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Targeting the up-regulated CNOT3 reverses therapeutic
resistance and metastatic progression of EGFR-mutant
non-small cell lung cancer
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Lung cancer is the leading cause of cancer-related mortality worldwide. CNOT3, a subunit of the CCR4-NOT complex, has recently
been suggested to be overexpressed in lung cancer and involved in tumor malignancy. However, its precise role and the underlying
mechanisms still need to be fully revealed. In the present study, we found in lung cancer cells the expression of CNOT3 could be
regulated by EGFR signaling pathway and c-Jun, a transcription factor downstream of EGFR, transcriptionally regulated its
expression. Interestingly, CNOT3 could inversely regulate the expression of c-Jun via modulating its translation. Thus, a feedback
loop existed between c-Jun and CNOT3. CNOT3 reduction post EGFR blockade facilitated the drug-induced cell death, and
simultaneously inhibited cell proliferation via impacting TSC1/mTOR axis. Whereas, further up-regulation of the CNOT3 expression
was observed in gefitinib-resistant cells, which dampened gefitinib sensitivity. Mechanically, the elevation of CNOT3 was induced
by the bypass activation of HER2/c-Jun signaling. Depleting CNOT3 in vitro and in vivo sensitized the drug-resistant cells to gefitinib
treatment and inhibited metastatic progression. These results give novel insights into the role of CNOT3 in lung cancer malignancy
and provide a theoretical basis for the development of therapeutic strategies to solve acquired resistance to EGFR-TKIs.
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INTRODUCTION
Lung cancer remains to be the leading cause of cancer-related
mortality worldwide and the major histological subtype is non-
small cell lung cancer (NSCLC) [1, 2]. It has been illustrated that
almost two-thirds of patients with NSCLC harbor oncogenic
driver mutations, among which somatic activating mutations in
epidermal growth factor receptor (EGFR) are frequently detected
[3]. The overactivation of EGFR contributes to cancer malignancy
via promoting proliferation, migration as well as survival of the
tumor cells [4]. EGFR tyrosine kinase inhibitors (EGFR-TKIs) which
are permitted to treat NSCLC patients harboring activating EGFR
mutations can block EGFR and lead to great improvement in
survival [5]. However, acquired resistance eventually occurs and
patients ultimately suffer disease progression [6]. Several
acquired resistance mechanisms have been elucidated such as
second-site mutations in EGFR, oncogene amplification or loss,
activation of EGFR downstream pathway or bypass activation
[7–10]. Whereas, these mechanisms tend more to illustrate the
in-situ reoccurrence of the tumor. Metastatic progression results
from the surviving tumor cells escaping from the damaged site.
Drug resistance and metastatic progression are suggested to
determine the outcome of a patient with cancer jointly. Some
evidences have shown that signaling pathway that steer
resistance to therapeutic treatment can intersect with the
signaling of cell invasion, but the shared mechanisms still need

to be fully discovered including in EGFR-TKIs resistance-induced
tumor progression [11].
CNOT3 is a subunit of carbon catabolite repression 4 (CCR4)-

negative on TATA-less (NOT), a multimeric complex which is
conserved in all eukaryotes and responsible for RNA metabolism
[12]. The molecular functions of this subunit have been addressed
in yeast that it is important for mRNA translatability and
polyribosome levels [13]. In mammalian, CNOT3 is also demon-
strated to promote mRNA decay [14]. Currently, the studies on
CNOT3 mainly focus on how it is involved in physiological
activities or diseases. Its participation in energy metabolism
[15, 16], cell development [17] and cell death [18] has already
been demonstrated. CNOT3 is also found to be aberrantly
expressed in tumor and to play a role in promoting tumor
formation and progression [19, 20]. Additionally, it is reported that
CNOT3 contributes to cisplatin resistance in both NSCLC and renal
cancer [21, 22]. Even so, the function of CNOT3 in cancer is still not
fully known and its involvement in the resistance to other anti-
tumor therapeutics remains elusive.
In this study, we showed that the expression of CNOT3 could be

regulated by EGFR signaling in lung cancer. Besides, a feedback
loop existed between c-Jun and CNOT3. CNOT3 was involved to
maintain cell proliferation and survival in EGFR signaling. Thus,
further up-regulation of CNOT3, which was due in part to HER2
overexpression-induced dysregulation of the c-Jun/CNOT3 axis,
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dampened gefitinib sensitivity in lung cancer cells. Depleting
CNOT3 could enhance the anti-tumor effect of gefitinib and
inhibit tumor metastasis, suggesting CNOT3 is a significant factor
to steer both gefitinib resistance and metastatic progression.
Together, our findings will give novel insights into the role of
CNOT3 in lung cancer malignancy and provide a promising
strategy to resolve both EGFR-TKIs resistance and tumor
progression.

RESULTS
EGFR signaling regulates CNOT3 expression
Alterations in CNOT3 expression can be observed in many types of
cancer which subsequently induces alterations in cell functions
and contributes to tumor malignancy [19]. However, how CNOT3
expression is regulated is still unclear. We consulted the RNA-seq
datasets of the TCGA database and noticed CNOT3 expression was
positively correlated with the expression of some ErbB family of
receptor tyrosine kinases such as EGFR, ErbB-2 (neu, HER2) and
ErbB-3 (HER3) in lung adenocarcinoma (Supplementary Fig. 1A, B,
C). We then employed inhibitors to block EGFR and found the
expression of CNOT3 was down-regulated by EGFR inhibitors
(gefitinib and PD135035) in PC-9 and HCC827 cells, which
indicated the expression of CNOT3 might be regulated by EGFR
signaling (Fig. 1A–C and Supplementary Fig. 1D). To confirm this,
we used EGF to further stimulate EGFR in A549 cells, and noticed
the expression of CNOT3 was up-regulated at both protein and
mRNA level, especially at 24 h post EGF treatment (Fig. 1D and
Supplementary Fig. 1E). We also employed a HER2 inhibitor
tucatinib to treat PC-9 cells, but the results showed that it did not
affect CNOT3 expression (Supplementary Fig. 1F). Collectively, the
above data indicated that the expression of CNOT3 could be
regulated by EGFR signaling.
EGFR activation initiates signaling transduction and activates

