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Inhibiting the IRET1«a Axis of the Unfolded Protein Response
Enhances the Antitumor Effect of AZD1775 in TP53 Mutant

Ovarian Cancer

Rourou Xiao, Lixin You, Li Zhang, Xichen Guo, Ensong Guo, Faming Zhao, Bin Yang, Xi Li,
Yu Fu, Funian Lu, Zizhuo Wang, Chen Liu, Wenju Peng, Wenting Li, Xiaohang Yang,
Yingyu Dou, Jingbo Liu, Wei Wang, Tianyu Qin, Yaoyuan Cui, Xiaoxiao Zhang, Fuxia Li,
Yang Jin, Qingping Zeng, Beibei Wang, Gordon B. Mills, Gang Chen,* Xia Sheng,*

and Chaoyang Sun*

Targeting the G2/M checkpoint mediator WEE1 has been explored as a novel
treatment strategy in ovarian cancer, but mechanisms underlying its efficacy
and resistance remains to be understood. Here, it is demonstrated that the
WEET inhibitor AZD1775 induces endoplasmic reticulum stress and activates
the protein kinase RNA-like ER kinase (PERK) and inositol-required enzyme
1a (IRE1a) branches of the unfolded protein response (UPR) in TP53 mutant
(mtTP53) ovarian cancer models. This is facilitated through NF-xB mediated
senescence-associated secretory phenotype. Upon AZD1775 treatment,
activated PERK promotes apoptotic signaling via C/EBP-homologous protein
(CHOP), while IRE1a-induced splicing of XBP1 (XBP1s) maintains cell
survival by repressing apoptosis. This leads to an encouraging synergistic
antitumor effect of combining AZD1775 and an IRE1« inhibitor MKC8866 in
multiple cell lines and preclinical models of ovarian cancers. Taken together,
the data reveal an important dual role of the UPR signaling network in mtTP53
ovarian cancer models in response to AZD1775 and suggest that inhibition of
the IRE1a-XBP1s pathway may enhance the efficacy of AZD1775 in the clinics.

1. Introduction

Ovarian cancer is a malignant tumor of
the female reproductive system with poor
prognosis. High-grade serous ovarian can-
cer (HGSOC) is the most common type
of ovarian cancer with TP53 mutation
as a sine qua nonll P53 (encoded by
TP53) is fundamental to regulating the
G1/S checkpoint, whose mutation leaves
the cells largely dependent on a functional
G2/M checkpoint for DNA repair, wherein
WEE1 kinase plays a key role.?*] Thus,
targeting WEE1 to disrupt the G2 check-
point accelerates cellular progression, lead-
ing to mitotic catastrophe and subsequent
cell death.1*°! AZD1775, a selective small
molecule inhibitor of WEE1 kinase, has
shown promising antitumor activity in pa-
tients with refractory or platinum-resistant
ovarian cancer,[! especially those with TP53
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mutations.[”~l However, mechanistic insights into its efficacy
and resistance in ovarian cancer remains to be explored.

The unfolded protein response (UPR) is an adaptive mecha-
nism in response to proteostatic stress in the endoplasmic retic-
ulum (ER).1'% Tt consists of three signaling pathways respectively
initiated by the ER stress sensors: inositol-required enzyme la
(IREla), protein kinase RNA-like ER kinase (PERK), and acti-
vating transcription factor 6 (ATF6).[1 Upon ER stress, X-Box-
binding protein 1 (XBP1) mRNA is spliced by activated IREla
to generate a potent transcription factor XBP1s, which regulate
the expression of numerous genes involved in protein folding,
quality control, and lipid synthesis.!'!] Activated PERK transiently
reduces global protein synthesis through eukaryotic translation
initiation factor 2 subunit alpha (eIF2a) phosphorylation, but ac-
tivates C/EBP-homologous protein (CHOP) to trigger apoptosis
upon irremediable stress.[?] ATF6 is cleaved and activated at the
Golgi, and regulates the expression of genes involved in pro-
tein folding and degradation.[3]A series of recent studies have
unveiled important roles for UPR, particularly the PERK and
IREla arms, in cancer cell survival, apoptosis, and response to
therapy."*] Small molecules targeting these stress response path-
ways have shown promising efficacy in different cancer models
and are now under rapid translational development.[*®! For in-
stance, the IRE1la RNase inhibitor MKC8866 disrupted the inter-
action between the IRE1a-XBP1s and c-Myc oncogenic programs
in prostate and breast cancer models and is proposed as a novel
therapy for Myc-hyperactivated tumors.[*>-17]

Although UPR has been implicated in therapeutic responsive-
ness, little is known about whether and how it is involved in re-
sponse to cell cycle-directed therapy. In this study, we demon-
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strate that UPR is induced by WEE1 inhibitor AZD1775 in ovar-
ian cancer models with mutant TP53. Disrupted ER proteostasis
and UPR activation is resultant of NF-kB-mediated senescence-
associated secretory phenotype (SASP). Consistently, AZD1775
response is significantly associated with senescence as well as
UPR pathway activity in a number of ovarian cancer patient
datasets, supporting the clinical relevance between these path-
ways. More importantly, PERK facilitates apoptosis by activating
CHOP after AZD1775 exposure, whereas the IRE1a-XBP1s axis
promotes survival by repressing apoptosis. Furthermore, com-
bination of AZD1775 and the IREla inhibitor MKC8866 show
remarkable synergistic effect in multiple TP53-mutant cell lines
and patient-derived xenograft (PDX) models of ovarian cancer.
Therefore, our study uncovers an important dual role of the UPR
network in response to AZD1775 treatment in TP53-mutated
ovarian cancer, and provide a rationale for targeting the IREla-
XBP1s axis to enhance the efficacy of AZD1775.

2. Results
2.1. AZD1775 Triggers UPR in TP53 Mutant Ovarian Cancer Cells

To better understand the molecular biology of WEE1 inhibition in
ovarian cancer, we performed RNA sequencing (RNA-seq) analy-
sis using OVCARS cells treated with AZD1775. The proper inhi-
bition of WEE1 activity by AZD1775 was reflected by decreased
phosphorylation of its downstream substrate cyclin-dependent
kinase 1 (CDK1) (Tyr15) and increased y-H2AX (Figure S1A, Sup-
porting Information). Differential gene expression analysis re-
vealed 1064 genes whose expression was significantly altered by
AZD1775 compared to control (determined by adjusted p value),
in which 491 genes were upregulated (Figure S1B, Supporting In-
formation). The markedly repressed Hallmark G2/M checkpoint
pathway activity was confirmed by gene set enrichment analysis
(GSEA) (Figure S1C, Supporting Information). Of interest, the
UPR pathway ranked first among all the significantly enriched
Hallmark pathways according to p value and gene ratio (Figure
1A,B), suggesting that AZD1775 may induce ER stress in these
cells. This was validated by the enrichment of multiple ER and
UPR related Gene Ontology (GO) pathways, including the PERK-
mediated UPR pathway and intrinsic apoptotic signaling down-
stream of ER stress (Figure S1D, Supporting Information).

To assess the presence of ER stress with an orthogonal ap-
proach, we applied transmission electron microscopy to examine
the changes in ER ultrastructure using four ovarian cancer cell
lines with different TP53 state (human A2780 and murine ID8
are TP53 wild-type ovarian cancer cell lines, while human OV-
CARS8 and HOC7 harbor mutant TP53). The AZD1775 concen-
tration was determined based on the markedly reduced p-CDK1
(Tyr15) and induced y-H2AX (Figure S1E, Supporting Informa-
tion). The volume and number of ER were significantly increased
in TP53 mutant (mtTP53) OVCARS and HOC7 cells treated with
AZD1775, but not in A2780 and ID8 cells with wild-type TP53
(wtTP53) (Figure 1C,D). Consistently, aggregated proteins were
observed in OVCARS cells by proteostat dye, while not in A2780
cells (Figure 1E).

Next, we examined the activation of the three UPR pathways.
Western blot analyses observed significantly elevated expression
of glucose-regulated protein 78 (GRP78), p-PERK, p-IREla, and
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XBP1s in AZD1775-treated OVCAR8 and HOC7 cells, while
cleaved ATFG level was not altered (Figure 1F). In line with these
results, siRNA mediated WEE1 knockdown (Figure S1F, Sup-
porting Information) induced a similar activation pattern of the
UPR pathways (Figure S1G, Supporting Information). In con-
trast, little to no change was seen in the expression of these pro-
teins in A2780 and ID8 cells (Figure 1F). These data demon-
strate that AZD1775 induces ER stress and activates the PERK
and IREla arms of UPR in mtTP53 ovarian cancer cells.

To further clarify the role of TP53 state in UPR induction,
we performed siRNA mediated TP53 knockdown in A2780
cells (Figure S1H, Supporting Information). Surprisingly, loss
of TP53 through knockdown by siRNA did not significantly acti-
vate AZD1775-induced UPR pathway in A2780 cells with wtTP53
(Figure 1G). Furthermore, CRISPR-Cas9 mediated TP53 knock-
out (TP53) (Figure S11, Supporting Information) also showed
little to no increase in aggregated proteins (Figure 1H). Notably,
TP53 knockdown significantly abrogated the activation of UPR
pathway (Figure S1J, Supporting Information) and erased the
protein aggregation (Figure 1I; and Figure S1K, Supporting In-
formation) induced by AZD1775 in OVCARS, suggesting that it
may be gain-of-function of mtTP53 rather than loss-of-function
that mediates UPR activation.

