01C and Pa16C) were kindly provided by 
Dr. Anirban Maitra (MD Anderson Cancer Center). PANC-1 
was obtained from the American Type Culture Collection 
(ATCC). PDAC cell lines (Pa01C, Pa16C, and PANC-1) 
stably expressing the mCherry-EGFP-LC3B reporter 
were generated as we have described previously [16]. We 
utilized cell lines that harbor the most prevalent mutations 
in PDAC, which include oncogenic KRAS G12D [79] and 
missense mutations of TP53 [80]. These lines are also all 
wild type for BRAF, PIK3CA and PTEN. Despite having 
these driver mutations in common, it is well established 
that PDAC cancers and cell lines display considerable 
genetic heterogeneity [7]. For example, Pa01C and Pa16C 
are wild type for CDKN2A (p16), whereas PANC-1 has 
a CDKN2A deletion. Conversely, Pa16C and PANC-1 
are wild type for SMAD4, whereas Pa01C has a SMAD4 
deletion. These and other genetic distinctions may 
influence how different biological activities respond to 
loss of VCP. All cell lines were cultured in Dulbecco’s 
Modified Eagle Medium (DMEM; Gibco) supplemented 
with 10% fetal bovine serum (FBS; Sigma-Aldrich), 
penicillin and streptomycin (Sigma-Aldrich) at 37°C in 
a humidified chamber with 5% CO2. All cell lines were 
validated via short-tandem repeat (STR) profiling and 
tested negative for mycoplasma contamination using the 
MycoAlert Mycoplasma Detection Kit (Lonza).
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Antibodies and reagents

The VCP inhibitor, CB-5083 (S8101), was from 
SelleckChem. The autophagy inhibitor, chloroquine 
diphosphate (CQ, 6628), the autophagosome-lysosome 
fusion inhibitor, and bafilomycin A1 (Baf-A1; Gibco, 
19–148) were from Sigma-Aldrich. The following primary 
antibodies were used in this study: CHOP (2895), VCP 
(2648), LC3B (2775), and phospho-Histone H2A.X 
(Ser139, 9718) from Cell Signaling Technology. Lys48-
specific ubiquitin antibody (05-1307) and vinculin 
(V9131) were from Sigma-Aldrich. The secondary 
antibodies, goat anti-rabbit IgG (31462) and goat anti-
mouse IgG (31432), were from Invitrogen. pBABE-puro 
mCherry-EGFP-LC3B was a gift from Jayanta Debnath 
(Addgene plasmid #22418; http://n2t.net/addgene:22418; 
RRID: Addgene_22418) [45].

DepMap analysis

Genetic dependency scores for KRAS, MYC, 
and VCP after CRISPR [81, 82] and shRNA [83] 
gene silencing were obtained from DepMap (21Q2 
Public+Score, CERES). Mutation data for KRAS was 
also obtained from DepMap (21Q2). All pancreatic 
cancer-derived cell lines were included for analysis. More 
negative CERES scores indicate greater dependency on 
the indicated protein.

Cloning of lentiCRISPRv2 vector

Blasticidin S deaminase (BSD) selection marker 
and a destabilization domain (DD) were cloned into 
lentiCRISPRv2 (Addgene, 52961) using NEBuilder HiFi 
DNA Assembly in a stepwise manner. Cloning of BSD 
was performed by assembling three components: two 
PCR-amplified pieces of lentiCRISPRv2 and one PCR-
amplified piece of pLX304 (Addgene, 25890) with 13 
bp overlaps. The lentiCRISPRv2 primers were used to 
remove the puromycin N-acetyltransferase selection 
marker. Cloning of the DD was performed by assembling 
two components: PCR-amplified piece of lentiCRISPRv2 
BSD and PCR-amplified piece of DD-Cas9 with filler 
sequence and Venus (Addgene, 90085) with 25 bp 
overlaps. Small PCR products were purified using a PCR 
purification kit (QIAGEN, 28104) and large PCR products 
(> 6 kb) were run on a 1% agarose gel. Fragments were 
extracted using a gel extraction kit (QIAGEN, 28706) 
and were assembled by HiFi DNA Assembly according to 
manufacturer instructions (NEB, E2621).

DNA damage response (DDR) CRISPR-Cas9 loss-
of-function screen library design

The DDR CRISPR-Cas9 library consists of 
6,040 sgRNAs targeting 504 genes that play a role in 

DNA repair, along with 1,000 non-targeting control 
sgRNAs. Each gene was targeted by ten domain-focused 
sgRNAs [84]. The CRISPR library oligonucleotides 
(74 nt) were synthesized by CustomArray, Inc. to 
have the same structure: a 5′ universal flanking 
sequence (GTGGAAAGGACGAAACACCG), a 20 
nt target sgRNA, and a 3′ universal flanking sequence 
(GTTTTAGAGCTAGAAATAGCAAGTTAAAATAA 
GG). For details see Supplementary Table 1. The DDR 
library sgRNA pool was cloned into lentiCRISPR v2 using 
the NEBuilder HiFi DNA Assembly. PCR amplification of 
the sgRNA library pool was performed using the following 
primers: 

Array F:  TAACTTGAAAGTATTTCGATTTCTTGGCTTT 
ATATATCTTGTGGAAAGGACGAAACACCG

Array R:  ACTTTTTCAAGTTGATAACGGACTAGCCTT 
ATTTTAACTTGCTATTTCTAGCTCTAAAAC

The PCR reaction mixture consisted of the 
following: 2.5 µL of each primer (10 µM stock), 2 µL 
DDR library pool (0.2 µM stock), 18 µL molecular 
biology grade water, 25 µL 2X Q5 High-Fidelity 2X 
Master Mix (NEB, M0492L). The following PCR 
protocol was used: initial denaturation (98°C, 30 seconds), 
denaturation (98°C, 10 seconds), annealing (65°C, 30 
seconds), extension (72°C, 25 seconds), final extension 
(72°C, 5 minutes). Denaturation, annealing, and extension 
steps were cycled 30 times. PCR products were purified 
using the MinElute PCR purification kit (QIAGEN, 
28004). In parallel, the lentiCRISPRv2 (Addgene #52961) 
was digested with BsmBI (NEB, R0580) overnight at 
55°C and then heat inactivated at 80°C for 20 minutes. 
Digestion products were run on a 0.8% agarose gel and a 
~13 kb fragment was extracted using a gel extraction kit 
(QIAGEN, 28706).

Using 100 ng of BsmBI-digested lentiCRISPRv2 
and 6.66 ng of the sgRNA library pool, a HiFi assembly 
reaction was performed. A HiFi assembly reaction mixture 
consisted of 100 ng BsmBI digested vector (2 µL), 6.66 ng 
DDR library pool (8 µL), and 10 µL HiFi DNA Assembly 
Master Mix (NEB, E2621). The reaction mixture was 
incubated for 1 hour at 50°C. For electroporation, 
0.75 µL of HiFi assembly mixture was added to 25 µL 
of electrocompetent bacteria (Lucigen, 60242-2). The 
bacteria and DNA mixture was electroporated in ice-
chilled cuvettes (Bio-Rad, 1652083) using Gene Pulser 
Xcell electroporator (Bio-Rad, 1652660) at 1800 Volts, 10 
µFarad, 600 Ohm, and 1 mm cuvette gap. Recovery media 
(500 µL) of was added immediately post electroporation 
(Lucigen, 80026-1). Six electroporation reactions were 
performed to ensure high coverage of the entire library. 
Transformed bacteria was incubated for 1 hour at 37°C, 
plated on LB-ampicillin plates, and incubated overnight 
at 37°C. LB was added to each plate and transformed 
bacteria was removed using sterile scrapers. Cells from 

http://n2t.net/addgene:22418


42 Genes & Cancerwww.genesandcancer.com

three plates were transferred to 500 mL LB cultures and 
incubated for 3 hours at 37°C. The cloned plasmid library 
was extracted using plasmid maxiprep kit (QIAGEN, 
12362).

DDR CRISPR-Cas9 screen

Lentivirus generation was performed as described 
previously [28, 39]. HEK293T cells were seeded in T75 
flasks and allowed to attach overnight. Library plasmid 
(12 µg), psPAX2 (9 µg), pMD2.G (3 µg), and transfection 
reagent FuGENE6 (Roche) was suspended in Opti-MEM 
and incubated for 20 minutes at room temperature. The 
transfection mixture was added dropwise to the cells, 
centrifuged at 800 g for 1 hour, and incubated overnight. 
The following morning, harvest medium (DMEM with 
20% FBS) was added and further incubated for 48 hours. 
Lentiviral supernatant was collected, concentrated using 
PEG-it™ virus precipitation solution (SBI), and cleared 
through a 0.45 µm filter. Viral titers were determined as 
previously described [85].