transcription factors such as c-Fos, c-Jun and c-myc to regulate
gene expression [23]. To further explore how CNOT3 expression is
regulated, we used JASPAR (http://jaspar.genereg.net) and per-
formed sequence analysis. The results showed c-Fos and c-Jun
were potential transcription factors. To further validate, the
expression of c-Fos was first depleted, but no changes in CNOT3
expression were noticed (data not shown). Then, we depleted the
expression of c-Jun, and found that CNOT3 expression signifi-
cantly decreased at both mRNA and protein levels in PC-9 and
HCC827 cells (Fig. 1E, F and Supplementary Fig. 2A). Given that
c-Jun can be phosphorylated and then activated by c-Jun amino-
terminal kinases (JNKs), a group of mitogen-activated protein
kinases (MAPKs) working downstream of EGFR [24], we next used
JNK inhibitor SP600125 to inhibit c-Jun phosphorylation and
examined the changes in CNOT3 expression. The results showed
that CNOT3 expression decreased in a dose- and time-dependent
manner following SP600125 treatment (Fig. 1G and Supplemen-
tary Fig. 2B). The decreases in the expression of phosphorylated
JNK and phosphorylated c-Jun following gefitinib treatment were
also observed, and the trends were consistent with that of CNOT3
(Supplementary Fig. 2C). Given that the predicted c-Jun binding
site was at −192 bp to −179 bp upstream of the CNOT3
transcription start site (TSS) (Supplementary Fig. 2D), we next
constructed and transfected cells with a series of pGL3 reporter
plasmids which contained sequential deletion of the 5′-flanking
region upstream of CNOT3, and knocked down the expression of
c-Jun at the same time. The results showed that c-Jun depletion
led to decreases in luciferase activities in both PC-9 and HCC829
cells, while sequence deletions from −2100 bp to −100 bp
upstream of the CNOT3 TSS abrogated the reduction in luciferase
activity induced by c-Jun depletion (Fig. 1H and Supplementary
Fig. 2E). In summary, these data indicated that CNOT3 could be
transcriptionally regulated by c-Jun, a downstream transcription
factor in EGFR signaling pathway.

A feedback loop exists between c-Jun and CNOT3
It is conceivable that gefitinib treatment will inhibit c-Jun
phosphorylation. However, we noticed that total amount of the
c-Jun protein also decreased after gefitinib treatment (Fig. 2A),
which is consistent with a previous study [25]. Interestingly, we
found that c-Jun expression reduced when CNOT3 was knocked
down (Fig. 2A and Supplementary Fig. 3A). Thus, we speculated
CNOT3 was able to regulate the expression of c-Jun. Considering
that CNOT3 is notable for post-transcriptionally regulating gene
expressions via influencing mRNA degradation, we first detected
whether CNOT3 depletion would impact c-Jun expression at
mRNA level. To our surprise, no obvious changes were found in
c-Jun mRNA expression (Fig. 2B).
To elucidate how c-Jun expression is regulated by CNOT3, we

performed proteomic analysis and made comparisons between
the CNOT3-depleted cells and the wild-type cells. Kyoto Encyclo-
pedia of Genes and Genomes (KEGG) pathway enrichment
analysis showed that in CNOT3-depleted cells, the expression of
genes related to protein processing in endoplasmic reticulum (ER)
and proteasome were up-regulated (Fig. 2E and Supplementary
Fig. 3D). We employed cycloheximide (CHX) to inhibit protein
synthesis, and found that the c-Jun protein degraded faster when
CNOT3 was knocked down (Fig. 2C and Supplementary Fig. 3B).
More ubiquitin-conjugated c-Jun was detected in cells with
CNOT3 depletion when MG132 treatment was used to inhibit
proteasome-mediated protein degradation (Fig. 2F). Correspond-
ingly, more c-Jun was detected in CNOT3-depleted cells when
protein degradation was inhibited (Fig. 2D and Supplementary Fig.
3C). We also performed immunocytochemistry to observe the
location of c-Jun in CNOT3-depleted cells. The results showed that
in CNOT3-depleted cells, c-Jun protein aggregated in the ER
especially when cells were treated with MG132 (Fig. 2G and
Supplementary Fig. 3E). Thus, the data aforementioned indicated
that CNOT3 depletion would cause c-Jun aggregation, which
would trigger ER-associated degradation (ERAD) to erase the
aggregated protein and ultimately induced a reduction in c-Jun
expression in cells.
In short, the above findings suggested there existed a feedback

loop between c-Jun and CNOT3.

CNOT3 helps to maintain cell proliferation and survival in
EGFR signaling
CNOT3 is suggested to be important in maintaining cell
proliferation and survival [18, 19]. We validated in PC-9 and
HCC827 cells that CNOT3 depletion hindered cell proliferation
(Fig. 3A, B). Considering a reduction in CNOT3 expression after
EGFR blockade, we confirmed when the expression of CNOT3 was
further reduced, the gefitinib-induced cell proliferation inhibition
could be enhanced (Fig. 3C). In addition, the apoptotic cell death
was accelerated in CNOT3-depleted cells post gefitinib treatment
(Fig. 3D, E, Supplementary Fig. 4A, B). When CNOT3 was
overexpressed, the gefitinib-induced apoptosis could be alleviated
(Fig. 3F). The CCK-8 assay was also performed and verified that
CNOT3 knocking down further enhanced the inhibitory efficacy of
gefitinib (Fig. 3G, H). Based on this, we concluded that CNOT3 was
involved to maintain cell proliferation and survival in EGFR
signaling.
In previous study, some genes that play function both in cell

death and cell cycle arrest were shown to be differentially
expressed following CNOT3 depletion, and Tuberous sclerosis
complex 1 (TSC1) was included [26]. TSC1 is demonstrated to
interact with TSC2 to inhibit Rapamycin complex 1 (mTORC1),
which is pivotal in controlling cell growth and metabolisms in
response to nutrients, growth factors (such as EGF), cellular
energy, and stress [27, 28]. We verified when CNOT3 was knocked
down, the expression of TSC1 was up-regulated at both mRNA and
protein levels (Fig. 4A, B and Supplementary Fig. 4C). We also
found that the half-life of TSC1 mRNA was prolonged in
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CNOT3-knockdown cells, suggesting the increased TSC1 expres-
sion due in part to the inhibition of mRNA decay (Fig. 4C). As
CNOT3 expression was down-regulated following gefitinib treat-
ment, we next detected the expression of TSC1 at the same
condition and the results showed an increase in its expression
(Fig. 4D, E, F and Supplementary Fig. 4C). mTOR phosphorylation
was also examined following CNOT3 depletion. Our results
showed that knocking down CNOT3 would inhibit mTOR
phosphorylation and it was more significant when in combination

with gefitinib (Fig. 4G and Supplementary Fig. 4D). To our surprise,
we noticed TSC1 depletion could not reduce gefitinib-triggered
apoptosis (Supplementary Fig. 4E). However, largely because cell
proliferation was promoted in the TSC1-depleted cells, knocking
down TSC1 rescued the decrease in cell viability induced by
gefitinib (Fig. 4H, Supplementary Fig. 4E, F). Together, the above
findings indicated that in response to EGFR blockade, CNOT3
down-regulation could influence TSC1/mTOR axis and this mainly
hindered cell proliferation.