2.2. AZD1775-Triggered UPR is Induced Through
NF-xB-Dependent SASP

To gain insight into how AZD1775 induces UPR in mtTP53 ovar-
ian cancer cells, we re-evaluated the RNA-seq data and noted that
the TNF-a-NF-xB signaling and inflammatory response path-
ways were significantly enriched (Figure 1A). Indeed, the ex-
pression of inflammatory cytokines, including IL-6, IL-8, IL-12,
CXCL5, and IFN-y, was elevated in AZD1775-treated OVCARS
and HOCY cells, but remained almost unchanged in A2780 and
ID8 cells (Figure S2A, Supporting Information). Interestingly,
AZD1775 robustly increased the total amount of secreted pro-
teins of OVCARS cells, but not in A2780 and IDS8 cells (Fig-
ure 2A). Concordantly, the secreted level of IL-6 and IL-8, two
canonical cytokines of senescence-associated secretory pheno-
type (SASP),['8] were strongly upregulated in mtTP53 OVCARS
and HOCY7 cells 72 h post AZD1775 treatment, but remained vir-

www.advancedscience.com

tually undetectable in A2780 and ID8 cells (Figure 2B,C). This
suggests that AZD1775 may burden the ER, atleast in part, by in-
ducing SASP. In line with this hypothesis, key features of senes-
cence, including increased cell size, granularity, X-gal-based g-
galactosidase (SA-p-gal) activity, and G2M arrest were observed
in OVCAR8 and HOCY7 cells but not in A2780 and ID8 cells (Fig-
ure S2B-F, Supporting Information).

To examine the causal relationship between SASP and UPR,
we focused on the significantly enriched NF-xB pathway (Fig-
ure 2D), which is a central regulator of the proinflammatory path-
way and SASP.["1 WEE1 inhibition either by siRNA-mediated
knockdown or AZD1775 led to markedly upregulated level of
phospho-P65 (p-P65) subunit of the NF-«B transcriptional com-
plex in OVCARS and HOCY7 cells, while p-P65 was almost un-
detectable in A2780 cells (Figure 2E,F). In keeping with the ef-
fect on UPR activation, TP53 knockdown failed to alter P65 ex-
pression in A2780 cells treated with AZD1775 (Figure 2G). NF-
kB inhibition either by siRNA-mediated P65 knockdown (Figure
S3A, Supporting Information) or CRISPR-Cas9 mediated P65
knockout (P65%) (Figure S3B, Supporting Information) allevi-
ated AZD1775-induced protein secretion (Figure S3C, Support-
ing Information), in particularly that of IL-6 and IL-8 in OVCARS8
and HOC?7 cells (Figure 3H; and Figure S3D, Supporting In-
formation). Importantly, AZD1775-induced activation of PERK-
CHOP and IRE1a-XBP1s pathways as well as protein aggrega-
tion was significantly attenuated by P65 knockdown (Figure 21—
K). Conversely, several SASP cytokines induced upon AZD1775
treatment was not reversed but slightly enhanced by IRET knock-
out (IREI*) (Figure 2L; and Figure S3E, Supporting Informa-
tion), indicating that SASP was not downstream of IREl« sig-
naling in this context. Together, these data demonstrate that
AZD1775-triggered UPR is induced through NF-kB-dependent
SASP in mtTP53 ovarian cancer cells.

2.3. AZD1775-Induced Signature, Senescence, and UPR are
Functionally Related in Clinical Datasets of Ovarian Cancer

To investigate the clinical relevance of the observed link between
AZD1775 response, cellular senescence, and UPR activation,
we performed bioinformatic analysis utilizing gene signatures
(Table S1, Supporting Information) representing AZD1775 re-

Figure 1. AZD1775 triggers UPR in mtTP53 ovarian cancer cells. A) Hallmark pathway enriched by GSEA. OVCARS cells were treated with DMSO or
400 x 107° M AZD1775 for 48 h and subjected to RNA-seq analysis. B) GSEA plot of the Hallmark pathway UNFOLDED PROTEIN RESPONSE enriched
by AZD1775 treatment. C) Representative images by electron microscopy of the ER (indicated by the orange arrows). The cells were treated with DMSO
or 400 X 10~° m AZD1775 for 48 h. Scale bar, 1.0 um. D) Quantification of the percentage of cells with expanded volume or increased number of ER in
(C). Error bars represent the standard deviation (SD) of the mean (n = 3), **p < 0.01, ***p < 0.001, ns, not significant, as determined by the unpaired
two-tailed Student’s t-test. E) Representative images and quantification of aggregated protein levels. Cells were treated with DMSO or 400 x 107° m
AZD1775 for 48 h and protein aggregates were detected using the Proteostat Dye. Error bars represent the SD of the mean (n = 3), **p < 0.01, ns, not
significant, as determined by the unpaired two-tailed Student’s t-test. Scale bar, 20 um. F) Western blot analysis of the protein expression levels of the
key proteins in the UPR. Ovarian cancer cell lines were treated with or without 400 X 10™° M AZD1775 for 72 h. The data represent three independent
experiments. The numbers represent the mean quantification (n = 3) of the gray scale using image Lab software 6.0.1. after normalizing to GAPDH,
*p < 0.05, as determined by the unpaired two-tailed Student’s t-test. G) Western blot analysis of the protein expression levels of PERK, p-PERK, IRE1a,
p-IRETa. A2780 cells were treated with or without 400 x 107 M AZD1775 for 72 h after transfected with scramble siRNA (NC) or TP53 siRNA. #2 and
#3 denote different TP53 siRNAs. H) Representative images and quantification of aggregated proteins. A2780-TP53“° @9 clone cells were treated with
DMSO or 400 x 10=° m AZD1775 for 48 h and stained with Proteostat Dye. The data represent three independent experiments. Scale bar, 20 um. Error
bars represent the SD of the mean (n = 3), ns, not significant, as determined by the unpaired two-tailed Student’s t-test. |) quantification of aggregated
proteins in Figure S1K (Supporting information). OVCARS cells were treated with or without 400 x 107° m AZD1775 for 72 h after transfected with
scramble siRNA (NC) or TP53 siRNAs. The data represent three independent experiments. Scale bar, 20 um. Error bars represent the SD of the mean (n
=3), **p < 0.07, ns, not significant, as determined by the unpaired two-tailed Student’s t-test.
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Figure 2. AZD1775-triggered UPR was induced via NF-xkB-dependent SASP in mtTP53 ovarian cancer cells. A) Intracellular soluble protein assay of
OVCARS, A2780, and ID8 cells treated with DMSO or 400 x 10~° m AZD1775. B,C) Levels of two recognized SASP factors IL-8, IL-6 were measured by
ELISA assay following 72 h treatment with DMSO or 400 x 107 m AZD1775. Error bars represent the SD of the mean (n = 3). *p < 0.05, ***p < 0.001,
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sponse, senescence, UPR, as well as PERK or XBP1s alone in
multiple publicly available datasets of ovarian cancer. UPR ac-
tivity was determined by the average expression of overall genes
in the Hallmark UPR pathway. Gene signatures of senescence,
PERK, and XBP1s were derived from previous studies by us and
others.[182021] The AZD1775 signature, AZD1775_top_200, was
based on the top 200 upregulated genes induced by AZD1775
in OVCARS8 RNA-seq data. Strikingly, we observed a significant
correlation between the AZD1775 signature and Hallmark UPR,
PERK, and XBP1s pathways in various datasets (Figure 3A).
Three examples for each pair are shown (Figure 3B-D), with the
remainder shown in Figure S4A—C (Supporting Information).
Furthermore, the AZD1775 signature was also strongly associ-
ated with the senescence signature (positive with senescence-up
signature and negative with senescence-down signature) in vari-
ous datasets (Figure 3E-G; and Figure S4D,E, Supporting Infor-
mation).

Furthermore, we overlapped the senescence-up signature
with the OVCAR8 AZD1775 RNA-seq data and generated an
AZD1775-induced senescence signature (Table S1, Supporting
Information). This AZD1775-induced senescence gene signature
was again highly correlated with PERK and XBP1s pathway ac-
tivity in a number of clinical datasets (Figure 3H-J; and Figure
S4F,G, Supporting Information). Together, these results indicate
that the connection between AZD1775 response, cellular senes-
cence, and UPR activation is of significant clinical relevance.

2.4. AZD1775 Induces Apoptosis in TP53 Mutated Cells Through
the PERK-CHOP Branch

Next, we characterized the functional consequences of activated
PERK and IREla pathways in ovarian cancer cells following
WEE1 inhibition. As expected, AZD1775 significantly induced
apoptosis in mtTP53 OVCARS and HOC7 cells (Figure 4A). In
line with previous findings,?) OVCARS and HOC?7 cells with
mtTP53 were more sensitive to AZD1775 than A2780 and ID8
cells with wtTP53 (Figure 4B). Mirroring the enriched PERK-
mediated intrinsic apoptotic pathways in the transcriptomic
analysis (Figure S1D, Supporting Information), we observed a
marked increase in both mRNA and protein levels of CHOP in
OVCARS8 and HOC?7 cells following AZD1775 treatment (Fig-
ure 4C). CHOP knockdown significantly decreased AZD1775-
induced apoptosis (Figure 4D,E). Genetic inhibition of PERK re-
versed the activation of downstream p-elF2a, ATF4, and CHOP

www.advancedscience.com

(Figure 4F,G), confirming that this effect was mediated by PERK
rather than other elF2« kinases. In keeping with this, the PERK
kinase inhibitor GSK2606414 dose-dependently blocked elF2a
phosphorylation in OVCARS cells (Figure 4H), and significantly
alleviated AZD1775-induced apoptosis (Figure 41). These results
suggest that the PERK-eIF2a-CHOP pathway plays a proapop-
totic role in mtTP53 ovarian cancer cells treated with AZD1775.

2.5. Inhibition of the IRE1a-XBP1 Branch Promotes Apoptosis

In terms of the function of IREla-XBP1s pathway, cell viabil-
ity assay showed increased sensitivity of OVCAR8 and HOC7
cells to AZD1775 when IREla or XBP1 was genetically depleted
(Figure 5A-D; and Figure S5A—-C, Supporting Information). Fur-
thermore, RNA-seq data and flow cytometry revealed that the
AZD1775-induced apoptotic effect was augmented after XBP1
depletion (Figure 5E; and Figure S5D, Supporting Information),
where concomitant increased expression of AZD1775-induced
CHOP and cleaved-caspase 3 was observed (Figure 5F). These
results suggest that inhibition of the IRE1a-XBP1s branch may
promote apoptosis.