Human pancreatic cancer cell lines (5 × 105 per well) 
were seeded in 6-well plates and incubated overnight. The 
next day, virus was added at an MOI of 0.2 [28]. The cells 
were selected with blasticidin (3 µg/mL) and Shield 1 
ligand (1 µM) for 7 days. The infected cells were collected 
at the initial time point (Day 0), passaged every 3 days up 
to 28 days, and maintained at 1,000-fold coverage. The 
cells were collected at 14 and 28 days and flash-frozen 
in LN2. Three technical replicates were prepared for 
each cell line and time point. DNA was extracted using 
DNeasy Blood and Tissue Kit (QIAGEN). The DNA 
samples were run through two subsequent PCR reactions 
as we previously described [39]. Following the second 
reaction, the entire reaction was gel purified using a Gel 
Extraction Kit (QIAGEN) and purified and concentrated 
using ethanol precipitation. Finally, 3 pmol of DNA was 
loaded (PhiX spike of greater than 15%) onto an Illumina 
NextSeq 500 and sequenced with 75 bp, single-end reads. 
sgRNA abundances were quantified for each gene using 
MAGeCK analysis [86].

siRNA transfections

Cells were reverse transfected using Lipofectamine™ 
RNAiMAX Transfection Reagent (Invitrogen, 13778150) 
and 10 nM of siRNA in Opti-MEM™ I Reduced Serum 
Medium (Gibco, 31985070). The non-specific siRNA 
(siNS, 4390844) and the first siRNA targeting VCP (siVCP 
#1, 4390824) were from Thermo Fisher. The second 
siRNA targeting VCP (siVCP #2) was from Horizon 
Discovery (J-008727-10-0005). Cells were seeded at 
varying densities depending on experimental procedure 
in 6-well plates in 2 mL of culture medium. Opti-MEM 
was equilibrated to room temperature and siRNAs were 
thawed on ice. Then, 2 µL of RNAiMAX was added to 

98 µL of Opti-MEM. To suppress VCP, 110 nM of siRNA 
was added to Opti-MEM in a final volume of 100 µL. The 
siRNAs in Opti-MEM were added to the RNAiMAX/
Opti-MEM mixture and incubated for 30 minutes at room 
temperature. The mixture (200 µL) was added dropwise to 
the well (2 mL) for a final concentration of 10 nM siRNA 
(2.2 mL total volume per well). Cells were incubated until 
each experimental time point was met. For all siRNA 
experiments, a non-specific control (siNS) was used, and 
knockdown efficiency of the target gene was confirmed 
by immunoblotting.

Immunoblotting

For autophagic flux immunoblots, cells were 
treated with bafilomycin A1 (Baf-A1, 200 nM) 2 hours 
before lysate collection. Cells were washed with ice-cold 
PBS and lysed with RIPA lysis buffer (150 mM NaCl, 
1% Triton X-100, 0.5% sodium deoxycholate, 0.1% 
SDS, and 50 mM Tris) supplemented with cOmplete™ 
protease inhibitor (Roche, 40091500) and phosphatase 
cocktail inhibitors (Sigma-Aldrich, 524625, 524624). 
Cells were incubated on ice for 10 minutes, scraped into 
microcentrifuge tubes, and centrifuged for 10 minutes at 
maximum speed (13,200 rpm) at 4°C. The supernatant was 
collected and protein concentration determined using the 
Pierce™ BCA Protein Assay Kit (Thermo Fisher Scientific, 
23225) with bovine serum albumin (BSA; Sigma-Aldrich, 
A7906) as the standard.

Samples were prepared for SDS-PAGE with 
4X Laemmli Sample Buffer (Bio-Rad; 1610747) and 
β-mercaptoethanol and boiled for 15 minutes before 
storage at −20°C. Equal amounts of protein per sample 
were loaded into polyacrylamide gels for separation 
of proteins and transferred onto PVDF membranes 
(Millipore, IPVH00010) activated in 100% methanol. 
Membranes were blocked in 5% non-fat milk diluted 
in TBST (TBS with 0.05% Tween-20) for 1 hour and 
washed with TBST. Membranes were incubated overnight 
in primary antibodies diluted in 5% BSA in TBST at 
4°C. The membranes were then washed with TBST and 
incubated for 1 hour in secondary antibodies diluted in 
5% non-fat milk in TBST. After washing with TBST, 
membranes were imaged using the ChemiDoc MP 
Imaging System and ECL western blotting substrates 
from Bio-Rad. Autophagic flux was measured using 
densitometric quantification of the LC3B doublet, and the 
ratio of LC3BII to LC3BI was reported.

Anchorage-dependent proliferation

For siRNA experiments, 2.5 × 105 cells were seeded 
in 6-well plates and transfected for 24 hours. Transfected 
cells were plated into 96-well (1 × 103 cells per well) 
and 6-well plates (2.5 × 105 cells per well) and allowed 
to attach overnight. Following overnight incubation, 
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a Day 0 plate was quantified by counting calcein AM 
(500 nM, 30 minutes) labeled live cells using the 
SpectraMax i3x multimode detection platform (Molecular 
Devices) to assess plating efficiency. Following the Day 
0 plate quantification, a 96-well plate was quantified 
every day for 5 days for growth tracking. To determine 
knockdown efficiency for the experiment, the 6-well plate 
was collected 72 hours after transfection and western blot 
analysis was performed. Raw cell numbers were adjusted 
accordingly by the plating efficiency as assessed on Day 0. 
Percentage viability was calculated by normalizing the 
adjusted treated cell counts to adjusted vehicle-control 
(siNS) samples. Technical replicates were averaged, and 
proliferation data depicted are representative of three 
biological replicates. Four-parameter drug response curves 
were generated using GraphPad Prism version 9.3.1.

For drug-treatment proliferation assays, cells were 
plated into 96-well plates (700–1,000 cells per well, 
depending on the cell line) and allowed to attach overnight. 
Following overnight incubation, a Day 0 plate was 
quantified by counting calcein AM (500 nM, 30 minutes) 
labeled live cells using the SpectraMax i3x multimode 
detection platform (Molecular Devices) to assess plating 
efficiency. For single drug studies, cells were treated with 
CB-5083 (47–1200 nM) and incubated for 72 or 120 hours 
before quantifying calcein AM labeled live cells. For 
synergy studies, cells were treated with CB-5083 (47–1200 
nM) and chloroquine (781–12500 nM) in a dose-response 
matrix. After 120 hours of incubation, proliferation was 
quantified. For all drug-treatment proliferation studies, 
percentage viability was calculated as indicated previously. 
For all proliferation assays, BLISS synergy scores were 
analyzed as previously published [16].

Anchorage-dependent colony formation

Cells were seeded at single-cell density (3.5–5 × 103 
cells per well, depending on the cell line) in 6-well plates. 
For siRNA genetic knockdown experiments, an additional 
knockdown confirmation plate was seeded (7–10 × 104 
cells per well, depending on the cell line) in 6-well plates 
and cells were reverse transfected on the same day. For 
pharmacological inhibition experiments, culture medium 
was replaced with medium containing CB-5083 (125–
500 nM) or DMSO vehicle. For siRNA experiments, the 
knockdown efficiency plate was collected at 72 hours 
post reverse transfection and western blot analysis was 
performed. At 10–14 days after plating, the medium was 
carefully aspirated from all wells and cells were washed 
with PBS. Next, 1 mL of crystal violet in formaldehyde 
was added to each well and plates were incubated for 
30 minutes at room temperature. Wells were washed 
gently with water and allowed to dry overnight at room 
temperature. Clonogenic colony formation was evaluated 
by imaging on a Typhoon™ FLA 7000 biomolecular 
imager. FIJI was used to analyze the percent cell coverage 

of the plate surface and all treated wells were standardized 
to their respective control wells (siNS or DMSO).

Anchorage-independent growth in soft agar

Bacto-agar (1.8%), diluted 1:3 in phenol red-free 
DMEM+10% FBS, was used to form a base layer on either 
a 96-well plate (25 µL) or 24-well plate (250 µL). For 
the cell layer, 6% SeaPrep agarose (Lonza, 50302) was 
diluted to 2% with DMEM supplemented with 10% FBS 
and then combined 1:2 with cells resuspended in phenol 
red-free DMEM supplemented with 10% FBS to a final 
concentration of 1% SeaPrep agarose. Cells were plated 
(5,000 cells in 100 µL for 96-well plates or 50,000 cells 
in 1 mL for 24-well plates) and the agar was allowed to 
solidify for 10 minutes at 4°C. Even distribution of single 
cells at the time of plating was verified by microscopy. 
The following day, DMSO or VCPi was added to the top 
of each well. Colonies were allowed to grow for 14 days 
and evaluated periodically via microscopy. At day 14, 
15 µL/well of alamarBlue (Thermo Fisher, DAL1025) was 
added to the 96-well plates and incubated for 4 hours prior 
to measurement of fluorescent signal (excitation 535 nM; 
emission 585 nM) on a SpectraMax i3. Each biological 
replicate included three technical replicates. Growth (%) 
was calculated by standardizing to DMSO wells, which 
were set to 100%, and growth curves were calculated as 
for anchorage-dependent proliferation. Three biological 
replicates were averaged for each treatment condition. 
Also on day 14, images were collected from the 24-well 
plates for all three biological replicates, using a 10X 
objective on an EVOS 5000 microscopy. Representative 
images were selected for figure panels.