Fig. 1 EGFR signaling regulates CNOT3 expression. A PC-9 cells were treated with gefitinib for 24 h, then cells were subjected to western
blotting to assess protein expression levels. B PC-9 cells were treated with gefitinib for the indicated time, then cells were subjected to
western blotting to assess protein expression levels. C PC-9 cells were treated with PD153035 for 24 h, then cells were subjected to western
blotting to assess protein expression levels. D A549 cells were treated with human EGF for the indicated time after serum starvation for 12 h,
then cells were subjected to western blotting to assess protein expression levels. E, F PC-9 cells were transfected with a control or c-Jun siRNA.
Then CNOT3 mRNA levels in PC-9 cells were measured by q-PCR (E). Cells were subjected to western blotting to assess protein expression
levels (F). G PC-9 cells were treated with SP600125 for the indicated time, then cells were subjected to western blotting to assess protein
expression levels. H PC-9 cells were transfected with c-Jun siRNA and luciferase reporter plasmids containing truncated CNOT3 promoter,
followed by luciferase reporter assays. Data are shown as the mean±S.E.M. n= 3. E One-way ANOVA with Tukey post hoc test. H Two-way
ANOVA and Bonferroni post hoc test. ***P < 0.001, **P < 0.01 or *P < 0.05 for comparisons between the indicated groups.
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Fig. 2 A feedback loop exists between c-Jun and CNOT3. A, B PC-9 cells were transfected with a control or CNOT3 siRNA#1. Twenty-four
hours after transfection, cells were treated with gefitinib for 24 h. Then cells were subjected to western blotting to assess protein expression
levels (A). c-Jun mRNA levels in PC-9 cells were measured by q-PCR (B). C, D PC-9 cells were transfected with a control or CNOT3 siRNA#1.
Twenty-four hours after transfection, cells were treated with CHX (10 μM) for the indicated time, then cells were subjected to western blotting
to assess protein expression levels (C). Twenty-four hours after transfection, cells were treated with MG132 (1 μM) for 9 h, then cells were
subjected to western blotting to assess protein expression levels (D). E Genes that were up-regulated over 1.5-fold in the CNOT3-depleted PC-
9 cells were identified using KEGG analysis. F, G PC-9 cells were transfected with a control or CNOT3 siRNA. Twenty-four hours after
transfection, cells were treated with MG132 for 9 h. Cell lysates were immunoprecipitated with an anti-c-Jun antibody and analyzed by
western blotting with the indicated antibodies (F). Representative images of PC-9 cells stained with anti-c-Jun antibody, ER tracker and DAPI
(G). Data are shown as the mean±S.E.M. n= 3. B Student’s t-test.
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The c-Jun/CNOT3 axis is dysregulated in PC-9 GR cells
In our study, two cell lines (PC-9 GR1 and PC-9 GR2 cells) which are
less sensitive to gefitinib were generated (Supplementary Fig. 5A,
B). It’s interesting that unlike the parent cells, no alterations in the
expression of CNOT3 were observed in PC-9 GR cells even if we

prolonged gefitinib treatment (Fig. 5A, B and Supplementary Fig.
5C). Additionally, the expression of c-Jun as well as phosphory-
lated c-Jun did not decrease following the long-time gefitinib
treatment (Fig. 5C and Supplementary Fig. 5C). Thus, it seemed
that the c-Jun/CNOT3 axis was dysregulated in PC-9 GR cells.

Fig. 3 CNOT3 helps to maintain cell proliferation and survival in EGFR signaling. A, B PC-9 and HCC827 cells were transfected with a
control or CNOT3 siRNA#1 and cell proliferation was measured via the CCK-8 assay. C–E PC-9 cells were transfected with a control or
CNOT3 siRNA. Twenty-four hours after transfection, cells were treated with gefitinib for 24 h. Cells were subjected to western blotting to assess
protein expression levels (C, E). Cell death was analyzed via the flow cytometry (D). F PC-9 cells stably transfected with the empty vector or the
recombinant CNOT3 plasmid were treated with gefitinib for 24 h, then cells were subjected to western blotting to assess protein expression
levels. G, H PC-9 or HCC827 cells were transfected with a control or CNOT3 siRNA. Twenty-four hours after transfection, cells were treated with
gefitinib for 24 h. PC-9 cell viability was measured via the CCK-8 assay (G). HCC827 cell viability was measured via the CCK-8 assay (H). Data are
shown as the mean±S.E.M. n= 3. A, B and D Two-way ANOVA and Bonferroni post hoc test. G, H One-way ANOVA with Tukey post hoc test.
***P < 0.001 or **P < 0.01 for comparisons between the indicated groups.
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HER2 amplification is reported to cause gefitinib resistance in
NSCLC via inducing bypass activation and JNK is one of the
major pathways downstream of HER2 [29, 30]. We noticed that
the expression of CNOT3 was higher in lung adenocarcinoma

with HER2 overexpression (Fig. 5D). In addition, our results
showed that the expression of HER2 was up-regulated in PC-9
GR cells at both mRNA and protein levels (Fig. 5E and
Supplementary Fig. 5D). Accordingly, the expression of c-Jun

Fig. 4 CNOT3 regulates cell proliferation via influencing TSC1/mTOR axis. A, B PC-9 cells were transfected with a control or CNOT3 siRNA.
TSC1 mRNA levels in PC-9 cells were measured by q-PCR (A). Cells were subjected to western blotting to assess protein expression levels (B).
C PC-9 cells were transfected with a control or CNOT3 siRNA#1 followed by Act. D treatment. Relative mRNA levels were determined by q-PCR
at the indicated time after Act. D treatment and normalized to the GAPDH mRNA level. mRNA level prior to Act. D treatment (0 h) was set to 1.
D, E PC-9 cells were treated with gefitinib for 24 h, TSC1 mRNA levels in PC-9 cells were measured by q-PCR. Cells were subjected to western
blotting to assess protein expression levels (E). F, G HCC827 cells were transfected with a control or CNOT3 siRNA. Twenty-four hours after
transfection, cells were treated with gefitinib for 24 h. Cells were subjected to western blotting to assess protein expression levels. H HCC827
cells were transfected with a control or TSC1 siRNA. Twenty-four hours after transfection, cells were treated with gefitinib for 24 h. Then cell
viability was measured via the CCK-8 assay. Data are shown as the mean±S.E.M. n= 3. A, H One-way ANOVA with Tukey post hoc test. C Two-
way ANOVA and Bonferroni post hoc test. D Student’s t-test. ***P < 0.001, **P < 0.01 or *P < 0.05 for comparisons between the indicated groups.
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and phosphorylated c-Jun increased (Fig. 5E). Thus, it was
assumable that dysregulation of the c-Jun/CNOT3 axis in
gefitinib-resistant cells was a result of HER2 overexpression.
We then used tucatinib to figure out whether blocking HER2
would interrupt c-Jun/CNOT3 signaling in PC-9 GR cells.
Surprisingly, the results showed that the expression of CNOT3,