To further test this, we utilized the Cancer Therapeutics Re-
sponse Portal (CTRP) databasel?’] to analyze the correlation of
sensitivity to WEE1 inhibitors with PERK and XBP1s activity, rep-
resented by the above described gene signatures of PERK and
XBP1s (Table S1, Supporting Information). Strikingly, higher
PERK activity was significantly associated with sensitivity to
WEET1 inhibition (Figure 5G,H), while higher XBP1s activity was
tightly linked to resistance to WEE1 inhibitors (Figure 5L]). In
addition, cells with a higher ratio of PERK/XBPB1s were more
sensitive to WEE1 inhibitors (Figure 5K). Together, these data
implicate the divergent roles of PERK and IREla pathways in
response to AZD1775 in mtTP53 ovarian cancer cells.

2.6. AZD1775 and MKC8866 are Synergistic in mtTP53 Ovarian
Cancer Cells

Based on these results, we then evaluated whether pharmaco-
logical inhibition of IRE1a-XBP1s axis would augment the an-
titumor effect of AZD1775 on mtTP53 ovarian cancer cells.
To this end, we combined AZD1775 with MKC8866, a specific
IREla RNase inhibitor previously described in multiple can-

ns, not significant, as determined by the unpaired two-tailed Student’s t-test. D) GSEA plot of the Hallmark pathway TNF-a Signaling Via NF-xB enriched
by GSEA in OVCARS cells treated with 400 x 10=° m AZD1775 for 48 h. E) Western blot analysis of the protein expression levels of P50, P65, p-P65 in
NF-kB pathway. OVCARS cells were treated with DMSO or 400 X 107° m AZD1775 or transfected with scramble siRNA (si-NC) or two WEET siRNAs
for 24 h. F) Western blot analysis of the protein expression levels of P65, p-P65. mtTP53 cells OVCAR8 and HOC7, and TP53 wild type cells A2780 were
treated with or without 400 x 10™° m AZD1775 for 24 h. G) Western blot analysis of P65 and p-P65 in A2780 cells treated with or without 400 x 10~°
M AZD1775 for 24 h after transfected with scramble siRNA (NC) or TP53 siRNA. #2 and #3 denote deferent TP53 siRNAs. H) Levels of IL-6 and IL-8
in cell culture supernatant were measured by ELISA assay. OVCARS cells were transfected with or without P65 siRNA#3 (si-P65) verified in Figure S3A
(Supporting Information) and treated with or without 400 x 10=° M AZD1775 for 24 h. Error bars represent the SD of the mean (n = 3), *p < 0.05, **p
< 0.01, as determined by ANOVA with Bonferroni post hoc test. I) The level of key proteins in the UPR was determined by Western analysis. OVCAR8
and HOCT cells were treated the same as in (H) and harvested after 72 h cultivation. ]) Representative images of aggregated proteins. OVCARS cells
with scramble-ko or PG5-knockout (p65+°) were treated with DMSO or 400 x 10~° m AZD1775 for 48 h and protein aggregates were detected using the
Proteostat Dye. Scale bar, 20 pm. K) The quantification of aggregated proteins shown in (J). Error bars represent the SD of the mean (n = 3), ***p < 0.001,
ns, not significant, as determined by ANOVA with Bonferroni post hoc test. L) Expression profile of cytokines in culture supernatant was determined by
chemiluminescence using a Human XL Cytokine Array (see method for details). OVCARS cells with scramble-ko or IRE T-knockout (IRE1%°) were cultured
in medium containing 2% serum and treated with or without 400 x 10=° m AZD1775 for 48 h.
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Figure 3. AZD1775 response, senescence, and UPR are functionally related in clinical datasets of ovarian cancer. A) the bubble chart shows the corre-
lation coefficient between AZD1775-induced top 200 differential genes (AZD_TOP_200) and pathways of UPR, PERK, and XBP1s in 13 different human
ovarian cancer cohorts using the Pearson correlation test. B-D) Representative correlational plots of AZD_TOP_200 with Hallmark UPR pathway B),
PERK pathway C), and XBP1s pathway D) in three independent ovarian cancer datasets. E) The bubble chart shows the correlation coefficient between
AZD_TOP_200 and senescence signatures (Hernandes_Segura.UP (Senescence Up) and Hernandes_Segura.Down (Senescence Down)) in various ovar-
ian cancer datasets using the Pearson correlation test. F,G) Representative correlational plots of AZD_TOP_200 with senescence up F) and senescence
down G) in three independent ovarian cancer datasets. H) The bubble chart shows the correlation coefficient between AZD1775-induced senescence
genes (AZD-induced senescence genes) and pathways of PERK and XBP1s in 13 human ovarian cancer cohorts using the Pearson correlation test. 1,J)
Representative correlational plots of AZD-induced senescence genes with PERK pathway 1) and XBP1s pathway ]) in three independent ovarian cancer
datasets.
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Figure 4. AZD1775 induced apoptosis of TP53 mutated cells through the PERK-CHOP branch. A) Quantification of the dead cells in ovarian cancer cell
lines detected by flow cytometry. Cells were treated with or without 400 x 107° m AZD 1775 for 48 h. Error bars represent the SD of the mean (n = 3). **p
< 0.01, ***p < 0.001, ns, not significant, as determined by the unpaired two-tailed Student’s t-test. B) Ovarian cancer cells were treated with a series
of indicated doses of AZD1775 and each does with three biological replicates. Cell viability was measured by CCK8 after cultivation for 48 h. The half
maximal inhibitory concentration (IC50) was calculated by GraphPad Prism 8.0. C) The relative mRNA and protein levels of CHOP evaluated by RT-qPCR
(up) and Western blot analysis (down). OVCAR8 and HOC7 cells were treated with 400 x 10™° m AZD1775 for 48 h (RT-qPCR) or 72 h (Western blot
analysis). Data across panels represent mean + SEM (n = 2). **p < 0.01, ***p < 0.001, as determined by the unpaired two-tailed Student’s t-test. D)
Western blot analysis of the gene silence effect by three CHOP siRNA after 400 x 10~° m AZD 1775 cultivation for 72 h. E) Quantification of dead cells in
OVCARS8 and HOC7 by flow cytometry. Cells were transfected with either scrambled siRNA or CHOP siRNA#3 and incubated with or without 400 x 10~°
M AZD1775 for 48 h. Error bars represent the SD of the mean (n = 3). *p < 0.05, **p < 0.01, as determined by ANOVA with Bonferroni post hoc test. F)
RT-gPCR (up) and Western blot analysis (down) showing gene silencing by three siRNAs against PERK for 48 h in OVCARS. The expression of scramble
siRNA(si-NC) was used as control. Data across panels represent mean + SEM (n = 2). ***p < 0.001, as determined by the unpaired two-tailed Student’s
t-test. G) Protein levels of p-elF2a, ATF4, and CHOP in OVCAR8 and HOC7 cells after PERK silencing by two siRNAs in the absence or presence of 400 x
10=° M AZD1775 for 48 h were determined by Western analysis. H) Protein expression of p-elF2a was determined by Western analysis. OVCARS cells
were treated with indicated doses of GSK2606414 at the present of 400 X 107> m AZD1775. I) Quantification of dead cells in OVCARS and HOC7 by
flow cytometry. Cells were pretreated with or without 1 x 1076 M GSK2606414 for 24 h and then incubated with or without 400 x 10~° m AZD1775 for
24 h. Error bars represent the SD of the mean (n = 3). *p < 0.05, **p < 0.01, as determined by ANOVA with Bonferroni post hoc test.
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Figure 5. Inhibition of IRE1a-XBP1 branch promoted apoptosis. A-D) Cell viability was measured by CCK8 after treated with a series of indicated doses of
AZD1775 for 48 h. Biological triplicates from one representative experiment of two performed with similar results. A) OVCARS cells with scramble-ko or
IRE1-knockout (IRET*). B) HOC7 cells were transfected with scramble siRNA (si-NC) or IRET siRNA#2 verified in Figure SS5A (Supporting Information).
C) OVCARS cells transduced with either scramble (sh-NC) or XBP1 shRNA (sh-XBP1). D) HOC7 cells were transfected with scramble siRNA (si-NC)
or XBP1 siRNA#3 verified in Figure S5B (Supporting Information). E) Quantification of dead cells in OVCAR8 and HOC7 by flow cytometry. Cells were
transfected with either si-NC or si-XBP1#3 and treated with 400 X 10~° M AZD1775 for 48 h. Error bars represent the SD of the mean (n = 3). *p < 0.05,
**p < 0.01, ***p < 0.001, as determined by ANOVA with Bonferroni post hoc test. F) OVCAR8 and HOC7 cells were transfected with either si-NC or
si-XBPT#2 or si-XBP1#3 verified in Figure S5B (Supporting Information) followed by 400 x 107° m AZD1775 treatment for 48 h. Protein expression of
CHOP cleaved and total caspase3 was determined by Western analysis. G) Heatmap of PERK signature (PERK_sig) expression of each cell from the
Cancer Therapeutics Response Portal (CTRP) database grouped by area under curve (AUC) (see method for details). H) Violin plot of difference in AUC
between high and low PERK_sig scores as shown in G). P value was determined using Wilcoxon test. I) Heatmap of XBP1s signature (XBP1s_sig) scores
of each cell from the CTRP database grouped by AUC. J) Violin plot of difference in AUC between high and low XBP1s_sig scores as shown in I). P value
was determined using Wilcoxon test. K) Violin plot of difference in AUC between high and low score ratio of PERK_sig versus XBP1s_sig. P value was
determined using Wilcoxon test.
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Figure 6. AZD1775 and MKC8866 were synergistic in mtTP53 ovarian cancer cells. A-C) Cell viability of OVCAR8, HOC7, and A2780 was measured
by CCK8 after treated with a series of indicated doses of AZD1775 and MKC8866 at specified ratios of 1:2.5 for 48 h. Biological triplicates from one
representative experiment of two performed with similar results. D,G) Heatmap of combination index (Cl) values for combination treatment between
AZD1775 and MKC8866. E,H) Cl values for the entire fraction affected (Fa) of OVCAR8 and HOC7. F,I) Quantification of dead cells in OVCAR8 and
HOC7 by flow cytometry. Cells were treated with or without 10 x 1076 M MKC8866 and incubated with or without 400 x 10~° m AZD 1775 for 48 h. Error
bars represent the SD of the mean (n = 3). *p < 0.05, **p < 0.07, ***p < 0.001, as determined by ANOVA with Bonferroni post hoc test. ]-L) Three
TP53-mutant cell lines (ES-2, OV90, and TOV-112D) were treated with indicated doses of AZD1775 and MKC8866 at specified ratios of 1:2. Cell viability
(up) was measured by CCK8 assay after 48 h cultivation. Biological triplicates from one representative experiment of two performed with similar results.
Protein expression of XBP1s and CHOP was determined by Western analysis (down) after cells treated with or without 400 X 10™° m AZD1775 for 72 h.
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cer models.[1%1524] We first verified that MKC8866 robustly sup-
pressed XBP1 splicing in OVCARS cells (Figure S6A, Support-
ing Information). Next, we treated the cells with a fixed ratio
of AZD1775 and MKC8866 (1:2.5) at a series of concentrations.
In OVCARS8 and HOCY7 cells, coadministration of AZD1775 and
MKC8866 showed more potent inhibition of cell viability than
either drug alone (Figure 6A,6B), a phenotype not occurred in
A2780 and ID8 cells (Figure 6C; and Figure S6B, Supporting In-
formation). To further explore the synergistic effect of AZD1775
and MKC8866, we designed a matrix of concentrations, wherein
multiple combinatorial ratios reached significant synergy in both
OVCARS and HOCY cells characterized by the combination in-
dex (CI) < 1 (Figure 6D,E,G,H). Flow cytometry confirmed that
MKC8866 significantly enhanced AZD1775-induced apoptosis in
OVCARS and HOCY cells (Figure 6F,I).