Flow cytometry assays

For apoptosis assays, R&D Systems™ TACS Annexin 
V-FITC Apoptosis Detection Kit (4830-250-K) was used 
to measure apoptosis according to the manufacturer’s 
instructions. Detached cells in the spent culture medium 
and trypsinized cells were collected and centrifuged at 
300 g for 5 minutes. Cells were washed with PBS and 
centrifuged at 300 g for 5 minutes before incubating in 
the Annexin V Incubation Reagent (1% Annexin V-FITC 
and 1x propidium iodide solution in 1x calcium-containing 
binding buffer) in the dark for 15 minutes. The cell mixture 
was diluted 1:5 in 1x calcium-containing binding buffer and 
analyzed using a BD LSRFortessa flow cytometer. Over 
2 × 104 cells were collected and exported using FACSDiva 
v8.0.1. Using Cytobank, a FSC-A (x) versus SSC-A (y) plot 
was used to exclude debris and generate a “cells” gate for 
intact cells. “Cells” were plotted in a FITC-A (x) versus 
PI-A (y) plot and apoptotic cells (FITC+) were analyzed. 
Percentage of apoptotic cells was normalized by subtracting 
the percentage of apoptotic cells from the vehicle control 
(siNS or DMSO) from treated samples.
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For cell cycle analysis, adherent cells were 
washed with PBS, trypsinized, and centrifuged at 300 g 
for 5 minutes. The cell pellets were fixed with 1% 
paraformaldehyde in PBS, incubated for 15 minutes on 
ice, centrifuged as previously indicated, resuspended 
gently in 70% ethanol and incubated at 4°C for at least 
2 hours. Fixed cells were then pelleted, washed with 
PBS, resuspended in 40 μg/ml propidium iodide (PI) and 
100 μg/ml RNase A in PBS, and incubated at 37°C for at 
least 1 hour. Cells were analyzed using a BD LSRFortessa 
flow cytometer and over 20,000 cells were exported using 
FACSDiva v8.0.1. Cell cycle analysis was then performed 
using FCS Express. A “cells” gate was established using 
a FSC-A (x) versus SSC-A (y) plot and a “singlets” gate 
was established using a FSC-A (x) versus FSC-H (y) plot. 
Singlets were then analyzed via a histogram for PI-A 
content prior to employing the Multicycle algorithm to 
analyze cell cycle.

To quantify autophagic flux, adherent cell lines 
stably expressing the mCherry-EGFP-LC3B reporter 
were washed with PBS, trypsinized, and suspended in 
growing medium. The cells were analyzed using a BD 
LSRFortessa flow cytometer. Over 20,000 cells were 
analyzed and autophagic index was quantified using 
the ratio of mCherry to EGFP. Statistical analyses were 
performed using GraphPad Prism version 9.3.1. The 
statistical significance between experimental groups 
were determined using the two-way ANOVA followed by 
Dunnett’s multiple comparison test.

Immunofluorescence, imaging, and analysis

Cells were plated on 12-well glass-bottom dishes 
(MatTek Corporation, P12G-1.5-14-F) and treated for 
24 hours as specified in the Figure or Figure legend. 
Treated cells were washed with PBS and fixed in 4% 
paraformaldehyde in PBS for 20 minutes, then washed 
in PBS and either stored in 0.04% sodium azide in PBS 
at 4°C or permeabilized with 0.5% Triton X-100 in PBS 
for 5 minutes, washed with PBS, blocked in 10% normal 
goat serum (NGS) and 2% BSA in PBS for 30 minutes, 
and incubated in antibodies targeting γH2AX (1:100 in 
5% NGS and 1% BSA in PBS) for 2 hours. Cells were 
washed in PBS, incubated in goat anti-rabbit Alexa Fluor 
488 secondary antibody (1:100 in 1% BSA in PBS) for 
45 minutes, counterstained with DAPI (1:10,000 in PBS) 
for 10 minutes, and washed with PBS. Fixed cells were 
imaged on an EVOS M7000 wide-field microscope with a 
40X, 0.65 NA objective.

Background was removed from each image using 
a sliding paraboloid on FIJI [87]. Background-subtracted 
images were then analyzed using Cell Profiler [88]. 
The primary objects (nuclei) were identified using the 
DAPI images and the integrated density of γH2AX was 
determined for each nucleus using the Alexa-488 images. 
Nuclei touching the edge were discarded from analyses. 

For each biological preparation, the mean value of γH2AX 
integrated density of the DMSO control was calculated. 
All nuclei from each condition were divided by that value. 
No difference was found between the two biological 
preparations for the relative integrated density of γH2AX; 
therefore, all nuclei were grouped together for statistical 
analysis. Statistical analyses were performed using 
GraphPad Prism version 9.3.1 and outliers were removed 
using Q = 0.1, ROUT [89]. Significance was evaluated 
using a one-way ANOVA and Kruskal-Wallis test relative 
to DMSO.

Statistical analysis

All statistical analyses were performed using 
built-in tests within GraphPad Prism version 9.3.1. The 
statistical method utilized for each Figure is noted in 
the corresponding Figure legend. Error bars indicate 
mean ± SEM for n ≥ 3 independent experiments unless 
noted otherwise. P-values are denoted within each Figure 
legend.

Abbreviations

ANOVA: analysis of variance; ATCC: American 
Type Culture Collection; ATM: ataxia telangiectasia 
mutated; ATR: ataxia telangiectasia and rad3-related 
protein; BCA: bicinchoninic acid; BSA: bovine serum 
albumin; BSD: blasticidin S deaminase; CHOP: C/
EBP homologous protein; CQ: chloroquine; CRISPR: 
clustered regularly spaced interspaced short palindromic 
repeats; DD: destabilization domain; DDR: DNA 
damage response; DMEM: Dulbecco’s modified Eagle’s 
medium; DMSO: dimethyl sulfoxide; ER: endoplasmic 
reticulum; ERAD: endoplasmic-reticulum-associated 
protein degradation; FBS: fetal bovine serum; GFP: green 
fluorescent protein; HR: homologous recombination; IF: 
immunofluorescence; IgG: immunoglobulin G; MOI: 
multiplicity of infection; NGS: normal goat serum; NCI: 
National Cancer Institute; NHEJ: non-homologous end 
joining; NIH: National Institutes of Health; NSCLC: 
non-small cell lung cancer; PARP: poly adenosine 
diphosphate-ribose polymerase; PDAC: pancreatic ductal 
adenocarcinoma; PHB: prohibitin; PRMT5: protein 
arginine methyltransferase 5; PVDF: polyvinylidene 
fluoride; RIPA: radioimmunoprecipitation assay; STR: 
short-tandem repeat; TBST: TBS with 0.05% Tween-20; 
UPR: unfolded protein response; UPS: ubiquitin-
proteasome system; VCP: valosin-containing protein; 
VCPi: valosin-containing protein inhibitor.

Author contributions

YSL, CJD, and ADC contributed to 
conceptualization of the project. YSL, KLB, CJD, and 
ADC designed the methodology. CAS and CMG designed 



45 Genes & Cancerwww.genesandcancer.com

software for data analyses. YSL, JEK, CAS, and CMG 
contributed to data generation and analysis. KLB, CAS, 
CMG, YG, GND, and CV provided resources. YSL, 
JEK, CAS, and CMG contributed to data curation. YSL, 
CJD, and ADC contributed to manuscript writing. YSL, 
JEK, CAS, and CMG contributed to visualization. CJD 
and ADC contributed to project supervision, project 
administration, and funding acquisition.

CONFLICTS OF INTEREST

KLB has received research funds from SpringWorks 
Therapeutics. CJD is an advisory board member for 
Deciphera Pharmaceuticals, Mirati Therapeutics, 
Reactive Biosciences, Revolution Medicines and SHY 
Therapeutics, has received research funding support 
from Deciphera Pharmaceuticals, Mirati Therapeutics, 
Reactive Biosciences, Revolution Medicines and 
SpringWorks Therapeutics, and has consulted for Day One 
Biotherapeutics, Eli Lilly, Jazz Therapeutics, Ribometrix, 
Sanofi, and Turning Point Therapeutics. ADC has 
consulted for Eli Lilly and Mirati Therapeutics. All other 
authors have no conflicts to declare.

FUNDING

This work was supported by grants (to ADC and/or 
CJD) from the National Institutes of Health NIH)/National 
Cancer Institute (NCI) (CA42978, R01CA175747, 
U01CA199235, P01CA203657 and R35CA232113). 
CJD was also supported by grants from the Department 
of Defense (PA200185) and the Pancreatic Cancer Action 
Network/AACR (15-90-25-DER and 22-WG-DERB). 
YSL was supported by NIH grants T32GM007040 
and T32GM135095. JEK was supported by NCI grants 
T32CA009156 and F32 CA239328 and the American 
Cancer Society (PF-20-069). CMG was supported by 
NCI grants T32CA009156 and F32CA221005. CAS 
was supported by NCI grants T32CA009156 and 
F32CA232529. GND was supported by NIGMS grant 
5T32GM135128. CV was supported by NIEHS grant 
ES029079 and NCI grant CA229530. KLB was supported 
by grants from the Pancreatic Cancer Action Network/
AACR (15-70-25-BRYA), the NCI (R37CA251877), and 
the Sky Foundation.