c-Jun or phosphorylated c-Jun in GR2 cells was not altered by
tucatinib at a concentration of 1 μM, though it was able to
inhibit the MEK/ERK pathway (Supplementary Fig. 5E). However,
when GR2 cells were treated with both gefitinib and tucatinib,
the reduction in CNOT3, c-Jun and phosphorylated c-Jun could
be observed (Fig. 5F).
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CNOT3 expression level correlates with gefitinib sensitivity
in NSCLC
We next explored whether CNOT3 expression correlates with
the response of lung cancer cells to gefitinib via consulting a
cancer microarray database called Oncomine, and noticed the
expression levels of CNOT3 mRNA in gefitinib-resistant cell lines
were higher than that in gefitinib-sensitive cell lines (Fig. 5G, H).
Then three cell lines (HCC827, A549 and NCI-H1975) were
chosen to verify the results by performing q-PCR (Supplemen-
tary Fig. 5F). We also examined CNOT3 expression in PC-9 GR
cells. The results showed that comparing with the parent cells,
the expression of CNOT3 was up-regulated in both GR1 and GR2
cells (Fig. 5I). We next investigated in vitro whether knocking
down the expression of CNOT3 would sensitize PC-9 GR cells to
gefitinib. It revealed that CNOT3 depletion enhanced the anti-
tumor effect of gefitinib in PC-9 GR cells as long as we
prolonged treatment (Fig. 5J, K and Supplementary Fig. 6). We
noticed CNOT3 depletion could even sensitize H1975 cells to
gefitinib (Fig. 5L).
Thus, the data above indicated that a higher expression level of

CNOT3 could contribute to gefitinib resistance in NSCLC.

Down-regulating CNOT3 overcomes gefitinib resistance and
inhibits metastatic progression in vivo
To test whether depleting CNOT3 would overcome gefitinib
resistance in vivo, a xenograft mouse model was established by
subcutaneously injecting PC-9 GR2 cells which had been
transfected with lentivirus harboring CNOT3-specific shRNA Tet-
on inducible plasmid vectors into BALB/c nude mice (Fig. 6A, B).
When the average tumor volume reached 50mm3, gefitinib was
given daily at 20 mg/kg by oral gavage, after which tumor volume
was monitored every three days (Fig. 6C). We demonstrated
CNOT3 depletion was able to inhibit tumor growth in vivo. In
addition, we noticed the tumor growth was further inhibited by
gefitinib and DOX co-treatment, suggesting CNOT3 depletion
enhanced the anti-tumor effect of gefitinib (Fig. 6D–F). During our
treatment, no significant difference in the body weight was
observed between the four groups (Supplementary Fig. 6A).
Unexpectedly, we noticed that mice in the gefitinib group had
axillary fossa lymphadenectasis, which was neither observed in
the co-treatment group, nor in other groups (Fig. 6G and
Supplementary Fig. 6B). We performed immunohistochemistry to
detect Keratin 7, a protein mainly expressed in epithelial cells and
highly expressed in lung adenocarcinoma, thus to determine
whether the lymphadenectasis was a result of tumor metastasis.
The results showed there were some Keratin 7-positive cells in the
lymph node, suggesting gefitinib treatment adversely triggered
the metastasis of some drug-resistant tumor cells and CNOT3
depletion prevented it (Fig. 6G).
Collectively, these findings suggested that CNOT3 could be a

potential target to overcome gefitinib resistance as well as
metastatic progression.

DISCUSSION
CCR4-NOT complex is important for mammalian as it regulates
gene expression in multiple processes such as chromatin
remodeling, transcription and mRNA degradation [31]. Increasing
reports have delineate the functions of each subunit and changes
in their expressions may correlate with cancer malignancy [32–34].
However, till now few studies illustrate how their expressions are
regulated. Our previous study has proposed the up-regulation of
CNOT3 in lung cancer [22]. In this study, after consulting the TCGA
database, we raised some possible molecules that would regulate
CNOT3 expression and demonstrated here the expression of
CNOT3 could be modulated by EGFR signaling. EGFR alterations
(mutations, amplification) are commonly seen in lung cancer cells
[35]. Our findings may also give an explanation on the over-
expression of CNOT3 in lung cancer.
Evidences have shown that CNOT3 influences gene expression

at all steps, from transcription to translation [12, 14]. We noticed
that the mRNA level of c-Jun was not impacted by CNOT3
depletion, which suggested that the reduction in c-Jun protein
expression did not result from an interference in transcription or a
promotion in mRNA decay. It has been verified that in yeast
harboring not5 (homolog to CNOT3) mutants, the newly produced
proteins aggregate massively, which suggests defects in protein
folding or in protein interactions of newly produced proteins
during translation [36]. Consistently, our data showed an
aggregation of c-Jun in ER when CNOT3 was depleted. In addition,
we found that when CNOT3 was knocked down, the c-Jun protein
was less stable and more c-Jun degraded through the ubiquitin-
proteasome pathway, which suggested the ERAD was triggered in
cells to clear the inaccurately translated c-Jun protein. Hence, our
findings may not only explain how c-Jun expression is regulated
by CNOT3, but also provide an example in mammalian that CNOT3
regulates gene expression during translation.
A previous study has suggested that the high basal level of

c-Jun confers resistance to EGFR-TKIs in NSCLC and its up-
regulation is caused by HIF-1α [25]. In our study, we noticed the c-
Jun/CNOT3 axis was dysregulated in PC-9 GR cells, which
consequently led to aberrant c-Jun and CNOT3 expression.
However, we attributed this at least partially to the overexpression
of HER2. HER2 amplification is a mechanism of drug resistance
shared in all generations of EGFR-TKIs [10, 37]. Amplification of
HER2 may lead to overexpression of its protein and activation of
bypass signaling pathway, which weakens the ongoing target
therapy to control tumor [38]. Based on our results, we assumed in
PC-9 GR cells, the c-Jun/CNOT3 axis was modulated not only by
EGFR but also by the overexpressed HER2. And that is why single
application of gefitinib or tucatinib was unable to disrupt the
dysregulated c-Jun/CNOT3 axis, and only when cells were treated
with both tucatinib and gefitinib, CNOT3 expression was down-
regulated. Thus, it seems the drug-resistant cells will take
advantage of the HER2/c-Jun/CNOT3 axis to sustain cell survival
and proliferation when EGFR is blocked by gefitinib.