To evaluate the generalizability of synergy between AZD1775
and MKC8866, we assessed three additional mtTP53 human
ovarian cancer cell lines, ES-2, OV90, and TOV-112D. XBP1s
and CHOP levels were markedly induced after AZD1775 expo-
sure in these cells (Figure 6J-L). Coadministration of AZD1775
and MKC8866 similarly suppressed cell viability in a synergistic
manner (Figure 6]-L). Together, these results demonstrate that
AZD1775 and MKC8866 combination leads to synergistic inhi-
bition on the viability of mtTP53 ovarian cancer cells.

2.7. AZD1775 Synergizes with MKC8866 in PDX Models of
mtTP53 Ovarian Cancer

We further investigated the combinatorial efficacy of AZD1775
and MKC8866 in HGSOC PDX models with mtTP53. The
PDX models were established and passaged as schemati-
cally depicted in Figure 7A. In the PDX model of patient#1,
AZD1775 monotherapy showed significant antitumor activity,
while MKC8866 modestly repressed tumor growth. Coadmin-
istration of AZD1775 and MKC8866 significantly induced tu-
mor regression over the 30-day treatment period (Figure 7B,C).
For PDX of patient#2, both AZD1775 and MKC8866 monother-
apy significantly attenuated tumor growth, while coadministra-
tion still reached significant synergy (Figure 7D-F). Immunohis-
tochemistry confirmed that AZD1775 increased XBP1s, HP1la
(a marker of cellular senescence), and y-H2AX (Figure 7G-]),
consistent with the observations in vitro. Combination treat-
ment significantly augmented AZD1775-induced apoptosis char-
acterized by increased terminal deoxynucleotidyl transferase-
mediated dUTP-biotin nick end labeling assay (TUNEL) signals
(Figure 7G,K), and in the meantime reduced proliferation as rep-

www.advancedscience.com

resented by Ki67 staining (Figure 7G,L). Together, these results
indicate that AZD1775 synergizes with MKC8866 in mtTP53
PDX models of ovarian cancer.

3. Discussion

The bilateral regulatory interplay between cell cycle regulation
and proteostasis is currently an exciting area of research in can-
cer biology. Our results showed that restriction of the G2/M
checkpoint by WEE1 inhibition resulted in disturbed proteosta-
sis and UPR activation in ovarian cancer cells with TP53 muta-
tions, which was mediated by the NF-xB-governed SASP. WEE1
inhibitor AZD1775 activated the PERK and IREla branches of
UPR that exert distinct effect on cell survival. This provided a
therapeutic opportunity for synergistic antitumor effect between
AZD1775 and MKC8866, which was observed in various ovarian
cancer cell lines and PDX models (Figure 8).

TP53 mutations are essentially universal in HGSOC.[?! In
addition to loss of the tumor suppressor function, p53 muta-
tions often lead to acquired oncogenic functions, a phenomenon
known as mutant p53 gain of function (GOF).[?] The evidence
obtained from the models tested in this study implicated that
AZD1775-induced senescence and NF-xB mediated SASP were
dependent on the mtTP53 GOF activity, which is consistent
with several previous reports showing that the mutant p53 GOF
is indispensable for prolonged NF-«xB activation and chronic
inflammation.[?%$2%] 1t is speculated that the potential interac-
tion between mutant p53 and NF-xB can lead to prolonged acti-
vation of NF-xB and elevation of downstream proinflammatory
cytokines through its long-term stability at « B sites.[*”) Consider-
ing the highly diverse alterations of p53 will lead to different GOF
consequences, the mechanisms how and to what extent the dif-
ferent mutations affected the AZD1775 induced UPR activation
will need further investigation.

To date, most studies have investigated the roles of IREla
and PERK as transcriptional regulators of DDR proteins.?!l In
contrast, much less is known as to whether DDR factors par-
ticipate in the regulation of UPR signaling. Our results showed
that inhibition of the DNA-damage response (DDR) checkpoint
resulted in ER stress and UPR activation via inducing senes-
cence and SASP, thereby providing an indirect regulatory mech-
anism in this regard. PERK arm appeared to contribute to the
cytotoxic effect of AZD1775 via CHOP, whereas IRE1a-XBP1s
pathway seemed cytoprotective and possibly confer resistance
to the WEE1 inhibitor. This is in line with the established role
of this branch in many other tumors where it functions as a
driver of drug resistance and metastasis.[’*3*3*] Targeting this

Figure 7. AZD1775 synergizes with MKC8866 in MtTP53 PDXs of HGSOC. A) Schematic diagram of the generation of PDX models. The patient-derived
tumor materials were xenografted and passaged in nude mice. B) Nude mice bearing xenografted tumors of patient#1 were randomly divided into four
groups and treated with either vehicle or 60 mg kg=! AZD1775 (5 days on and 2 days off) or 300 mg kg~' MKC8866 daily or combined treatment of
the two drugs. Tumor growth was recorded every 4 days. Error bars represent the SD of the mean (n =5 each group). *p < 0.05, ***p < 0.001, ns, not
significant, as determined by ANOVA with Bonferroni post hoc test. C) Image of the tumor specimens of patient#1 after harvested on the 28th day of
drugs administration. D—F) Nude mice bearing xenograft tumors of patient#2 were randomly divided into four groups (n = 7 each group). Nude mice
were treated in the same way as described in B). D) Tumor growth of patient#2 was recorded every other day until day 21. Error bars represent the SD of
the mean (n=7).*%p < 0.01, ***p < 0.001, as determined by ANOVA with Bonferroni post hoc test. E) Image of the tumor specimens of patient#2 after
harvested. F) Tumor weight of patient#2 was measured after harvested. Error bars represent the SD of the mean (n = 7). *p < 0.05, ***p < 0.001, as
determined by ANOVA with Bonferroni post hoc test. G) Representative images of immunohistochemical staining and dUTP labeling. Scale bar, 20 pm.
H-L) quantification of XBP1s, HP1«, y-H2AX, apoptosis (dUTP), and Ki-67 foci in harvested tumors as shown in G). Error bars represent the standard
deviation of the mean (n = 5). *p < 0.05, **p < 0.01, ***p < 0.001, ns, not significant, as determined by ANOVA with Bonferroni post hoc test.
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Figure 8. Schematic diagram of the correlation between WEET inhibition and ER stress. Restriction of the G2/M checkpoint by WEE1 inhibitor AZD 1775
results in disturbed proteostasis and UPR activation in ovarian cancer cells with TP53 mutations, which is mediated by the NF-xB-governed SASP.
AZD1775 activates the PERK and IRE1a branches of UPR in ovarian cancer cells exclusively with mtTP53. PERK facilitates apoptotic signaling via activating
CHOP upon AZD1775 treatment, whereas IRETa-XBP1s promotes survival, which confers the synergistic antitumor effect of AZD1775 and MKC8866.

pathway either alone or in combination with other drugs (such as
chemotherapeutic agents) have demonstrated exciting efficacy in
preclinical models of prostate cancer, breast cancer, and multiple
other malignancies.[115:24]

Recent studies have demonstrated that AZD1775 exhibits
single-agent activity in both wild-type or mutant TP53 cell line
subsets,!3>3%] yet better patient stratification to improve the se-
lectivity of this treatment is still needed. Our extensive bioin-
formatics analyses using various clinical cohorts of advanced
ovarian cancer patients confirmed a striking correlation be-
tween AZD1775 responsiveness, UPR activation, and senes-
cence. These findings suggest that UPR activation and senes-
cence status may offer a new perspective for predicting the
responsiveness of TP53 mutated ovarian tumors to WEE1 in-
hibitors.

In conclusion, our study provides new evidence on the interac-
tion between genomic instability and proteostatic stress in cancer
cells. PERK and IREla arms of the UPR are strongly induced and
elicit distinct roles in mediating the response of p53 mutant ovar-
ian cancer cells to AZD1775. The remarkable synergy between
coinhibition of WEE1 and IRE1la in various model systems po-
tentiate the clinical evaluation in patients with advanced ovarian
cancer.