REFERENCES

1. Siegel RL, Miller KD, Fuchs HE, Jemal A. Cancer statistics, 
2022. CA Cancer J Clin. 2022; 72:7–33. https://doi.
org/10.3322/caac.21708. PMID:35020204

2. Rahib L, Wehner MR, Matrisian LM, Nead KT. 
Estimated Projection of US Cancer Incidence and 
Death to 2040. JAMA Netw Open. 2021; 4:e214708. 
https://doi.org/10.1001/jamanetworkopen.2021.4708. 
PMID:33825840

 3. Waters AM, Der CJ. KRAS: The Critical Driver and 
Therapeutic Target for Pancreatic Cancer. Cold Spring Harb 
Perspect Med. 2018; 8:a031435. https://doi.org/10.1101/
cshperspect.a031435. PMID:29229669

 4. Ryan MB, Corcoran RB. Therapeutic strategies to target 
RAS-mutant cancers. Nat Rev Clin Oncol. 2018; 15:709–20. 
https://doi.org/10.1038/s41571-018-0105-0. PMID:30275515

 5. Nevala-Plagemann C, Hidalgo M, Garrido-Laguna I. From 
state-of-the-art treatments to novel therapies for advanced-
stage pancreatic cancer. Nat Rev Clin Oncol. 2020; 
17:108–23. https://doi.org/10.1038/s41571-019-0281-6. 
PMID:31705130

 6. Waddell N, Pajic M, Patch AM, Chang DK, Kassahn KS, 
Bailey P, Johns AL, Miller D, Nones K, Quek K, Quinn MC, 
Robertson AJ, Fadlullah MZ, et al, and Australian Pancreatic 
Cancer Genome Initiative. Whole genomes redefine 
the mutational landscape of pancreatic cancer. Nature. 
2015; 518:495–501. https://doi.org/10.1038/nature14169. 
PMID:25719666

 7. Hayashi A, Hong J, Iacobuzio-Donahue CA. The pancreatic 
cancer genome revisited. Nat Rev Gastroenterol Hepatol. 
2021; 18:469–81. https://doi.org/10.1038/s41575-021-
00463-z. PMID:34089011

 8. Canon J, Rex K, Saiki AY, Mohr C, Cooke K, Bagal D, 
Gaida K, Holt T, Knutson CG, Koppada N, Lanman BA, 
Werner J, Rapaport AS, et al. The clinical KRAS(G12C) 
inhibitor AMG 510 drives anti-tumour immunity. Nature. 
2019; 575:217–23. https://doi.org/10.1038/s41586-019-
1694-1. PMID:31666701

 9. Hallin J, Engstrom LD, Hargis L, Calinisan A, Aranda 
R, Briere DM, Sudhakar N, Bowcut V, Baer BR, Ballard 
JA, Burkard MR, Fell JB, Fischer JP, et al. The KRASG12C 
Inhibitor MRTX849 Provides Insight toward Therapeutic 
Susceptibility of KRAS-Mutant Cancers in Mouse Models 
and Patients. Cancer Discov. 2020; 10:54–71. https://doi.
org/10.1158/2159-8290.CD-19-1167. PMID:31658955

10. Nakajima EC, Drezner N, Li X, Mishra-Kalyani PS, 
Liu Y, Zhao H, Bi Y, Liu J, Rahman A, Wearne E, 
Ojofeitimi I, Hotaki LT, Spillman D, et al. FDA Approval 
Summary: Sotorasib for KRAS G12C-Mutated Metastatic 
NSCLC. Clin Cancer Res. 2022; 28:1482–86. https://doi.
org/10.1158/1078-0432.CCR-21-3074. PMID:34903582

11. Hong DS, Kuo J, Sacher AG, Barlesi F, Besse B, Kuboki Y, 
Dy GK, Dembla V, Krauss JC, Burns TF, Kim J, Henary H, 
Ngarmchamnanrith G, Li BT. CodeBreak 100: Phase I study 
of AMG 510, a novel KRASG12C inhibitor, in patients (pts) 
with advanced solid tumors other than non-small cell lung 
cancer (NSCLC) and colorectal cancer (CRC). J Clin Oncol. 
2020; 38:3511. https://doi.org/10.1200/JCO.2020.38.15_
suppl.3511.

12. Bekaii-Saab TS, Spira AI, Yaeger R, Buchschacher 
GL, McRee AJ, Sabari JK, Johnson ML, Barve MA, 
Hafez N, Velastegui K, Christensen JG, Kheoh T, Der-
Torossian H, Rybkin II. KRYSTAL-1: Updated activity 
and safety of adagrasib (MRTX849) in patients (Pts) with 

https://doi.org/10.3322/caac.21708
https://doi.org/10.3322/caac.21708
https://pubmed.ncbi.nlm.nih.gov/35020204
https://doi.org/10.1001/jamanetworkopen.2021.4708
https://pubmed.ncbi.nlm.nih.gov/33825840
https://doi.org/10.1101/cshperspect.a031435
https://doi.org/10.1101/cshperspect.a031435
https://pubmed.ncbi.nlm.nih.gov/29229669
https://doi.org/10.1038/s41571-018-0105-0
https://pubmed.ncbi.nlm.nih.gov/30275515
https://doi.org/10.1038/s41571-019-0281-6
https://pubmed.ncbi.nlm.nih.gov/31705130
https://doi.org/10.1038/nature14169
https://pubmed.ncbi.nlm.nih.gov/25719666
https://doi.org/10.1038/s41575-021-00463-z
https://doi.org/10.1038/s41575-021-00463-z
https://pubmed.ncbi.nlm.nih.gov/34089011
https://doi.org/10.1038/s41586-019-1694-1
https://doi.org/10.1038/s41586-019-1694-1
https://pubmed.ncbi.nlm.nih.gov/31666701
https://doi.org/10.1158/2159-8290.CD-19-1167
https://doi.org/10.1158/2159-8290.CD-19-1167
https://pubmed.ncbi.nlm.nih.gov/31658955
https://doi.org/10.1158/1078-0432.CCR-21-3074
https://doi.org/10.1158/1078-0432.CCR-21-3074
https://pubmed.ncbi.nlm.nih.gov/34903582
https://doi.org/10.1200/JCO.2020.38.15_suppl.3511
https://doi.org/10.1200/JCO.2020.38.15_suppl.3511


46 Genes & Cancerwww.genesandcancer.com

unresectable or metastatic pancreatic cancer (PDAC) and 
other gastrointestinal (GI) tumors harboring a KRASG12C 
mutation. J Clin Oncol. 2022; 40:519. https://doi.
org/10.1200/JCO.2022.40.4_suppl.519.

13. Arpalahti L, Haglund C, Holmberg CI. Proteostasis 
Dysregulation in Pancreatic Cancer. Adv Exp Med Biol. 
2020; 1233:101–15. https://doi.org/10.1007/978-3-030-
38266-7_4. PMID:32274754

14. Shirazi F, Jones RJ, Singh RK, Zou J, Kuiatse I, Berkova 
Z, Wang H, Lee HC, Hong S, Dick L, Chattopadhyay N, 
Orlowski RZ. Activating KRAS, NRAS, and BRAF mutants 
enhance proteasome capacity and reduce endoplasmic 
reticulum stress in multiple myeloma. Proc Natl Acad 
Sci U S A. 2020; 117:20004–14. https://doi.org/10.1073/
pnas.2005052117. PMID:32747568

15. Yang S, Wang X, Contino G, Liesa M, Sahin E, Ying H, 
Bause A, Li Y, Stommel JM, Dell’antonio G, Mautner 
J, Tonon G, Haigis M, et al. Pancreatic cancers require 
autophagy for tumor growth. Genes Dev. 2011; 25:717–29. 
https://doi.org/10.1101/gad.2016111. PMID:21406549

16. Bryant KL, Stalnecker CA, Zeitouni D, Klomp JE, Peng 
S, Tikunov AP, Gunda V, Pierobon M, Waters AM, George 
SD, Tomar G, Papke B, Hobbs GA, et al. Combination of 
ERK and autophagy inhibition as a treatment approach for 
pancreatic cancer. Nat Med. 2019; 25:628–40. https://doi.
org/10.1038/s41591-019-0368-8. PMID:30833752

17. Kinsey CG, Camolotto SA, Boespflug AM, Guillen KP, 
Foth M, Truong A, Schuman SS, Shea JE, Seipp MT, Yap 
JT, Burrell LD, Lum DH, Whisenant JR, et al. Protective 
autophagy elicited by RAF→MEK→ERK inhibition 
suggests a treatment strategy for RAS-driven cancers. Nat 
Med. 2019; 25:620–27. https://doi.org/10.1038/s41591-019-
0367-9. PMID:30833748

18. Park J, Cho J, Song EJ. Ubiquitin-proteasome system (UPS) 
as a target for anticancer treatment. Arch Pharm Res. 2020; 
43:1144–61. https://doi.org/10.1007/s12272-020-01281-8. 
PMID:33165832

19. Roos WP, Thomas AD, Kaina B. DNA damage and the 
balance between survival and death in cancer biology. 
Nat Rev Cancer. 2016; 16:20–33. https://doi.org/10.1038/
nrc.2015.2. PMID:26678314

20. Pilié PG, Tang C, Mills GB, Yap TA. State-of-the-art 
strategies for targeting the DNA damage response in 
cancer. Nat Rev Clin Oncol. 2019; 16:81–104. https://doi.
org/10.1038/s41571-018-0114-z. PMID:30356138

21. Zack TI, Schumacher SE, Carter SL, Cherniack AD, 
Saksena G, Tabak B, Lawrence MS, Zhsng CZ, Wala J, 
Mermel CH, Sougnez C, Gabriel SB, Hernandez B, et al. 
Pan-cancer patterns of somatic copy number alteration. Nat 
Genet. 2013; 45:1134–40. https://doi.org/10.1038/ng.2760. 
PMID:24071852

22. Andor N, Maley CC, Ji HP. Genomic Instability in Cancer: 
Teetering on the Limit of Tolerance. Cancer Res. 2017; 
77:2179–85. https://doi.org/10.1158/0008-5472.CAN-16-
1553. PMID:28432052

23. Helleday T, Petermann E, Lundin C, Hodgson B, Sharma 
RA. DNA repair pathways as targets for cancer therapy. 
Nat Rev Cancer. 2008; 8:193–204. https://doi.org/10.1038/
nrc2342. PMID:18256616