Fig. 5 Dysregulation of the c-Jun/CNOT3 axis contributes to gefitinib resistance in NSCLC. A–C PC-9 GR2 cells were treated with gefitinib
for the indicated time, then cells were subjected to western blotting to assess protein expression levels. D Comparison of CNOT3 mRNA level
between lung adenocarcinoma tissues with or without HER2 overexpression downloaded from TCGA database, n= 32 and 479, respectively.
E PC-9, PC-9 GR1 and PC-9 GR2 cells were subjected to western blotting to assess protein expression levels. F PC-9 GR2 cells were treated with
gefitinib (1 μM) and tucatinib (1 μM) for 24 h, then cells were subjected to western blotting to assess protein expression levels. G,
H Comparison of CNOT3 mRNA level between gefitinib-sensitive cells and gefitinib-resistant cells downloaded from two different datasets. In
Zhou cell line, gefitinib sensitive indicates IC50 less than 0.4 μM (n= 5) and gefitinib resistance indicates IC50 more than 4 μM (n= 35) (G). In
Coldren cell line, gefitinib sensitive indicates IC50 less than 0.5 μM (n= 9) and gefitinib resistance indicates IC50 more than 4.5 μM (n= 11) (H).
I PC-9, PC-9 GR1 and PC-9 GR2 cells were subjected to western blotting to assess protein expression levels. J–L PC-9 GR2 or H1975 cells were
transfected with a control or CNOT3 siRNA. Twenty-four hours after transfection, cells were treated with gefitinib for 72 h. Cell viability was
measured via the CCK-8 assay in PC-9 GR2 cells (J). PC-9 GR2 cells were subjected to western blotting to assess protein expression levels (K).
H1975 cells were subjected to western blotting to assess protein expression levels (L). Data are shown as the mean±S.E.M. n= 3. D, G and
HMann–whitney U test. J One-way ANOVA with Tukey post hoc test. ***P < 0.001, **P < 0.01 or *P < 0.05 for comparisons between the indicated
groups.
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Fig. 6 Down-regulating CNOT3 overcomes gefitinib resistance and inhibits metastatic progression in vivo. A, B PC-9 GR2 cells transfected
with the CNOT3-specific shRNA Tet-on inducible plasmid were treated with DOX (2.5 μg/ml) for 48 h. Cells were subjected to western blotting
to assess protein expression levels (A). CNOT3 mRNA levels in cells were measured by q-PCR (B). C–G BALB/c nude mice were inoculated with
PC-9 GR2 cells harboring CNOT3-specific shRNA Tet-on inducible plasmid. A schematic view of the treatment plan (C). Plots of tumor volumes
(D). Summary of volume data of tumors harvested after euthanizing the mice (E). Images of tumors harvested after euthanizing the mice (F).
Representative images of HE and immunohistochemical staining of Keratin 7 expression in the lymph nodes harvested from mice treated with
gefitinib (G). H A model of the c-Jun/CNOT3 feedback loop dysregulation contributes to gefitinib resistance and tumor progression. Data are
shown as the mean±S.E.M. n= 4. B Student’s t-test. D Two-way ANOVA and Bonferroni post hoc test. E One-way ANOVA with Tukey post hoc
test. ***P < 0.001, **P < 0.01 or *P < 0.05 for comparisons between the indicated groups.
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To date, numerous studies have tried to find out solutions to
EGFR-TKIs resistance. Some are successfully applied in clinical
treatment such as Osimertinib, but most of them are less useful
[39–42]. In this study, we discussed about whether CNOT3 would
be a potential target to overcome gefitinib resistance as its
expression was negatively correlated with the anti-tumor efficacy
of gefitinib. Our data showed that CNOT3 might be at the
intersection to steer both drug resistance and cell invasion,
though how cell invasion is controlled by CNOT3 still needs to be
uncovered.
Taken together, our study delineates a c-Jun/CNOT3 feedback

loop and verified the role of CNOT3 in EGFR signaling. We propose
that the dysregulated c-Jun/CNOT3 axis can contribute to EGFR-
TKIs resistance and CNOT3 is a potential target to enhance the
chemosensitivity of lung cancer cells to EGFR-TKIs and to prevent
metastatic progression (Fig. 6H).

MATERIALS AND METHODS
Reagents and antibodies
Gefitinib, tucatinib and MG132 were obtained from MedChemExpress (HY-
50895, HY-16069 and HY-13259). Actinomycin D was obtained from
Amresco (J608). SP600125 and human EGF were purchased from Sigma-
Aldrich (S5567 and E9644). PD153035 was purchased from Selleck (S6546).
Cycloheximide was obtained from Beyotime (S1560).
The antibodies against human c-Jun, PARP-1, phosphorylated ERK1/2

(Thr202/Tyr204), phosphorylated mTOR (Ser2448), TSC1, JNK and phos-
phorylated JNK were from Cell Signaling Technology (9165, 9532, 4370,
5536, 6935, 9252 and 4668). The anti-CNOT3 antibody was purchased from
Proteintech (11135-1-AP). The antibodies against phosphorylated c-Jun
(S73), ki67 and ubiquitin were from Abcam (ab30620, Ab16667 and
ab134953). The antibodies against ERK1/2 were purchased from Abcam
(ab54230) and Cell Signaling Technology (4695). The antibody against
mTOR was purchased from Santa Cruz Biotechnology (sc-517464). The
antibody against Keratin 7 was obtained from ZSGB-BIO (ZM-0071).