Adv. Sci. 2022, 9, 2105469

4. Experimental Section

Cell Lines and Cell Culture:  The ovarian cancer cell lines OVCARS and
HOC7 were obtained from M.D. Anderson Cancer Center characterized
Cell line Core. A2780 was obtained from Applied Biological Materials Inc.
(ABM) Canada, while ES-2, TOV-112D, and OV90 were obtained from the
American Type Culture Collection (ATCC). The murine ovarian cancer cell
line ID8 was a gift from K. Roby (University of Kansas, Lawrence, KS),
derived from spontaneous malignant transformation of C57BL/6 mouse
ovarian surface epithelium cells.}”l HOC7, OVCARS, and A2780 were
cultured in RPMI 1640 Medium (CAT#72 400047, Thermo Fisher Scien-
tific) supplemented with 10% fetal bovine serum. ES-2 cells were cultured
in McCoy’s 5A medium containing 10% fetal bovine serum. The base
medium for OV90 and TOV-112D cell line is a 1:1 mixture of MCDB 105
medium containing a final concentration of 1.5 g L™! sodium bicarbonate
and medium 199 containing a final concentration of 2.2 g~ L™! sodium
bicarbonate supplemented with 15% fetal bovine serum. ID8 cells were
cultured in Dulbecco’s modification of Eagle’s medium (DMEM) contain-
ing 10% fetal bovine serum. All medium was supplemented with penicillin
and streptomycin. All cell lines were fingerprinted by short tandem repeat
assays and verified to be free of mycoplasma contamination before use
and incubated at 37 °C in an incubator with 5% CO,.

Chemical Compounds: AZD1775 (CAT#S1525) and GSK2606414
(CAT#S7307) were purchased from Selleck. MKC8866 was obtained from
Fosun Orinove PharmaTech, Inc. All these chemical compounds were dis-
solved in Dimethylsulfoxide (DMSO) before being used in vitro experi-
ments.
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Cell Viability Assay:  3000-5000 cells were seeded in 96-well plates 24
h prior to indicated drug administration. All experiments were performed
in triplicates. After 48 h drug treatment, cell viability was assessed with
a cell counting kit-8 (CCK-8, Dojindo Laboratories, Japan) according to
manufacturer instructions. The absorbance of optical density (OD) values
was measured at 450 nm using a microplate reader (Bio-Rad). The relative
cell viability was calculated by setting the control group as a reference. The
graphics were generated in GraphPad prism 8.0.

Flow Cytometry Analysis:  Cancer cells were seeded in 6-well plates and
treated for 48 h before preparing for flow cytometry. For apoptosis analy-
sis, harvested cells were resuspended in 200 pL phosphate-buffered saline
(PBS) and incubated with Annexin V and propidium iodide for 10 min at
room temperature in the dark using a FITC Annexin V Apoptosis Detec-
tion Kit | (CAT#556 547, BD Biosciences). For cell cycle analysis, harvested
cells were fixed using 75% ice-cold ethanol in —20 °C overnight followed by
0.25% Triton 100 to permeabilize the cell membrane. Cells were incubated
with 300 uL RI/RNase staining buffer (CAT#550825, BD Pharmingen) for
10 min at room temperature in the dark before detection. All samples were
assessed on a Beckman Coulter flow cytometer. At least 10 000 events were
assessed per sample. Flow]Jo-V10 software was used to quantify cell pop-
ulations.

Proteostat Aggresome Detection: Cells were seed on the glass slides
and treated with 400 x 107 m AZD1775 for 72 h. Proteostat Aggre-
some was detected following the guide of PROTEOSTAT Aggresome De-
tection Kit (Cat#ENZ-51035, BD Biosciences). Briefly, cells were firmed
with 4% formaldehyde for 30 min at room temperature and then washed
three times with PBS. slides were transferred into a permeabilizing so-
lution (0.5% Triton X-100, 3 x 1073 ™ ethylene diamine tetraacetie acid
(EDTA), pH 8) on ice for 30 min. After washing with PBS buffer, slides were
incubated with Proteostat dye at 1:5000 dilution for 30 min in the dark fol-
lowed by DAPI (4',6-diamidino-2-phenylindole) staining to indicate nuclei.
Cells were observed under a microscope and photographed.

Western Blot Analysis: Western blot was performed as previously
described.[3’] Harvested cells were lysed, sonicated, centrifuged, and
the supernatants were collected. Protein concentration was measured
using Coomassie (CAT#ST1119, CAT#P0006C, Beyotime). 20 pg of total
protein was used for all blots. Sodium dodecyl sulfate — polyacrylamide
gel electrophoresis (SDS-PAGE) separations were performed, and the
samples were transferred to polyvinylidene fluoride (PVDF) membranes.
Gels were blocked with 5% bovine serum albumin (BSA) before incuba-
tion with primary antibodies at 4 °C overnight. 1:5000 secondary antibody
(Abclonal) was added for 1 h at room temperature on the next day. Bands
were visualized by WesternBright ECL using a Western blotting detection
kit (CAT#K-12045-D50, Advansta) in the ChemiDoc Imaging System
(Bio-Rad). The following antibodies were used: Anti-WEE1 (1:1000,
Abcam#ab233540), Phospho-CDK1 (Tyr15) (1:500, ABclonal#AP0016),
Anti-y H2AX (phospho-5140) (1:1000, Abcam#ab-22551), GRP78 (1:1000,
CST#3177), PERK (1:1000, CST#3192), phospho-PERK (1:1000, Ab-
cam#ab192597), ATF6 (1:1000, CST#65 880), IRETa (1:1000, CST#3294),
phospho-IRETa (Ser724) (1:1000, Thermo Fisher Scientific#PA1-169),
XBP1s (1:1000, CST#12782), CHOP (1:500, Proteintech#15204-1-
AP), p53 (1:1000, Proteintech#10442-1-AP), Phospho-elF2« (1:1000,
CST#9721), B-Tubulin (1:1000, ABclonal#AC015), Caspase-3 (1:1000,
CST#9662), Cleaved-Caspase-3 (1:1000, CST#9661), NF-kB P65 (1:1000,
CST#82425), Phospho-NF-xB P65 (1:1000, CST#3033), NF-xB p50
(1:1000, CST#13586), GAPDH (1:5000, ABclonal#A19056), HRP Goat
Anti-Rabbit IgG (H+L) (x1:5000-10000, ABclonal#AS014), HRP Goat
Anti-Mouse IgG (H+L) (~1:5000-10000, ABclonal#AS003).

Senescence B-Galactosidase (SA-B-gal) Staining: ~ Cells were seeded in 6-
well plates and treated for 48 h before detection. SA-f-gal staining was con-
ducted using the Senescence f-Galactosidase Staining Kit (CAT#C0602,
Beyotine) according to manufacturer instructions. The cells were incu-
bated with SA-p-gal staining buffer at 37 °C in an incubator without CO,
for 12 h and washed twice using PBS. The ratio of senescence cells was
conducted according to the proportion of stained blue cells compared to
total cells.

RNA Extraction and RT-Qpcr:  Total RNA was isolated from cultured
cells using a total RNA extraction kit (CAT#DP419, TIANGEN). cDNA was
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synthesized using RevertAid First Strand cDNA Synthesis Kit (CAT#K1622,
Thermo Fisher Scientific) on an RT-PCR System (Bio-Rad). RT-qPCR was
performed on a CFX Connect quantitative real-time PCR System (Bio-Rad)
using SYBR Green Master Mix (Vazyme; cat#R223-01). Relative mRNA
expression was determined by the AACt method and normalized by g-
ACTIN. The sequences of primers used are listed as following

Human Forward primer 5“-3”
genes

Reverse primer 5“-3”

ACTIN CATGTACGTTGCTATCCAGGC CTCCTTAATGTCACGCACGAT

IL-6 ACTCACCTCTTCAGAACGAATTG CCATCTTTGGAAGGTTCAGGTTG
IL-8 CCATCTTTGGAAGGTTCAGGTTG  AACCCTCTGCACCCAGTTTTC
CXCL5 AGCTGCGTTGCGTTTGTTTAC TGGCGAACACTTGCAGATTAC
IFN y TCGGTAACTGACTTGAATGTCCA  TCGCTTCCCTGTTTTAGCTGC
IL-12 CCTTGCACTTCTGAAGAGATTGA  ACAGGGCCATCATAAAAGAGGT
CHOP GGAAACAGAGTGGTCATTCCC CTGCTTGAGCCGTTCATTCTC
XBP1s AGTCCGCAGCAGGTGCAG CTTCCAGCTTGGCTGATGAC

Enzyme-Linked Immunosorbent Assay (ELISA): OVCARS8, HOC7, ID8,
and A2780 cells were treated for 48 h in complete media and then incu-
bated for another 24 h in medium without serum before collecting super-
natants. Cell debris was removed by centrifugation. Human IL-6 and IL-
8 were detected by QuantiCyto Human ELISA kit (High Sensitivity) (IL-6
CAT#EHCO007(H).96, IL-8 CAT# EHC008(H).96, Neobioscience) accord-
ing to the manufacturer instructions. OD values were measured at 450 nm
using a microplate reader (Bio-Rad). The concentrations of the samples
were obtained according to a standard curve.

Intracellular Soluble Proteins Assay:  The cells after different treatments
were collected and washed with PBS. 1x 10° cells were taken into a 1.5 mL
EP tube and resuspended with 100 uL PBS. The cells were frozen and thaw
twice using liquid nitrogen and a heating block set at 25 °C. Briefly vortex
the tubes, and the cellular debris were pelleted by centrifuging the tubes
containing the cell lysates at 20 000 g for 20 min at 4 °C. An aliquot of 30 L
from each cleared cell line lysate was mixed with the SDS-PAGE loading
buffer and loaded on separate lanes in SDS-PAGE gel for separations. The
gel was stained using Coomassie Brilliant Blue Stain Kit (CAT#G2012, Ser-
vicebio) according to the manufacturer instructions. After detained, pho-
tographs were taken using the ChemiDoc Imaging System (Bio-Rad).