24. Lord CJ, Ashworth A. The DNA damage response and 
cancer therapy. Nature. 2012; 481:287–94. https://doi.
org/10.1038/nature10760. PMID:22258607

25. Dobbelstein M, Sørensen CS. Exploiting replicative stress 
to treat cancer. Nat Rev Drug Discov. 2015; 14:405–23. 
https://doi.org/10.1038/nrd4553. PMID:25953507

26. Aguirre AJ, Nowak JA, Camarda ND, Moffitt RA, Ghazani 
AA, Hazar-Rethinam M, Raghavan S, Kim J, Brais LK, 
Ragon D, Welch MW, Reilly E, McCabe D, et al. Real-
time Genomic Characterization of Advanced Pancreatic 
Cancer to Enable Precision Medicine. Cancer Discov. 
2018; 8:1096–111. https://doi.org/10.1158/2159-8290.CD-
18-0275. PMID:29903880

27. Brown JS, O’Carrigan B, Jackson SP, Yap TA. Targeting 
DNA Repair in Cancer: Beyond PARP Inhibitors. Cancer 
Discov. 2017; 7:20–37. https://doi.org/10.1158/2159-8290.
CD-16-0860. PMID:28003236

28. Klomp JE, Lee YS, Goodwin CM, Papke B, Klomp JA, 
Waters AM, Stalnecker CA, DeLiberty JM, Drizyte-Miller 
K, Yang R, Diehl JN, Yin HH, Pierobon M, et al. CHK1 
protects oncogenic KRAS-expressing cells from DNA 
damage and is a target for pancreatic cancer treatment. 
Cell Rep. 2021; 37:110060. https://doi.org/10.1016/j.
celrep.2021.110060. PMID:34852220

29. Diehl JN, Klomp JE, Snare KR, Hibshman PS, Blake DR, 
Kaiser ZD, Gilbert TSK, Baldelli E, Pierobon M, Papke 
B, Yang R, Hodge RG, Rashid NU, et al. The KRAS-
regulated kinome identifies WEE1 and ERK coinhibition as 
a potential therapeutic strategy in KRAS-mutant pancreatic 
cancer. J Biol Chem. 2021; 297:101335. https://doi.
org/10.1016/j.jbc.2021.101335. PMID:34688654

30. Waissi W, Amé JC, Mura C, Noël G, Burckel H. 
Gemcitabine-Based Chemoradiotherapy Enhanced by a 
PARP Inhibitor in Pancreatic Cancer Cell Lines. Int J Mol 
Sci. 2021; 22:6825. https://doi.org/10.3390/ijms22136825. 
PMID:34201963

31. Gout J, Perkhofer L, Morawe M, Arnold F, Ihle M, 
Biber S, Lange S, Roger E, Kraus JM, Stifter K, Hahn 
SA, Zamperone A, Engleitner T, et al. Synergistic 
targeting and resistance to PARP inhibition in DNA 
damage repair-deficient pancreatic cancer. Gut. 2021; 
70:743–60. https://doi.org/10.1136/gutjnl-2019-319970. 
PMID:32873698

32. Meyer H, Weihl CC. The VCP/p97 system at a glance: 
connecting cellular function to disease pathogenesis. J Cell 
Sci. 2014; 127:3877–83. https://doi.org/10.1242/jcs.093831. 
PMID:25146396

33. Huryn DM, Kornfilt DJP, Wipf P. p97: An Emerging 
Target for Cancer, Neurodegenerative Diseases, and Viral 
Infections. J Med Chem. 2020; 63:1892–907. https://doi.
org/10.1021/acs.jmedchem.9b01318. PMID:31550150

https://doi.org/10.1200/JCO.2022.40.4_suppl.519
https://doi.org/10.1200/JCO.2022.40.4_suppl.519
https://doi.org/10.1007/978-3-030-38266-7_4
https://doi.org/10.1007/978-3-030-38266-7_4
https://pubmed.ncbi.nlm.nih.gov/32274754
https://doi.org/10.1073/pnas.2005052117
https://doi.org/10.1073/pnas.2005052117
https://pubmed.ncbi.nlm.nih.gov/32747568
https://doi.org/10.1101/gad.2016111
https://pubmed.ncbi.nlm.nih.gov/21406549
https://doi.org/10.1038/s41591-019-0368-8
https://doi.org/10.1038/s41591-019-0368-8
https://pubmed.ncbi.nlm.nih.gov/30833752
https://doi.org/10.1038/s41591-019-0367-9
https://doi.org/10.1038/s41591-019-0367-9
https://pubmed.ncbi.nlm.nih.gov/30833748
https://doi.org/10.1007/s12272-020-01281-8
https://pubmed.ncbi.nlm.nih.gov/33165832
https://doi.org/10.1038/nrc.2015.2
https://doi.org/10.1038/nrc.2015.2
https://pubmed.ncbi.nlm.nih.gov/26678314
https://doi.org/10.1038/s41571-018-0114-z
https://doi.org/10.1038/s41571-018-0114-z
https://pubmed.ncbi.nlm.nih.gov/30356138
https://doi.org/10.1038/ng.2760
https://pubmed.ncbi.nlm.nih.gov/24071852
https://doi.org/10.1158/0008-5472.CAN-16-1553
https://doi.org/10.1158/0008-5472.CAN-16-1553
https://pubmed.ncbi.nlm.nih.gov/28432052
https://doi.org/10.1038/nrc2342
https://doi.org/10.1038/nrc2342
https://pubmed.ncbi.nlm.nih.gov/18256616
https://doi.org/10.1038/nature10760
https://doi.org/10.1038/nature10760
https://pubmed.ncbi.nlm.nih.gov/22258607
https://doi.org/10.1038/nrd4553
https://pubmed.ncbi.nlm.nih.gov/25953507
https://doi.org/10.1158/2159-8290.CD-18-0275
https://doi.org/10.1158/2159-8290.CD-18-0275
https://pubmed.ncbi.nlm.nih.gov/29903880
https://doi.org/10.1158/2159-8290.CD-16-0860
https://doi.org/10.1158/2159-8290.CD-16-0860
https://pubmed.ncbi.nlm.nih.gov/28003236
https://doi.org/10.1016/j.celrep.2021.110060
https://doi.org/10.1016/j.celrep.2021.110060
https://pubmed.ncbi.nlm.nih.gov/34852220
https://doi.org/10.1016/j.jbc.2021.101335
https://doi.org/10.1016/j.jbc.2021.101335
https://pubmed.ncbi.nlm.nih.gov/34688654
https://doi.org/10.3390/ijms22136825
https://pubmed.ncbi.nlm.nih.gov/34201963
https://doi.org/10.1136/gutjnl-2019-319970
https://pubmed.ncbi.nlm.nih.gov/32873698
https://doi.org/10.1242/jcs.093831
https://pubmed.ncbi.nlm.nih.gov/25146396
https://doi.org/10.1021/acs.jmedchem.9b01318
https://doi.org/10.1021/acs.jmedchem.9b01318
https://pubmed.ncbi.nlm.nih.gov/31550150


47 Genes & Cancerwww.genesandcancer.com

34. van den Boom J, Meyer H. VCP/p97-Mediated Unfolding 
as a Principle in Protein Homeostasis and Signaling. 
Mol Cell. 2018; 69:182–94. https://doi.org/10.1016/j.
molcel.2017.10.028. PMID:29153394

35. Yamamoto S, Tomita Y, Hoshida Y, Iizuka N, Kidogami 
S, Miyata H, Takiguchi S, Fujiwara Y, Yasuda T, Yano M, 
Nakamori S, Sakon M, Monden M, Aozasa K. Expression 
level of valosin-containing protein (p97) is associated with 
prognosis of esophageal carcinoma. Clin Cancer Res. 2004; 
10:5558–65. https://doi.org/10.1158/1078-0432.CCR-0723-
03. PMID:15328197

36. Tsujimoto Y, Tomita Y, Hoshida Y, Kono T, Oka T, 
Yamamoto S, Nonomura N, Okuyama A, Aozasa K. 
Elevated expression of valosin-containing protein 
(p97) is associated with poor prognosis of prostate 
cancer. Clin Cancer Res. 2004; 10:3007–12. https://doi.
org/10.1158/1078-0432.ccr-03-0191. PMID:15131036

37. Yamamoto S, Tomita Y, Hoshida Y, Nagano H, Dono 
K, Umeshita K, Sakon M, Ishikawa O, Ohigashi H, 
Nakamori S, Monden M, Aozasa K. Increased expression 
of valosin-containing protein (p97) is associated with 
lymph node metastasis and prognosis of pancreatic 
ductal adenocarcinoma. Ann Surg Oncol. 2004; 
11:165–72. https://doi.org/10.1245/aso.2004.05.012. 
PMID:14761919

38. Wang J, Chen Y, Huang C, Hao Q, Zeng SX, Omari S, 
Zhang Y, Zhou X, Lu H. Valosin-Containing Protein 
Stabilizes Mutant p53 to Promote Pancreatic Cancer 
Growth. Cancer Res. 2021; 81:4041–53. https://doi.
org/10.1158/0008-5472.CAN-20-3855. PMID:34099490