Cell culture and cell death induction
HCC827, A549 and NCI-H1975 cells were purchased from American Type
Culture Collection. PC-9 cells were purchased from National Collection of
Authenticated Cell Cultures. All cell lines have been authenticated by DNA
STR profiling by our lab in the past three years. Mycoplasma-free cells were
used to perform the experiments.
Cells were cultured in RPMI-1640 supplemented with 10% FBS, 2 mM L-

glutamine, and 100 U/ml penicillin/streptomycin, and maintained at 37 °C
in a 5% CO2 atmosphere. PC-9 GR1 and PC-9 GR2 cells were established in
our lab by continuously exposure to increasing concentrations of gefitinib
for 12 months, and PC-9 cells were used as the parent cells. To induce
death, HCC827, PC-9, PC-9 GR1 and PC-9 GR2 cells were treated with 1 μM
gefitinib for 24 h.

Cell survival and cell proliferation assay
Cell viability was measured by Cell Counting Kit 8 (CCK-8) purchased from
TargetMol (C0005). After drug treatment, a 10 μl CCK-8 solution was added
to the culture medium of cells growing in 96-well plates (5000 cells/well)
and incubated in a humidified CO2 incubator at 37 °C for 2 h. Then,
samples were measured at 450 nm and the data was normalized to
background readings of media only.
To perform proliferation assay, cells were seeded in 96-well plates (1,000

cells/well) after transfection and allowed to adhere. A 10 μl CCK-8 solution
was added to each well at the indicated times and then measured
absorbance at 450 nm.

Recombinant plasmid construction and transfection
The full length human CNOT3-EGFP recombinant plasmid was constructed
as previously described [22]. The PC-9 cell line with stable transfection of
the vector or the CNOT3-EGFP recombinant plasmid were screened by
G418 and flow cytometry.
A series of pGL3 reporter plasmids were obtained from BGI. Cells with

80% confluence were transfected using LipofectamineTM 2000 reagent
(11668019, Invitrogen Life Technologies) and the experimental procedure
was carried out according to the manufacturer’s instructions. Forty-eight

hours after transfection, cells were used to performed the sequential
assays.
Lentivirus harboring CNOT3-specific shRNA Tet-on inducible plasmid

vector was constructed by and purchased from GENECHEM (GV307).

RNA interference
The siRNAs for human CNOT3, c-Jun, TSC1 and the non-target siRNA were
designed by and obtained from GenePharma.
CNOT3 siRNA#1: 5′-GGACAAGCGCAAACUCCAATT-3′ and 5’-UUGGAGUUU

GCGCUUGUCCTT-3′;
CNOT3 siRNA#2: 5′-GCUGUCAGAGGUGAACAUATT-3′ and 5′-UAUGUUCA

CCUCUGACAGCTT-3′.
c-Jun siRNA#1: 5′-GGCACAGCUUAAACAGAAATT-3′ and 5′-UUUCUGUU

UAAGCUGUGCCTT-3′.
c-Jun siRNA#2: 5′-CGAUCUCAUUCAGUAUUAATT-3′ and 5′-UUAAUACUGA

AUGAGAUCGTT-3′.
TSC1 siRNA#2: 5′-CCAAAUCUCAGCCCGCUUUTT-3′ and 5′- AAAGCGGGCU

GAGAUUUGGTT-3′.
TSC1 siRNA#3: 5′-GCAAGCCUUUACUCCAUATT-3′ and 5′-UAUGGGAGUA

AAGGCUUGCTT-3′.
non-target siRNA: 5′-UUCUCCGAACGUGUCACGUTT-3’ and 5′-ACGUGAC

ACGUUCGGAGAATT-3′.
Cells with 50% confluence were transfected with the siRNAs (100 pmol)

using the LipofectamineTM 2000 reagent according to the manufacturer’s
instructions. Twenty-four hours after transfection, cells were used to
performed the sequential assays.

Flow cytometry analysis
Annexin V-APC/7-AAD Apoptosis Detection Kit was obtained from Keygen
Biotech (KGA1025) and Elabscience (E-CK-A218). Cell death was recorded
on a FACSCalibur flow cytometer (Becton, Dickinson and Company) in the
total population (10,000 cells), and the data were analyzed using FlowJo
software (Version 7.6.1).

Quantitative PCR (q–PCR) analysis
To perform the analysis, cells were collected and Total RNA was isolated
with the E.Z.N.A.® Total RNA Kit II (Omega Bio-tek) according to the
manufacturer’s protocol. cDNAs were synthesized using PrimeScript™ RT
Master Mix (Perfect Real Time) (RR036A, Takara) as previously described
[22]. Quantitative PCR analysis was performed using the TB Green® Premix
Ex Taq™ II (Tli RNaseH Plus) (RR820A, Takara) as previously described [22].
To measure mRNA stability, cells were treated with Actinomycin D (5 μg/
ml), and total RNA was extracted at the indicated times and subjected to
q-PCR analysis.
Human CNOT3 forward: 5′-GGACGTTCCACAGACAGTGA-3′; reverse: 5′-G

AGGGTGCTGGTTGCTGT-3′.
Human c-Jun forward: 5′-TCCAAGTGCCGAAAAAGGAAG-3′; reverse: 5′-C

GAGTTCTGAGCTTTCAAGGT-3′.
Human TSC1 forward: 5′-CAACAGGCGTCTTGGTGTTG-3′; reverse: 5′-AC

ACACTGGCATGGAGATGG-3′.
Human GAPDH forward: 5′-GCACCGTCAAGGCTGAGAAC-3′; reverse: 5′-T

GGTGAAGACGCCAGTGGA-3′.

Western blotting and immunoprecipitation
For western blotting, cells were collected after treatment. RIPA lysis buffer
obtained from Beyotime Institute of Biotechnology (P0013B) was added to
generate cell lysates. The protein concentrations of the samples were
determined with a Pierce™ BCA Protein Assay Kit (23225, Thermo Fisher
Scientific) and then equalized. An equal volume of each cell lysate was
resolved via 10% SDS-PAGE, transferred onto Immobilon-P membranes
(Millipore), and then incubated 4 °C overnight with primary antibodies
diluted 1:1000 with PBS-T buffer (136mM NaCl, 2.6 mM KCl, 8 mM
Na2HPO4, 2 mM KH2PO4, 0.05% Tween-20) followed by incubation with
an HRP-conjugated secondary antibody (1:4000) for 1 h.
To perform immunoprecipitation, about 10,000,000 cells were disso-

ciated and collected. The Pierce™ Co-Immunoprecipitation Kit (26149,
Thermo Fisher Scientific) was used, and all of the experimental procedures
were performed according to the manufacturer’s instructions.