Cytokine Array:  Cells were treated for 72 h in a complete medium, and
the supernatants were collected for detection. Cytokines were detected by
Proteome Profiler Human Cytokine Array (Cat#ARY005B, BD Biosciences)
according to the instructions of the manual. Briefly, the array membrane
was incubated with supernatant at room temperature for 1 h. After be-
ing washed three times, the array was treated with streptavidin HRP for 30
min at room temperature on a rocking platform shaker. Arrays were visual-
ized by WesternBright ECL using a Western blotting detection kit (CAT#K-
12045-D50, Advansta) in the ChemiDoc Imaging System (Bio-Rad). Mean
spot pixel density was quantified using Image Lab software 6.0.1.

Electron Microscopy: OVCAR8, HOC7, ID8, and A2780 cells were
seeded in 10 cm dishes and treated with AZD1775 or DMSO for 48 h. The
medium was discarded, and the adherent cells were fixed using an electron
microscope fixed solution (CAT#G1102, Servicebio). Cells were then post-
fixed with 1% osmium tetroxide, dehydrated by sequential extraction with
graded ethanol concentrations from 50% to 100%, and embedded in Em-
bed 812 resin. Thin sections of 60-80 nm were cut on an ultramicrotome
(Leica UC7, Leica), stained with saturated uranyl acetate and Reynolds lead
citrate, and examined at room temperature using a transmission electron
microscope (Tecnai G2 20 TWIN; FEI). Images were captured and pro-
cessed using Adobe Photoshop software.

RNA Interference: Cells were seeded into 6-well plates at ~30-40%
confluence, and RNA interference (RNAI) transfections were performed
using Lipofectamine 3000 Transfection Reagent (Invitrogen, USA) accord-
ing to the manufacturer’s instructions. siRNAs were transfected at 100 x
1072 wm final concentration, and the medium was replaced after transfec-
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tion for 12-18 h. The cells were cultured for 24-48 h before being used for
other tests. Western blot analyses or RT-qPCR were used to identify gene
knockdown. All siRNAs used in this study were purchased from Sigma and
listed as following

www.advancedscience.com

Immunohistochemical (IHC) Staining: The procedure is as described
previously.[3”] In brief, tissues were fixed overnight in 4% paraformalde-
hyde and embedded in paraffin. All immunohistochemical staining was
performed on 4 pum sections. After deparaffinization, rehydration, antigen

#2

#3

siRNA #1

Human TP53 SASI_Hs02_00302766
Human WEE1 SASI_Hs01_002 26779
Human P65 SASI_Hs01_00171090
Human CHOP SASI_Hs01_00153013
Human PERK SASI_Hs01_00096844
Human IRE1 SASI_Hs01_00194923
Human XBP1 SASI_Hs02_00313590

SASI_Hs02_00302767
SASI_Hs02_00335570
SASI_Hs01_00171091
SASI_Hs02_00336880
SASI_Hs01_00096845
SASI_Hs01_00194924
SASI_Hs02_00313591

SASI_Hs02_00302768

SASI_Hs01_00171092
SASI_Hs01_00153015
SASI_Hs01_00096846
SASI_Hs02_00331841
SASI_Hs02_00313592

shRNA Viral Infection: The HBLV-h-XBP1 shRNA1-ZsGreen-PURO
Leni-virus (sh-XBP1) and HBLV-ZsGreen-PURO NC control Leni-virus (sh-
Ctrl) were purchased from Hanbio (Shanghai, China). For lentiviral trans-
duction, OVCARS cells were seeded in 6-well plates at ~30-40% conflu-
ence. The lentivirus was added at a multiplicity of infection (MOI) of 5.
Cells were exposed to lentivirus for 48 h and selected with 2 pg mL™!
puromycin for 7 days. Western blot analyses were used to identify gene
knockdown.

CRISPR-Cas9 Mediated Gene Editing in cells: Human P65 TP53, IRE1
sgRNAs sequence were obtained from GenScript (https://www.genscript.
com/). The sgRNAs sequence used are listed as following

unmasking, and endogenous peroxidase blocking, sections were blocked
in 5% bovine serum albumin (BSA) with 0.1% Triton X-100 in PBS. Sec-
tions were incubated overnight at 4 °C with primary antibodies (Ki-67
antibody (CAT#9129, CST, 1:400); XBP1s antibody (CAT#647 502, BioLe-
gend, 1:100); HP1a antibody (CAT#2616, CST, 1:200); y-H2AX antibody
(CAT#9718, CST, 1:200). Tissue sections were then stained using an HRP-
DAB Immunohistochemistry kit (CAT#G1212, Servicebio). Staining scores
were assigned using a semiquantitative five-category grading system as
previously described.[8]

dUTP Detection: Tissues were fixed overnight in 4% paraformalde-
hyde and embedded in paraffin. The experiment was performed on

sgRNA Forward primer

Reverse primer

Human-P65 #1
Human-P65 #2
Human-P65 #3
Human-IRET #1
Human-IRET1 #2
Human-IRET #3
Human-TP53 #1
Human-TP53 #2
Human-TP53 #3

CACCGAGGGACAGTGCGCATCTCCC
CACCGCGCTTCCGCTACAAGTGCG
CACCGGACAGATCAATGGCTACAC
CACCGCTTGTTGTTTGTGTCAACGC
CACCGGCCTCGGGGTGAGTGACCG
CACCGAGTCCTCGCCATGCCGGCC
CACCGCATGGGCGGCATGAACCGG
CACCGTGAGCGCTGCTCAGATAGCG
CACCGCCCCGGACGATATTGAACAA

AAACGGGAGATGCGCACTGTCCCTC
AAACCGCACTTGTAGCGGAAGCGCC
AAACGTGTAGCCATTGATCTGTCCC
AAACGCGTTGACACAAACAACAAGC
AAACCGGTCACTCACCCCGAGGCCC
AAACGGCCGGCATGGCGAGGACTCC
AAACCCGGTTCATGCCGCCCATGC
AAACCGCTATCTGAGCAGCGCTCAC
AAACTTGTTCAATATCGTCCGGGGC

All sgRNAs were synthesized by TsingKe Co., Ltd. sgRNAs were cloned
into the pLentiCRISPR v2 vector by restriction endonucleases BsmBI-
v2(CAT#0739S, NEBiolabs) and T4 DNA Ligase (CAT#2011A, Takara). The
ligation products were transferred into DH-5a competent, and all con-
structs were confirmed by DNA sequencing.

To create stable cell lines, the pCMV-dR8.91 lentiviral packaging plas-
mid, pCMV-VSVG envelope plasmid and the pLentiCRISPR v2 vector,
sgRNA-pLentiCRISPR v2 constructs were used to cotransfect HEK293T
cells. HEK293T cells were seeded into 10 cm petri dishes to 80% conflu-
ence and transfections were performed using Lipofectamine 3000 Trans-
fection Reagent (Invitrogen, USA). For each dish, transfection was per-
formed using 18.75 pL of Lipofectamine 3000, 25 uL of P3000 Reagent,
4.2 ug of mutation constructs, 4.2 ug of pPCMV-dR8.91 plasmid, and 4.2 ug
of pCMV-VSVG plasmid. After 15 min of incubation at room tempera-
ture, the mixture was added to the HEK293T cells medium. Virus super-
natant was collected 48 h post-transfection and filtered through a 0.45 um
polyethersulfone filter. OVCAR8, HOC7, A2780, and ID8 cells growing
on six-well plates to ~#30-40% confluence was treated with 2 mL of the
obtained virus suspension, 1T mL complete medium supplemented with
10 ug mL~" polybrene (YEASEN, CAT#40804ES76). 2 ug mL~' puromycin
screening was conducted 48 h postinfection. After about 4 weeks of selec-
tion, stable clones were picked. Western blot analyses and DNA sequenc-
ing were used to identify gene knockout.
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4 um sections. Apoptotic cells were detected by TUNEL labeling with
fluorescein-dUTP using One Step TUNEL Apoptosis Assay Kit (CAT#1089,
Beyotime). After deparaffinization, rehydration, the sections were incu-
bated with protein K, TUNEL mixture, and DAPI. Sections were washed
using PBS and observed under a microscope and photographed. The ra-
tio of positive cells assigned the staining scores.

RNA Sequencing and Bioinformatic Analysis:  Purified total RNA from
cells was extracted using RNA extraction kit (TIANGEN, CAT#DP419)
according to the manufacturer’s instructions. The Beijing Genomics In-
stitute (BGI, Shenzhen, China) conducted RNA sequencing and per-
formed on the BGISEQ-500 platform. Gene expression and changes were
aligned to hg38 or mm10 using STAR.[*] The relative abundance of mR-
NAs was normalized and presented as fragments per kilobase of tran-
script per million mapped reads (FPKM). Differential expression anal-
ysis was conducted using R statistical software (x64, version 4.0.2) in
conjunction with the DESeq2 package.[*?] All sequence data sets had
been submitted to GEO (GSE166417). The Gene Ontology (GO) of dif-
ferentially expressed genes (DEGs) was performed by the cluster Pro-
filer R package.[*!] The cut-off criteria for DEGs were |logFC| > 1 and
false discovery rate (FDR) < 0.05. Gene set enrichment analysis (GSEA)
was performed using the software provided by the Broad Institute.[#243]
The algorithm of random sampling was 1000 permutations. Signifi-
cant gene sets were determined by FDR < 0.05 and normalized en-
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richment score (NES) >1. Human ovarian cancer datasets were ob-
tained from the GEO database (https://www.ncbi.nlm.nih.gov/geo/) and
the Cancer Genome Atlas (TCGA) database. Spearman correlation was
evaluated using published ovarian cancer expression datasets, includ-
ing GSE13876, GSE12470, GSE18520, GSE8842, GSE2109, GSE32062,
GSE26712, GSE19829, GSE17260, GSE9891, GSE30161, GSE32063,
GSE26193, GSE6008, GSE44104, GSE14764, GSE49997, GSE20565, and
TCGA.