39. Ozkan-Dagliyan I, Diehl JN, George SD, Schaefer A, Papke 
B, Klotz-Noack K, Waters AM, Goodwin CM, Gautam P, 
Pierobon M, Peng S, Gilbert TSK, Lin KH, et al. Low-Dose 
Vertical Inhibition of the RAF-MEK-ERK Cascade Causes 
Apoptotic Death of KRAS Mutant Cancers. Cell Rep. 2020; 
31:107764. https://doi.org/10.1016/j.celrep.2020.107764. 
PMID:32553168

40. Tsherniak A, Vazquez F, Montgomery PG, Weir BA, Kryukov 
G, Cowley GS, Gill S, Harrington WF, Pantel S, Krill-Burger 
JM, Meyers RM, Ali L, Goodale A, et al. Defining a Cancer 
Dependency Map. Cell. 2017; 170:564–76.e16. https://doi.
org/10.1016/j.cell.2017.06.010. PMID:28753430

41. Anderson DJ, Le Moigne R, Djakovic S, Kumar B, Rice J, 
Wong S, Wang J, Yao B, Valle E, Kiss von Soly S, Madriaga 
A, Soriano F, Menon MK, et al. Targeting the AAA ATPase 
p97 as an Approach to Treat Cancer through Disruption of 
Protein Homeostasis. Cancer Cell. 2015; 28:653–65. https://
doi.org/10.1016/j.ccell.2015.10.002. PMID:26555175

42. Grabocka E, Commisso C, Bar-Sagi D. Molecular 
pathways: targeting the dependence of mutant RAS cancers 
on the DNA damage response. Clin Cancer Res. 2015; 
21:1243–47. https://doi.org/10.1158/1078-0432.CCR-14-
0650. PMID:25424849

43. Kabeya Y, Mizushima N, Yamamoto A, Oshitani-Okamoto 
S, Ohsumi Y, Yoshimori T. LC3, GABARAP and GATE16 

localize to autophagosomal membrane depending on form-
II formation. J Cell Sci. 2004; 117:2805–12. https://doi.
org/10.1242/jcs.01131. PMID:15169837

44. Mauvezin C, Neufeld TP. Bafilomycin A1 disrupts 
autophagic flux by inhibiting both V-ATPase-dependent 
acidification and Ca-P60A/SERCA-dependent 
autophagosome-lysosome fusion. Autophagy. 2015; 
11:1437–38. https://doi.org/10.1080/15548627.2015.1066
957. PMID:26156798

45. N’Diaye EN, Kajihara KK, Hsieh I, Morisaki H, Debnath J, 
Brown EJ. PLIC proteins or ubiquilins regulate autophagy-
dependent cell survival during nutrient starvation. 
EMBO Rep. 2009; 10:173–79. https://doi.org/10.1038/
embor.2008.238. PMID:19148225

46. Mauthe M, Orhon I, Rocchi C, Zhou X, Luhr M, 
Hijlkema KJ, Coppes RP, Engedal N, Mari M, Reggiori 
F. Chloroquine inhibits autophagic flux by decreasing 
autophagosome-lysosome fusion. Autophagy. 2018; 
14:1435–55. https://doi.org/10.1080/15548627.2018.1474
314. PMID:29940786

47. Luan Z, He Y, Alattar M, Chen Z, He F. Targeting the 
prohibitin scaffold-CRAF kinase interaction in RAS-ERK-
driven pancreatic ductal adenocarcinoma. Mol Cancer. 
2014; 13:38. https://doi.org/10.1186/1476-4598-13-38. 
PMID:24568222

48. Wei X, Yang J, Adair SJ, Ozturk H, Kuscu C, Lee KY, 
Kane WJ, O’Hara PE, Liu D, Demirlenk YM, Habieb 
AH, Yilmaz E, Dutta A, et al. Targeted CRISPR screening 
identifies PRMT5 as synthetic lethality combinatorial target 
with gemcitabine in pancreatic cancer cells. Proc Natl Acad 
Sci U S A. 2020; 117:28068–79. https://doi.org/10.1073/
pnas.2009899117. PMID:33097661

49. Riemer A, Dobrynin G, Dressler A, Bremer S, Soni A, 
Iliakis G, Meyer H. The p97-Ufd1-Npl4 ATPase complex 
ensures robustness of the G2/M checkpoint by facilitating 
CDC25A degradation. Cell Cycle. 2014; 13:919–27. https://
doi.org/10.4161/cc.27779. PMID:24429874

50. Zhu C, Rogers A, Asleh K, Won J, Gao D, Leung S, Li S, Vij 
KR, Zhu J, Held JM, You Z, Nielsen TO, Shao J. Phospho-
Ser784-VCP Is Required for DNA Damage Response and Is 
Associated with Poor Prognosis of Chemotherapy-Treated 
Breast Cancer. Cell Rep. 2020; 31:107745. https://doi.
org/10.1016/j.celrep.2020.107745. PMID:32521270

51. Hill SM, Wrobel L, Ashkenazi A, Fernandez-Estevez M, 
Tan K, Bürli RW, Rubinsztein DC. VCP/p97 regulates 
Beclin-1-dependent autophagy initiation. Nat Chem Biol. 
2021; 17:448–55. https://doi.org/10.1038/s41589-020-
00726-x. PMID:33510452

52. Kilgas S, Singh AN, Paillas S, Then CK, Torrecilla I, 
Nicholson J, Browning L, Vendrell I, Konietzny R, Kessler 
BM, Kiltie AE, Ramadan K. p97/VCP inhibition causes 
excessive MRE11-dependent DNA end resection promoting 
cell killing after ionizing radiation. Cell Rep. 2021; 
35:109153. https://doi.org/10.1016/j.celrep.2021.109153. 
PMID:34038735

https://doi.org/10.1016/j.molcel.2017.10.028
https://doi.org/10.1016/j.molcel.2017.10.028
https://pubmed.ncbi.nlm.nih.gov/29153394
https://doi.org/10.1158/1078-0432.CCR-0723-03
https://doi.org/10.1158/1078-0432.CCR-0723-03
https://pubmed.ncbi.nlm.nih.gov/15328197
https://doi.org/10.1158/1078-0432.ccr-03-0191
https://doi.org/10.1158/1078-0432.ccr-03-0191
https://pubmed.ncbi.nlm.nih.gov/15131036
https://doi.org/10.1245/aso.2004.05.012
https://pubmed.ncbi.nlm.nih.gov/14761919
https://doi.org/10.1158/0008-5472.CAN-20-3855
https://doi.org/10.1158/0008-5472.CAN-20-3855
https://pubmed.ncbi.nlm.nih.gov/34099490
https://doi.org/10.1016/j.celrep.2020.107764
https://pubmed.ncbi.nlm.nih.gov/32553168
https://doi.org/10.1016/j.cell.2017.06.010
https://doi.org/10.1016/j.cell.2017.06.010
https://pubmed.ncbi.nlm.nih.gov/28753430
https://doi.org/10.1016/j.ccell.2015.10.002
https://doi.org/10.1016/j.ccell.2015.10.002
https://pubmed.ncbi.nlm.nih.gov/26555175
https://doi.org/10.1158/1078-0432.CCR-14-0650
https://doi.org/10.1158/1078-0432.CCR-14-0650
https://pubmed.ncbi.nlm.nih.gov/25424849
https://doi.org/10.1242/jcs.01131
https://doi.org/10.1242/jcs.01131
https://pubmed.ncbi.nlm.nih.gov/15169837
https://doi.org/10.1080/15548627.2015.1066957
https://doi.org/10.1080/15548627.2015.1066957
https://pubmed.ncbi.nlm.nih.gov/26156798
https://doi.org/10.1038/embor.2008.238
https://doi.org/10.1038/embor.2008.238
https://pubmed.ncbi.nlm.nih.gov/19148225
https://doi.org/10.1080/15548627.2018.1474314
https://doi.org/10.1080/15548627.2018.1474314
https://pubmed.ncbi.nlm.nih.gov/29940786
https://doi.org/10.1186/1476-4598-13-38
https://pubmed.ncbi.nlm.nih.gov/24568222
https://doi.org/10.1073/pnas.2009899117
https://doi.org/10.1073/pnas.2009899117
https://pubmed.ncbi.nlm.nih.gov/33097661
https://doi.org/10.4161/cc.27779
https://doi.org/10.4161/cc.27779
https://pubmed.ncbi.nlm.nih.gov/24429874
https://doi.org/10.1016/j.celrep.2020.107745
https://doi.org/10.1016/j.celrep.2020.107745
https://pubmed.ncbi.nlm.nih.gov/32521270
https://doi.org/10.1038/s41589-020-00726-x
https://doi.org/10.1038/s41589-020-00726-x
https://pubmed.ncbi.nlm.nih.gov/33510452
https://doi.org/10.1016/j.celrep.2021.109153
https://pubmed.ncbi.nlm.nih.gov/34038735


48 Genes & Cancerwww.genesandcancer.com

53. Jarosch E, Taxis C, Volkwein C, Bordallo J, Finley D, Wolf 
DH, Sommer T. Protein dislocation from the ER requires 
polyubiquitination and the AAA-ATPase Cdc48. Nat Cell 
Biol. 2002; 4:134–39. https://doi.org/10.1038/ncb746. 
PMID:11813000

54. Rabinovich E, Kerem A, Fröhlich KU, Diamant N, Bar-
Nun S. AAA-ATPase p97/Cdc48p, a cytosolic chaperone 
required for endoplasmic reticulum-associated protein 
degradation. Mol Cell Biol. 2002; 22:626–34. https://doi.
org/10.1128/MCB.22.2.626-634.2002. PMID:11756557