Immunocytochemistry
PC-9 cells with or without CNOT3 depletion were seeded in 35mm culture
dishes. Then, the cells were treated with MG132 (1 μM) or left untreated.
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After that, the cells were fixed in 4% paraformaldehyde for 15min, washed
with PBS and permeabilized with 0.2% Triton X-100 for 15min at room
temperature. Next, the cells were washed again with PBS and incubated in
1% goat serum albumin for 1 h at room temperature. The cells were then
incubated with an antibody against c-Jun overnight at 4 °C, and this was
followed by incubation with fluorescein-conjugated secondary antibody
for 1 h at room temperature. During incubation with the secondary
antibody, the endoplasmic reticulum was stained with ER-Tracker™ Green
(E34251, Invitrogen Life Technologies). The nuclei were stained with DAPI.
At last, the samples were examined under an Olympus FV10i-LIV
microscope (Olympus, Tokyo, Japan).

Dual-Luciferase reporter assay
Recombinant pGL3 reporter plasmids and pRL-TK vectors were co-
transfected into PC-9 and HCC827 cells with or without c-Jun depletion.
The Dual-luciferase Reporter Assay (E1910, Promega) was performed
according to the manufacturer’s instructions.

Tumor xenografts
All animal experiments were performed with the approval of the
Institutional Animal Care and Use Committee (IACUC) of the Fourth
Military Medical University. Male BALB/c nude mice (4 weeks of age and
weighing 16–20 g) were purchased from Beijing Vital River Laboratory
Animal Technologies and were acclimatized for 1 week. The mice were
maintained in a specific pathogen-free environment and were given free
access to standard chow and water. To induce the expression of CNOT3-
shRNA, food containing 100mg/kg doxycycline (DOX) was used to feed
mice. PC-9 GR2 cells (1,000,000) stably transfected with CNOT3-shRNA
were subcutaneously inoculated into the mice to establish a lung
adenocarcinoma model. When the average tumor volume reached
50mm3, mice were randomly distributed into groups of 4 mice. Mice
were received either vehicle control, gefitinib alone, DOX alone or gefitinib
and DOX together. Gefitinib was dissolved in solvent containing 10%
DMSO, 40% PEG300, 5% Tween-80 and 45% saline, and administered every
day by oral gavage (20 mg/kg). Every three days, tumor sizes were
measured by a digital caliper. Tumor volume was calculated according to
the formula: V= (a × b2)/2, where a and b are the maximal and minimal
diameters in millimeters, respectively. Every five days, the mice were
weighed. Eighteen days later, the mice were sacrificed and tumors were
immediately weighed.

Immunohistochemistry
Strict serial 4 μm sections were cut from formalin-fixed paraffin-embedded
tissue blocks. The detection of Keratin 7-positive cells was performed via
staining the sections with a primary antibody against Keratin 7 using SP kit
(SP-9002, ZSGB-BIO) according to the manufacturer’s instructions. Stains
were detected using anti-immunoglobulin-coupled horseradish peroxidase
with 3,3′-diaminobenzidine (DAB, ZLI-9018, ZSGB-BIO) as substrate. Nuclear
counterstaining was performed with Cole hematoxylin (G1140, Solarbio).

Statistical analysis
Data are expressed as mean ±S.E.M. of three independent experiments.
Statistical analysis was performed using Student’s t-test, Mann–whitney U
test or ANOVA. Spearman correlation test was used to analyze the
correlation of the parameters in the two groups and the degree of
correlation was expressed by Spearman correlation coefficient “r”. The
GraphPad Prism 5.0 program was used for the statistical analysis.

DATA AVAILABILITY
The data and materials are available by contacting the corresponding author upon
reasonable request.

REFERENCES
1. Siegel RL, Miller KD, Fuchs HE, Jemal A. Cancer statistics, 2022. CA Cancer J Clin.

2022;72:7–33.
2. Molina JR, Yang P, Cassivi SD, Schild SE, Adjei AA. Non-small cell lung cancer:

epidemiology, risk factors, treatment, and survivorship. Mayo Clin Proc.
2008;83:584–94.

3. Rosell R, Karachaliou N. Large-scale screening for somatic mutations in lung
cancer. Lancet. 2016;387:1354–6.

4. Rajaram P, Chandra P, Ticku S, Pallavi BK, Rudresh KB, Mansabdar P. Epidermal
growth factor receptor: role in human cancer. Indian J Dent Res. 2017;28:687–94.

5. Reita D, Pabst L, Pencreach E, Guerin E, Dano L, Rimelen V, et al. Molecular
mechanism of egfr-tki resistance in egfr-mutated non-small cell lung cancer:
application to biological diagnostic and monitoring. Cancers (Basel) 2021;13.

6. Recondo G, Facchinetti F, Olaussen KA, Besse B, Friboulet L. Making the first move
in egfr-driven or alk-driven nsclc: first-generation or next-generation tki? Nat Rev
Clin Oncol. 2018;15:694–708.

7. Rotow J, Bivona TG. Understanding and targeting resistance mechanisms in nsclc.
Nat Rev Cancer. 2017;17:637–58.

8. Pao W, Miller VA, Politi KA, Riely GJ, Somwar R, Zakowski MF, et al. Acquired
resistance of lung adenocarcinomas to gefitinib or erlotinib is associated with a
second mutation in the egfr kinase domain. PLoS Med. 2005;2:e73.

9. Sequist LV, Waltman BA, Dias-Santagata D, Digumarthy S, Turke AB, Fidias P, et al.
Genotypic and histological evolution of lung cancers acquiring resistance to egfr
inhibitors. Sci Transl Med. 2011;3:75ra26.

10. Liu Q, Yu S, Zhao W, Qin S, Chu Q, Wu K. Egfr-tkis resistance via egfr-independent
signaling pathways. Mol Cancer. 2018;17:53.

11. Weiss F, Lauffenburger D, Friedl P. Towards targeting of shared mechanisms of
cancer metastasis and therapy resistance. Nat Rev Cancer. 2022;22:157–73.

12. Collart MA. The ccr4-not complex is a key regulator of eukaryotic gene expres-
sion. Wiley Interdiscip Rev RNA. 2016;7:438–54.

13. Villanyi Z, Ribaud V, Kassem S, Panasenko OO, Pahi Z, Gupta I, et al. The
not5 subunit of the ccr4-not complex connects transcription and translation.
PLoS Genet. 2014;10:e1004569.

14. Shirai YT, Suzuki T, Morita M, Takahashi A, Yamamoto T. Multifunctional roles of
the mammalian ccr4-not complex in physiological phenomena. Front Genet.
2014;5:286.

15. Mostafa D, Yanagiya A, Georgiadou E, Wu Y, Stylianides T, Rutter GA, et al. Loss of
beta-cell identity and diabetic phenotype in mice caused by disruption of cnot3-
dependent mrna deadenylation. Commun Biol. 2020;3:476.