Correlation Analysis of AZD1775 Sensitivity and PERK_sig or XBP1s_sig
Pathway in the Cancer Cell Line: The analysis was conducted as pre-
viously described.3”! In brief, the gene expression data of all cell lines
were obtained from the Cancer Cell Line Encyclopedia (CCLE) database
(https://portals.broadinstitute.org/ccle), and the expression of PERK_sig
or XBP1s_sig was scored by the mean expression value of all genes in the
pathway in each cell line. The cell lines were then divided into different
groups according to the scores. In the meantime, based on the drug area
under the curve (AUC) values of AZD1775 from CTRP (https://portals.
broadinstitute.org/ctrp/), the sensitivity data of AZD1775 were obtained.
Cell lines were divided into three equal parts according to AUC values.
The low AUC part was defined as the AZD1775-sensitive group, while the
high part as the AZD1775-resistant group. A heatmap for PERK_sig or
XBP1s_sig pathway genes in the AZD1775-resistant and -sensitive groups
was generated using pheatmap. Wilcoxon test was used for significant dif-
ference tests.

Patient-Derived Xenografts (PDX) Models: ~ All animal experiments were
approved by the Animal Experiment Ethics and Medical ethics Committee
of Tongji Hospital (Permit Number: TJH-201909004). The permission of
using tissue samples from human were obtained by the Medical Ethics
Committee of Tongji Medical College (Permit Number: S080). Female
nude mice (6-8 weeks old) were purchased from Beijing Vital River Lab-
oratory Animal Technology Co. Ltd and housed under sterile conditions
at the Laboratory Animal Care Center of Tongji Hospital. All animal ex-
periments were conducted in compliance with the National Institute of
Health guidelines for animal research. PDXs were established by subcu-
taneous transplantation of tumor fragments (3 x 3 x 3 mm?) into the
flanks of nude mice ~8-10 weeks of age (FO). PDXs were passaged at
least twice but no more than five times (F2-5) before drug administra-
tion. For treatments, mice were randomly divided into 4 groups (n = 5-10
per group) with tumor volumes of 100-150 mm3. Each group was treated
with either vehicle, AZD1775 (60 mg kg™', 5 days on and 2 days off), or
MKC8866 (150 mg kg™ d~', every day), or a combination of AZD1775 and
MKC8866 treatment via oral gavage. AZD 1775 was dissolved in 2% DMSO
+30% PEG 300 + 5% Tween 80 + 63% ddH, 0. MKC8866 was formulated
in 1% microcrystalline cellulose in simple syrup (50%). Tumor volumes
were measured every 3 days and calculated using the V = (L x W?)/2 (L:
length; W: width). Mice were treated for 3—4 weeks and sacrificed for tissue
analysis.

Drug Combination Analysis: OVCAR8 and HOC7 cells were treated
with indicated doses of AZD1775 and MKC8866 at various drug ra-
tio. OD values at 450 wavelength was measured by CCK8 assay after
drug administration for 48 h. Drug synergy analysis were performed by
CompuSyn software 1.0 (ComboSyn Incorporated; http://www.combosyn.
com).l*] The combination effects were defined by combination index
(Cl) values with synergistic (<0.9), additive (0.9-1.1) and antagonistic
(>1.1).

Statistical Analysis: Statistical analysis and data plotting were per-
formed using GraphPad Prism 8.0 or SPSS software. The unpaired two-
tailed Student’s t-test was performed when two groups were compared.
For comparisons of multiple groups, one-way ANOVA with Bonferroni
post hoc test was used. Pearson’s correlation coefficient was used to
compute correlations between variables, using t-test to assess the signif-
icance of the correlation. The data shown were the averages and stan-
dard deviations (SD) or standard error of the mean (SEM). Biological
triplicates or duplicates from at least three independent experiments
with similar results. p < 0.05 was considered statistically significant. In
the figures, *, ** and *** refer to p < 0.05, p < 0.07, and p < 0.001,
respectively.

Adv. Sci. 2022, 9, 2105469

www.advancedscience.com

Supporting Information

Supporting Information is available from the Wiley Online Library or from
the author.

Acknowledgements

This study was supported by the Natural and Science Foundation of
China (Nos. 81874106 (G.C.), 82073259(G.C.), 81974408 (C.S.), 82002762
(E.G.), 81802546 (X.S.), 82060472 (F.L.)), the Key Research and De-
velopment Program of Hubei Province (No. 2020BCA067), and The
Hubei Province Science Fund for Distinguished Young Scholars (No.
2020CFAQ66).

Conflict of Interest

Q.Z. is an employee and shareholder of Fosun Orinove. G.B.M. is a SAB
(Scientific Advisory Board) member or consults with AstraZeneca, Chrysal-
lis Biotechnology, GSK, ImmunoMET, lonis, Lilly, PDX Pharmaceuticals,
Signalchem Lifesciences, Symphogen, Tarveda, Turbine, Zentalis Pharma-
ceuticals. G.B.M. has stock options with Catena Pharmaceuticals, Im-
munoMet, SignalChem, Tarveda, and has licensed technology HRD assay
to Myriad Genetics, DSP patents with Nanostring.

Author Contributions

R.X. and L.Y. contributed equally to this work. R.X. and L.Y. designed, per-
formed, and analyzed experiments. L.Z., X.G., W.L., X.Y,, L.Z,, F.L,, C.L,,
T.Q., and Y.C. performed and verified experiments. X.G., J.L., W.W., X.Z.,
and F.L. collected the data. E.C., Y.J., F.Z., B.Y,, X.L., Y.F.,, Z.W., and W.P. an-
alyzed RNA-seq data and performed bioinformatics analysis. Q.Z., X.H.,
and B.W. helped perform the analysis with constructive discussions. R.X.
and L.Y. wrote the manuscript. G.B.M., G.C., X.S., and C.S. reviewed and
edited the manuscript. All authors read and approved the manuscript.

Data Availability Statement

The data that support the findings of this study are available from the cor-
responding author upon reasonable request.

Keywords
AZD1775, mutant TP53, ovarian cancer, UPR, WEE1
Received: November 28, 2021

Revised: April 13, 2022
Published online: May 26, 2022

[1] Nature 2011, 474, 609.

[2] M. Lomazzi, M. C. Moroni, M. R. Jensen, E. Frittoli, K. Helin, Nat.

Genet. 2002, 37, 190.

C. J. Matheson, D. S. Backos, P. Reigan, Trends Pharmacol. Sci. 2016,

37,872.

[4] S.Fu, Y. Wang, K. Keyomarsi, F. Meric-Bernstam, F. Meric-Bernstein,
Expert Opin. Invest. Drugs 2018, 27, 741.

[5] M. . O’Connor, Mol. Cell 2015, 60, 547.

[6] S. Lheureux, M. C. Cristea, ). P. Bruce, S. Garg, M. Cabanero, G.
Mantia-Smaldone, A. B. Olawaiye, S. L. Ellard, ). I. Weberpals, A. E.
Wahner Hendrickson, G. F. Fleming, S. Welch, N. C. Dhani, T. Stock-
ley, P. Rath, K. Karakasis, G. N. Jones, S. Jenkins, |. Rodriguez-Canales,

3

2105469 (16 O‘F17) © 2022 The Authors. Advanced Science published by Wiley-VCH GmbH

85U80|7 SUOWWOD 3A1e81D 3(cedljdde au Aq peusenob ase e YO ‘88N JO Se|nl 10} ArIqiT8ul|UO 8|1 UO (SUOTIPUCD-pUR-SLUBIL0D A8 1M ATeIq U1 [UO//:SANY) SUOIPUOD pue swie | 8y 88S *[£202/20/TZ] Uo Afeiqiaulluo 4811 ‘00 JO AiseAlun Aq 697S0TZ0Z SAPR/Z00T OT/I0pAL0D A8 |ImAreIq Ul uo//SdNy WOy pepeojumod ‘Tz ‘2202 ‘F8E86T2



ADVANCED

SCIENCE NEWS

ADVANCED
SCIENCE

Open Access,

www.advancedsciencenews.com

7]

(8]

9

(10]
(1]

(12]
(13]
(14]
(15]

[16]

(17]

(18]
(19]
(20]

(21]

(22]

(23]

(24]

Adv. Sci. 2022, 9, 2105469

M. Tracy, Q. Tan, V. Bowering, S. Udagani, L. Wang, C. A. Kunos, E.
Chen, T. ). Pugh, A. M. Oza, Lancet 2021, 397, 281.

S. Leijen, R. M. van Geel, A. C. Pavlick, R. Tibes, L. Rosen, A. R. Razak,
R. Lam, T. Demuth, S. Rose, M. A. Lee, T. Freshwater, S. Shumway,
L. W. Liang, A. M. Oza, ). H. Schellens, G. I. Shapiro, J. Clin. Oncol.
2016, 34, 4371.

S. Leijen, R. M. ). M. van Geel, G. S. Sonke, D. de Jong, E. H. Rosen-
berg, S. Marchetti, D. Pluim, E. van Werkhoven, S. Rose, M. A. Lee, T.
Freshwater, |. H. Beijnen, J. H. M. Schellens, J. Clin. Oncol. 2016, 34,
4354,

A. M. Oza, M. Estevez-Diz, E. M. Grischke, M. Hall, F. Marme, D.
Provencher, D. Uyar, J. I. Weberpals, R. M. Wenham, N. Laing, M.
Tracy, T. Freshwater, M. A. Lee, J. Liu, J. Qiu, S. Rose, E. H. Rubin, K.
Moore, Clin. Cancer Res. 2020, 26, 4767.

C. Hetz, |. M. Axten, ). B. Patterson, Nat. Chem. Biol. 2019, 15, 764.
C. N. Spaan, W. L. Smit, J. F. van Lidth de Jeude, B. ). Meijer, V.
Muncan, G. R. van den Brink, J. Heijmans, Cell Death Dis. 2019, 10,
490.

I. Novoa, H. Zeng, H. P. Harding, D. Ron, J. Cell Biol. 2001, 153, 1011.
R. Kim, M. Emi, K. Tanabe, S. Murakami, Apoptosis 2006, 17, 5.