55. Li C, Huang Y, Fan Q, Quan H, Dong Y, Nie M, Wang 
J, Xie F, Ji J, Zhou L, Zheng Z, Wang L. p97/VCP is 
highly expressed in the stem-like cells of breast cancer 
and controls cancer stemness partly through the unfolded 
protein response. Cell Death Dis. 2021; 12:286. https://doi.
org/10.1038/s41419-021-03555-5. PMID:33731668

56. Yamamoto S, Tomita Y, Nakamori S, Hoshida Y, Nagano 
H, Dono K, Umeshita K, Sakon M, Monden M, Aozasa K. 
Elevated expression of valosin-containing protein (p97) 
in hepatocellular carcinoma is correlated with increased 
incidence of tumor recurrence. J Clin Oncol. 2003; 21:447–52. 
https://doi.org/10.1200/JCO.2003.06.068. PMID:12560433

57. Yamamoto S, Tomita Y, Hoshida Y, Iizuka N, Monden 
M, Yamamoto S, Iuchi K, Aozasa K. Expression level 
of valosin-containing protein (p97) is correlated with 
progression and prognosis of non-small-cell lung 
carcinoma. Ann Surg Oncol. 2004; 11:697–704. https://doi.
org/10.1245/ASO.2004.10.018. PMID:15231524

58. Desdicioglu R, Sahin C, Yavuz F, Cayli S. Disruption of 
p97/VCP induces autophagosome accumulation, cell cycle 
arrest and apoptosis in human choriocarcinoma cells. Mol 
Biol Rep. 2021; 48:2163–71. https://doi.org/10.1007/
s11033-021-06225-z. PMID:33620660

59. Nishimura N, Radwan MO, Amano M, Endo S, Fujii E, 
Hayashi H, Ueno S, Ueno N, Tatetsu H, Hata H, Okamoto 
Y, Otsuka M, Mitsuya H, et al. Novel p97/VCP inhibitor 
induces endoplasmic reticulum stress and apoptosis in both 
bortezomib-sensitive and -resistant multiple myeloma cells. 
Cancer Sci. 2019; 110:3275–87. https://doi.org/10.1111/
cas.14154. PMID:31368616

60. Valle CW, Min T, Bodas M, Mazur S, Begum S, Tang 
D, Vij N. Critical role of VCP/p97 in the pathogenesis 
and progression of non-small cell lung carcinoma. PLoS 
One. 2011; 6:e29073. https://doi.org/10.1371/journal.
pone.0029073. PMID:22216170

61. Luo H, Song H, Mao R, Gao Q, Feng Z, Wang N, Song 
S, Jiao R, Ni P, Ge H. Targeting valosin-containing protein 
enhances the efficacy of radiation therapy in esophageal 
squamous cell carcinoma. Cancer Sci. 2019; 110:3464–75. 
https://doi.org/10.1111/cas.14184. PMID:31454136

62. Bastola P, Neums L, Schoenen FJ, Chien J. VCP inhibitors 
induce endoplasmic reticulum stress, cause cell cycle arrest, 
trigger caspase-mediated cell death and synergistically 
kill ovarian cancer cells in combination with Salubrinal. 

Mol Oncol. 2016; 10:1559–74. https://doi.org/10.1016/j.
molonc.2016.09.005. PMID:27729194

63. Hetz C, Zhang K, Kaufman RJ. Mechanisms, regulation and 
functions of the unfolded protein response. Nat Rev Mol 
Cell Biol. 2020; 21:421–38. https://doi.org/10.1038/s41580-
020-0250-z. PMID:32457508

64. Costantini S, Capone F, Polo A, Bagnara P, Budillon A. 
Valosin-Containing Protein (VCP)/p97: A Prognostic 
Biomarker and Therapeutic Target in Cancer. Int J Mol Sci. 
2021; 22:10177. https://doi.org/10.3390/ijms221810177. 
PMID:34576340

65. Meusser B, Hirsch C, Jarosch E, Sommer T. ERAD: the 
long road to destruction. Nat Cell Biol. 2005; 7:766–72. 
https://doi.org/10.1038/ncb0805-766. PMID:16056268

66. Meyer H, Bug M, Bremer S. Emerging functions of the 
VCP/p97 AAA-ATPase in the ubiquitin system. Nat Cell 
Biol. 2012; 14:117–23. https://doi.org/10.1038/ncb2407. 
PMID:22298039

67. Du R, Sullivan DK, Azizian NG, Liu Y, Li Y. Inhibition of 
ERAD synergizes with FTS to eradicate pancreatic cancer 
cells. BMC Cancer. 2021; 21:237. https://doi.org/10.1186/
s12885-021-07967-6. PMID:33676427

68. Moir D, Stewart SE, Osmond BC, Botstein D. Cold-
sensitive cell-division-cycle mutants of yeast: isolation, 
properties, and pseudoreversion studies. Genetics. 1982; 
100:547–63. https://doi.org/10.1093/genetics/100.4.547. 
PMID:6749598

69. Magnaghi P, D’Alessio R, Valsasina B, Avanzi N, Rizzi S, 
Asa D, Gasparri F, Cozzi L, Cucchi U, Orrenius C, Polucci 
P, Ballinari D, Perrera C, et al. Covalent and allosteric 
inhibitors of the ATPase VCP/p97 induce cancer cell death. 
Nat Chem Biol. 2013; 9:548–56. https://doi.org/10.1038/
nchembio.1313. PMID:23892893

70. Meerang M, Ritz D, Paliwal S, Garajova Z, Bosshard M, 
Mailand N, Janscak P, Hübscher U, Meyer H, Ramadan K. 
The ubiquitin-selective segregase VCP/p97 orchestrates 
the response to DNA double-strand breaks. Nat Cell 
Biol. 2011; 13:1376–82. https://doi.org/10.1038/ncb2367. 
PMID:22020440

71. van den Boom J, Wolf M, Weimann L, Schulze N, Li F, 
Kaschani F, Riemer A, Zierhut C, Kaiser M, Iliakis G, 
Funabiki H, Meyer H. VCP/p97 Extracts Sterically Trapped 
Ku70/80 Rings from DNA in Double-Strand Break Repair. 
Mol Cell. 2016; 64:189–98. https://doi.org/10.1016/j.
molcel.2016.08.037. PMID:27716483

72. Acs K, Luijsterburg MS, Ackermann L, Salomons FA, 
Hoppe T, Dantuma NP. The AAA-ATPase VCP/p97 
promotes 53BP1 recruitment by removing L3MBTL1 
from DNA double-strand breaks. Nat Struct Mol Biol. 
2011; 18:1345–50. https://doi.org/10.1038/nsmb.2188. 
PMID:22120668

73. Ferrari V, Cristofani R, Tedesco B, Crippa V, Chierichetti 
M, Casarotto E, Cozzi M, Mina F, Piccolella M, Galbiati 
M, Rusmini P, Poletti A. Valosin Containing Protein 

https://doi.org/10.1038/ncb746
https://pubmed.ncbi.nlm.nih.gov/11813000
https://doi.org/10.1128/MCB.22.2.626-634.2002
https://doi.org/10.1128/MCB.22.2.626-634.2002
https://pubmed.ncbi.nlm.nih.gov/11756557
https://doi.org/10.1038/s41419-021-03555-5
https://doi.org/10.1038/s41419-021-03555-5
https://pubmed.ncbi.nlm.nih.gov/33731668
https://doi.org/10.1200/JCO.2003.06.068
https://pubmed.ncbi.nlm.nih.gov/12560433
https://doi.org/10.1245/ASO.2004.10.018
https://doi.org/10.1245/ASO.2004.10.018
https://pubmed.ncbi.nlm.nih.gov/15231524
https://doi.org/10.1007/s11033-021-06225-z
https://doi.org/10.1007/s11033-021-06225-z
https://pubmed.ncbi.nlm.nih.gov/33620660
https://doi.org/10.1111/cas.14154
https://doi.org/10.1111/cas.14154
https://pubmed.ncbi.nlm.nih.gov/31368616
https://doi.org/10.1371/journal.pone.0029073
https://doi.org/10.1371/journal.pone.0029073
https://pubmed.ncbi.nlm.nih.gov/22216170
https://doi.org/10.1111/cas.14184
https://pubmed.ncbi.nlm.nih.gov/31454136
https://doi.org/10.1016/j.molonc.2016.09.005
https://doi.org/10.1016/j.molonc.2016.09.005
https://pubmed.ncbi.nlm.nih.gov/27729194
https://doi.org/10.1038/s41580-020-0250-z
https://doi.org/10.1038/s41580-020-0250-z
https://pubmed.ncbi.nlm.nih.gov/32457508
https://doi.org/10.3390/ijms221810177
https://pubmed.ncbi.nlm.nih.gov/34576340
https://doi.org/10.1038/ncb0805-766
https://pubmed.ncbi.nlm.nih.gov/16056268
https://doi.org/10.1038/ncb2407
https://pubmed.ncbi.nlm.nih.gov/22298039
https://doi.org/10.1186/s12885-021-07967-6
https://doi.org/10.1186/s12885-021-07967-6
https://pubmed.ncbi.nlm.nih.gov/33676427
https://doi.org/10.1093/genetics/100.4.547
https://pubmed.ncbi.nlm.nih.gov/6749598
https://doi.org/10.1038/nchembio.1313
https://doi.org/10.1038/nchembio.1313
https://pubmed.ncbi.nlm.nih.gov/23892893
https://doi.org/10.1038/ncb2367
https://pubmed.ncbi.nlm.nih.gov/22020440
https://doi.org/10.1016/j.molcel.2016.08.037
https://doi.org/10.1016/j.molcel.2016.08.037
https://pubmed.ncbi.nlm.nih.gov/27716483
https://doi.org/10.1038/nsmb.2188
https://pubmed.ncbi.nlm.nih.gov/22120668