X. Chen, J. R. Cubillos-Ruiz, Nat. Rev. Cancer 2021, 21, 71.

N. Zhao, J. Cao, L. Xu, Q. Tang, L. E. Dobrolecki, X. Lv, M. Talukdar,
Y. Lu, X. Wang, D. Z. Hu, Q. Shi, Y. Xiang, Y. Wang, X. Liu, W. Bu, Y.
Jiang, M. Li, Y. Gong, Z. Sun, H. Ying, B. Yuan, X. Lin, X. H. Feng, S.
M. Hartig, F. Li, H. Shen, Y. Chen, L. Han, Q. Zeng, ]. B. Patterson, et
al., J. Clin. Invest. 2018, 128, 1283.

T. Zhang, N. Li, C. Sun, Y. Jin, X. Sheng, EMBO Mol. Med. 2020, 12,
11845.

S. Chopra, P. Giovanelli, P. A. Alvarado-Vazquez, S. Alonso, M. Song,
T. A. Sandoval, C. S. Chae, C. Tan, M. M. Fonseca, S. Gutierrez, L.
Jimenez, K. Subbaramaiah, T. Iwawaki, P. ). Kingsley, L. ]. Marnett, A.
V. Kossenkov, M. S. Crespo, A. |. Dannenberg, L. H. Glimcher, E. A.
Romero-Sandoval, J. R. Cubillos-Ruiz, Science 2019, 365.

A. Hernandez-Segura, ). Nehme, M. Demaria, Trends Cell Biol. 2018,
28, 436.

M. L. Schmitz, M. S. Shaban, B. V. Albert, A. Gékgen, M. Kracht,
Biomedicines 2018, 6, E58.

A. Hernandez-Segura, T. V. de Jong, S. Melov, V. Guryev, J. Campisi,
M. Demaria, Curr. Biol. 2017, 27, 2652.

L. Plate, C. B. Cooley, J. J. Chen, R. J. Paxman, C. M. Gallagher, F.
Madoux, ). C. Genereux, W. Dobbs, D. Garza, T. P. Spicer, L. Scam-
pavia, S. J. Brown, H. Rosen, E. T. Powers, P. Walter, P. Hodder, R. L.
Wiseman, . W. Kelly, Elife 2016, 5, €15550.

H. Hirai, Y. Iwasawa, M. Okada, T. Arai, T. Nishibata, M. Kobayashi, T.
Kimura, N. Kaneko, |. Ohtani, K. Yamanaka, H. Itadani, . Takahashi-
Suzuki, K. Fukasawa, H. Oki, T. Nambu, J. Jiang, T. Sakai, H. Arakawa,
T. Sakamoto, T. Sagara, T. Yoshizumi, S. Mizuarai, H. Kotani, Mol.
Cancer Ther. 2009, 8, 2992.

A. Basu, N. E. Bodycombe, |. H. Cheah, E. V. Price, K. Liu, G. |. Schae-
fer, R. Y. Ebright, M. L. Stewart, D. Ito, S. Wang, A. L. Bracha, T. Liefeld,
M. Wawer, J. C. Gilbert, A. ). Wilson, N. Stransky, G. V. Kryukov, V.
Dancik, J. Barretina, L. A. Garraway, C. S.-Y. Hon, B. Munoz, J. A. Bit-
tker, B. R. Stockwell, D. Khabele, A. M. Stern, P. A. Clemons, A. F.
Shamiji, S. L. Schreiber, Cell 2013, 154, 1151.

X. Sheng, H. Z. Nenseth, S. Qu, O. F. Kuzu, T. Frahnow, L. Simon, S.
Greene, Q. Zeng, L. Fazli, P. S. Rennie, I. G. Mills, H. Danielsen, F.

(25]

(26]
(27)

28]

(29]

(30]
(31]
(32]
(33]

(34]

35]

(36]

(37]

38]

(39]

[40]

(41]

[42]

43]

(44]

www.advancedscience.com

Theis, ). B. Patterson, Y. Jin, F. Saatcioglu, Nat. Commun. 2019, 10,
323.

J.-M. Lee, ). Nair, A. Zimmer, S. Lipkowitz, C. M. Annunziata, M. J.
Merino, E. M. Swisher, M. I. Harrell, J. B. Trepel, M.-]. Lee, M. H.
Bagheri, D.-A. Botesteanu, S. M. Steinberg, L. Minasian, I. Ekwede,
E. C. Kohn, Lancet Oncol. 2018, 19, 207.

Y. Stein, V. Rotter, R. Aloni-Grinstein, Int. J. Mol. Sci. 2019, 20, 6197.
T. Cooks, I. S. Pateras, O. Tarcic, H. Solomon, A. J. Schetter, S.
Wilder, G. Lozano, E. Pikarsky, T. Forshew, N. Rosenfeld, N. Harpaz,
S. ltzkowitz, C. C. Harris, V. Rotter, V. G. Gorgoulis, M. Oren, Cancer
Cell 2013, 23, 634.

G. Di Minin, A. Bellazzo, M. Dal Ferro, G. Chiaruttini, S. Nuzzo, S.
Bicciato, S. Piazza, D. Rami, R. Bulla, R. Sommaggio, A. Rosato, G.
Del Sal, L. Collavin, Mol. Cell 2014, 56, 617.

L. Weisz, A. Damalas, M. Liontos, P. Karakaidos, G. Fontemaggi, R.
Maor-Aloni, M. Kalis, M. Levrero, S. Strano, V. G. Gorgoulis, V. Rotter,
G. Blandino, M. Oren, Cancer Res. 2007, 67, 2396.

A. ). Schetter, N. H. Heegaard, C. C. Harris, Carcinogenesis 2010, 37,
37.

M. Gonzélez-Quiroz, A. Blondel, A. Sagredo, C. Hetz, E. Chevet, R.
Pedeux, Trends Cell Biol. 2020, 30, 881.

E. P. McGrath, S. E. Logue, K. Mnich, S. Deegan, R. J4ger, A. M. Gor-
man, A. Samali, Cancers 2018, 10, 344.

Y. M. Hazari, A. Bashir, E. U. Haqg, K. M. Fazili, Tumour Biol. 2016, 37,
14381.

Q. Tavernier, A. Legras, A. Didelot, C. Normand, L. Gibault, C.
Badoual, F. Le Pimpec-Barthes, P. L. Puig, H. Blons, N. Pallet, Sci.
Rep. 2020, 70, 10188.

A. D. Guertin, . Li, Y. Liu, M. S. Hurd, A. G. Schuller, B. Long, H. A.
Hirsch, I. Feldman, Y. Benita, C. Toniatti, L. Zawel, S. E. Fawell, D. G.
Gilliland, S. D. Shumway, Mol. Cancer Ther. 2013, 12, 1442.

J. M. Kreahling, J. Y. Gemmer, D. Reed, D. Letson, M. Bui, S. Altiok,
Mol. Cancer Ther. 2012, 11, 174.

E. Guo, R. Xiao, Y. Wu, F. Lu, C. Liu, B. Yang, X. Li, Y. Fu, Z. Wang, Y.
Li, Y. Huang, F. Li, X. Wu, L. You, T. Qin, Y. Lu, X. Huang, D. Ma, G.
B. Mills, C. Sun, G. Chen, J. Exp. Med. 2022, 219.

C.Sun, J.Yin, Y. Fang, J. Chen, K. ]. Jeong, X. Chen, C. P. Vellano, Z. Ju,
W. Zhao, D. Zhang, Y. Lu, F. Meric-Bernstam, T. A. Yap, M. Hattersley,
M. J. O’Connor, H. Chen, S. Fawell, S.-Y. Lin, G. Peng, G. B. Mills,
Cancer Cell 2018, 33, 401.

A. Dobin, C. A. Davis, F. Schlesinger, J. Drenkow, C. Zaleski, S. Jha, P.
Batut, M. Chaisson, T. R. Gingeras, Bioinformatics 2013, 29, 15.

M. I. Love, W. Huber, S. Anders, Genome Biol. 2014, 15, 550.

G. Yu, L. G. Wang, Y. Han, Q. Y. He, OMICS 2012, 16, 284.

V. K. Mootha, C. M. Lindgren, K. F. Eriksson, A. Subramanian, S. Si-
hag, ). Lehar, P. Puigserver, E. Carlsson, M. Ridderstrale, E. Laurila,
N. Houstis, M. J. Daly, N. Patterson, J. P. Mesirov, T. R. Golub, P.
Tamayo, B. Spiegelman, E. S. Lander, J. N. Hirschhorn, D. Altshuler,
L. C. Groop, Nat. Genet. 2003, 34, 267.

A. Subramanian, P. Tamayo, V. K. Mootha, S. Mukherjee, B. L. Ebert,
M. A. Gillette, A. Paulovich, S. L. Pomeroy, T. R. Golub, E. S. Lander,
J. P. Mesirov, Proc. Natl. Acad. Sci. USA 2005, 102, 15545.

H. Fleury, N. Malaquin, V. Tu, S. Gilbert, A. Martinez, M.-A. Olivier,
A. Sauriol, L. Communal, K. Leclerc-Desaulniers, E. Carmona, D.
Provencher, A.-M. Mes-Masson, F. Rodier, Nat. Commun. 2019, 10,
2556.

2105469 (1 7 of 1 7) © 2022 The Authors. Advanced Science published by Wiley-VCH GmbH

85U80|7 SUOWWOD 3A1e81D 3(cedljdde au Aq peusenob ase e YO ‘88N JO Se|nl 10} ArIqiT8ul|UO 8|1 UO (SUOTIPUCD-pUR-SLUBIL0D A8 1M ATeIq U1 [UO//:SANY) SUOIPUOD pue swie | 8y 88S *[£202/20/TZ] Uo Afeiqiaulluo 4811 ‘00 JO AiseAlun Aq 697S0TZ0Z SAPR/Z00T OT/I0pAL0D A8 |ImAreIq Ul uo//SdNy WOy pepeojumod ‘Tz ‘2202 ‘F8E86T2