49 Genes & Cancerwww.genesandcancer.com

(VCP): A Multistep Regulator of Autophagy. Int J Mol 
Sci. 2022; 23:1939. https://doi.org/10.3390/ijms23041939. 
PMID:35216053

74. Ju JS, Fuentealba RA, Miller SE, Jackson E, Piwnica-
Worms D, Baloh RH, Weihl CC. Valosin-containing 
protein (VCP) is required for autophagy and is disrupted 
in VCP disease. J Cell Biol. 2009; 187:875–88. https://doi.
org/10.1083/jcb.200908115. PMID:20008565

75. Luo J, Solimini NL, Elledge SJ. Principles of cancer 
therapy: oncogene and non-oncogene addiction. Cell. 2009; 
136:823–37. https://doi.org/10.1016/j.cell.2009.02.024. 
PMID:19269363

76. Senft D, Ronai ZA. UPR, autophagy, and mitochondria 
crosstalk underlies the ER stress response. Trends 
Biochem Sci. 2015; 40:141–48. https://doi.org/10.1016/j.
tibs.2015.01.002. PMID:25656104

77. Leinonen H, Cheng C, Pitkänen M, Sander CL, Zhang 
J, Saeid S, Turunen T, Shmara A, Weiss L, Ta L, Ton T, 
Koskelainen A, Vargas JD, et al. A p97/Valosin-Containing 
Protein Inhibitor Drug CB-5083 Has a Potent but Reversible 
Off-Target Effect on Phosphodiesterase-6. J Pharmacol 
Exp Ther. 2021; 378:31–41. https://doi.org/10.1124/
jpet.120.000486. PMID:33931547

78. Roux B, Vaganay C, Vargas JD, Alexe G, Benaksas C, 
Pardieu B, Fenouille N, Ellegast JM, Malolepsza E, Ling 
F, Sodaro G, Ross L, Pikman Y, et al. Targeting acute 
myeloid leukemia dependency on VCP-mediated DNA 
repair through a selective second-generation small-molecule 
inhibitor. Sci Transl Med. 2021; 13:eabg1168. https://doi.
org/10.1126/scitranslmed.abg1168. PMID:33790022

79. Hofmann MH, Gmachl M, Ramharter J, Savarese F, 
Gerlach D, Marszalek JR, Sanderson MP, Kessler D, 
Trapani F, Arnhof H, Rumpel K, Botesteanu DA, Ettmayer 
P, et al. BI-3406, a Potent and Selective SOS1-KRAS 
Interaction Inhibitor, Is Effective in KRAS-Driven Cancers 
through Combined MEK Inhibition. Cancer Discov. 2021; 
11:142–57. https://doi.org/10.1158/2159-8290.CD-20-0142. 
PMID:32816843

80. Bryant KL, Mancias JD, Kimmelman AC, Der CJ. 
KRAS: feeding pancreatic cancer proliferation. Trends 
Biochem Sci. 2014; 39:91–100. https://doi.org/10.1016/j.
tibs.2013.12.004. PMID:24388967

81. Meyers RM, Bryan JG, McFarland JM, Weir BA, Sizemore 
AE, Xu H, Dharia NV, Montgomery PG, Cowley GS, 
Pantel S, Goodale A, Lee Y, Ali LD, et al. Computational 
correction of copy number effect improves specificity of 
CRISPR-Cas9 essentiality screens in cancer cells. Nat 

Genet. 2017; 49:1779–84. https://doi.org/10.1038/ng.3984. 
PMID:29083409

82. Dempster JM, Pacini C, Pantel S, Behan FM, Green T, Krill-
Burger J, Beaver CM, Younger ST, Zhivich V, Najgebauer 
H, Allen F, Gonçalves E, Shepherd R, et al. Agreement 
between two large pan-cancer CRISPR-Cas9 gene 
dependency data sets. Nat Commun. 2019; 10:5817. https://
doi.org/10.1038/s41467-019-13805-y. PMID:31862961

83. McFarland JM, Ho ZV, Kugener G, Dempster JM, 
Montgomery PG, Bryan JG, Krill-Burger JM, Green TM, 
Vazquez F, Boehm JS, Golub TR, Hahn WC, Root DE, 
Tsherniak A. Improved estimation of cancer dependencies 
from large-scale RNAi screens using model-based 
normalization and data integration. Nat Commun. 2018; 
9:4610. https://doi.org/10.1038/s41467-018-06916-5. 
PMID:30389920

84. Meier JA, Zhang F, Sanjana NE. GUIDES: sgRNA design 
for loss-of-function screens. Nat Methods. 2017; 14:831–
32. https://doi.org/10.1038/nmeth.4423. PMID:28858339

85. Martz CA, Ottina KA, Singleton KR, Jasper JS, Wardell SE, 
Peraza-Penton A, Anderson GR, Winter PS, Wang T, Alley 
HM, Kwong LN, Cooper ZA, Tetzlaff M, et al. Systematic 
identification of signaling pathways with potential to confer 
anticancer drug resistance. Sci Signal. 2014; 7:ra121. 
https://doi.org/10.1126/scisignal.aaa1877. PMID:25538079

86. Wang B, Wang M, Zhang W, Xiao T, Chen CH, Wu A, 
Wu F, Traugh N, Wang X, Li Z, Mei S, Cui Y, Shi S, et 
al. Integrative analysis of pooled CRISPR genetic screens 
using MAGeCKFlute. Nat Protoc. 2019; 14:756–80. https://
doi.org/10.1038/s41596-018-0113-7. PMID:30710114

87. Schindelin J, Arganda-Carreras I, Frise E, Kaynig V, 
Longair M, Pietzsch T, Preibisch S, Rueden C, Saalfeld 
S, Schmid B, Tinevez JY, White DJ, Hartenstein V, et al. 
Fiji: an open-source platform for biological-image analysis. 
Nat Methods. 2012; 9:676–82. https://doi.org/10.1038/
nmeth.2019. PMID:22743772

88. Stirling DR, Swain-Bowden MJ, Lucas AM, Carpenter AE, 
Cimini BA, Goodman A. CellProfiler 4: improvements in 
speed, utility and usability. BMC Bioinformatics. 2021; 
22:433. https://doi.org/10.1186/s12859-021-04344-9. 
PMID:34507520

89. Motulsky HJ, Brown RE. Detecting outliers when fitting 
data with nonlinear regression - a new method based 
on robust nonlinear regression and the false discovery 
rate. BMC Bioinformatics. 2006; 7:123. https://doi.
org/10.1186/1471-2105-7-123. PMID:16526949

https://doi.org/10.3390/ijms23041939
https://pubmed.ncbi.nlm.nih.gov/35216053
https://doi.org/10.1083/jcb.200908115
https://doi.org/10.1083/jcb.200908115
https://pubmed.ncbi.nlm.nih.gov/20008565
https://doi.org/10.1016/j.cell.2009.02.024
https://pubmed.ncbi.nlm.nih.gov/19269363
https://doi.org/10.1016/j.tibs.2015.01.002
https://doi.org/10.1016/j.tibs.2015.01.002
https://pubmed.ncbi.nlm.nih.gov/25656104
https://doi.org/10.1124/jpet.120.000486
https://doi.org/10.1124/jpet.120.000486
https://pubmed.ncbi.nlm.nih.gov/33931547
https://doi.org/10.1126/scitranslmed.abg1168
https://doi.org/10.1126/scitranslmed.abg1168
https://pubmed.ncbi.nlm.nih.gov/33790022
https://doi.org/10.1158/2159-8290.CD-20-0142
https://pubmed.ncbi.nlm.nih.gov/32816843
https://doi.org/10.1016/j.tibs.2013.12.004
https://doi.org/10.1016/j.tibs.2013.12.004
https://pubmed.ncbi.nlm.nih.gov/24388967
https://doi.org/10.1038/ng.3984
https://pubmed.ncbi.nlm.nih.gov/29083409
https://doi.org/10.1038/s41467-019-13805-y
https://doi.org/10.1038/s41467-019-13805-y
https://pubmed.ncbi.nlm.nih.gov/31862961
https://doi.org/10.1038/s41467-018-06916-5
https://pubmed.ncbi.nlm.nih.gov/30389920
https://doi.org/10.1038/nmeth.4423
https://pubmed.ncbi.nlm.nih.gov/28858339
https://doi.org/10.1126/scisignal.aaa1877
https://pubmed.ncbi.nlm.nih.gov/25538079
https://doi.org/10.1038/s41596-018-0113-7
https://doi.org/10.1038/s41596-018-0113-7
https://pubmed.ncbi.nlm.nih.gov/30710114
https://doi.org/10.1038/nmeth.2019
https://doi.org/10.1038/nmeth.2019
https://pubmed.ncbi.nlm.nih.gov/22743772
https://doi.org/10.1186/s12859-021-04344-9
https://pubmed.ncbi.nlm.nih.gov/34507520
https://doi.org/10.1186/1471-2105-7-123
https://doi.org/10.1186/1471-2105-7-123
https://pubmed.ncbi.nlm.nih.gov/16526949