16. Li X, Morita M, Kikuguchi C, Takahashi A, Suzuki T, Yamamoto T. Adipocyte-
specific disruption of mouse cnot3 causes lipodystrophy. FEBS Lett.
2017;591:358–68.

17. Inoue T, Morita M, Hijikata A, Fukuda-Yuzawa Y, Adachi S, Isono K, et al. Cnot3
contributes to early b cell development by controlling igh rearrangement and
p53 mrna stability. J Exp Med. 2015;212:1465–79.

18. Yamaguchi T, Suzuki T, Sato T, Takahashi A, Watanabe H, Kadowaki A, et al. The
ccr4-not deadenylase complex controls atg7-dependent cell death and heart
function. Sci Signal. 2018;11:eaan3638.

19. Shirai YT, Mizutani A, Nishijima S, Horie M, Kikuguchi C, Elisseeva O, et al. Cnot3
targets negative cell cycle regulators in non-small cell lung cancer development.
Oncogene. 2019;38:2580–94.

20. Cejas P, Cavazza A, Yandava CN, Moreno V, Horst D, Moreno-Rubio J, et al.
Transcriptional regulator cnot3 defines an aggressive colorectal cancer subtype.
Cancer Res. 2017;77:766–79.

21. Mao Q, Zhuang Q, Shen J, Chen Z, Xue D, Ding T, et al. Mirna-124 regulates the
sensitivity of renal cancer cells to cisplatin-induced necroptosis by targeting the
capn4-cnot3 axis. Transl Androl Urol. 2021;10:3669–83.

22. Jing L, Zhai ME, Cui J, Fan XY, Cheng YY, Jiang JL, et al. Cnot3 contributes to
cisplatin resistance in lung cancer through inhibiting ripk3 expression. Apoptosis.
2019;24:673–85.

23. Normanno N, De Luca A, Bianco C, Strizzi L, Mancino M, Maiello MR, et al. Epi-
dermal growth factor receptor (egfr) signaling in cancer. Gene. 2006;366:2–16.

24. Pandey V, Bhaskara VK, Babu PP. Implications of mitogen-activated protein kinase
signaling in glioma. J Neurosci Res. 2016;94:114–27.

25. Meng S, Wang G, Lu Y, Fan Z. Functional cooperation between hif-1alpha and
c-jun in mediating primary and acquired resistance to gefitinib in nsclc cells with
activating mutation of egfr. Lung Cancer. 2018;121:82–90.

26. Suzuki T, Kikuguchi C, Sharma S, Sasaki T, Tokumasu M, Adachi S, et al.
Cnot3 suppression promotes necroptosis by stabilizing mrnas for cell death-
inducing proteins. Sci Rep. 2015;5:14779.

27. Hall MN. Mtor-what does it do? Transpl Proc. 2008;40:S5–8.
28. Tee AR, Fingar DC, Manning BD, Kwiatkowski DJ, Cantley LC, Blenis J. Tuberous

sclerosis complex-1 and -2 gene products function together to inhibit mamma-
lian target of rapamycin (mtor)-mediated downstream signaling. Proc Natl Acad
Sci. 2002;99:13571–6.

29. Han JS, Crowe DL. Jun amino-terminal kinase 1 activation promotes cell survival
in erbb2-positive breast cancer. Anticancer Res. 2010;30:3407–12.

30. Westover D, Zugazagoitia J, Cho BC, Lovly CM, Paz-Ares L. Mechanisms of
acquired resistance to first- and second-generation egfr tyrosine kinase inhibi-
tors. Ann Oncol. 2018;29:i10–9.

31. Buschauer R, Matsuo Y, Sugiyama T, Chen YH, Alhusaini N, Sweet T, et al. The
ccr4-not complex monitors the translating ribosome for codon optimality.
Science. 2020;368:eaay6912.

L. Jing et al.

11

Cell Death Discovery           (2023) 9:406 



32. Faraji F, Hu Y, Yang HH, Lee MP, Winkler GS, Hafner M, et al. Post-transcriptional
control of tumor cell autonomous metastatic potential by ccr4-not deadenylase
cnot7. PLoS Genet. 2016;12:e1005820.

33. Faraji F, Hu Y, Wu G, Goldberger NE, Walker RC, Zhang J, et al. An integrated
systems genetics screen reveals the transcriptional structure of inherited pre-
disposition to metastatic disease. Genome Res. 2014;24:227–40.

34. Miao Y, Lu J, Fan B, Sun L. Microrna-126-5p inhibits the migration of breast cancer
cells by directly targeting cnot7. Technol Cancer Res Treat. 2020;19:1079245193.

35. Gillette MA, Satpathy S, Cao S, Dhanasekaran SM, Vasaikar SV, Krug K, et al.
Proteogenomic characterization reveals therapeutic vulnerabilities in lung ade-
nocarcinoma. Cell. 2020;182:200–25.

36. Panasenko OO, Collart MA. Presence of not5 and ubiquitinated rps7a in poly-
some fractions depends upon the not4 e3 ligase. Mol Microbiol. 2012;83:640–53.

37. Leonetti A, Sharma S, Minari R, Perego P, Giovannetti E, Tiseo M. Resistance
mechanisms to osimertinib in egfr-mutated non-small cell lung cancer. Br J
Cancer. 2019;121:725–37.

38. Camidge DR, Pao W, Sequist LV. Acquired resistance to tkis in solid tumours:
learning from lung cancer. Nat Rev Clin Oncol. 2014;11:473–81.

39. Santarpia M, Liguori A, Karachaliou N, Gonzalez-Cao M, Daffina MG, D’Aveni A,
et al. Osimertinib in the treatment of non-small-cell lung cancer: design, devel-
opment and place in therapy. Lung Cancer (Auckl). 2017;8:109–25.

40. Fang W, Huang Y, Gu W, Gan J, Wang W, Zhang S, et al. Pi3k-akt-mtor pathway
alterations in advanced nsclc patients after progression on egfr-tki and clinical
response to egfr-tki plus everolimus combination therapy. Transl Lung Cancer
Res. 2020;9:1258–67.

41. Tumbrink HL, Heimsoeth A, Sos ML. The next tier of egfr resistance mutations in
lung cancer. Oncogene. 2021;40:1–11.

42. Gan J, Huang Y, Liao J, Pang L, Fang W. Her2 amplification in advanced nsclc
patients after progression on egfr-tki and clinical response to egfr-tki plus pyr-
otinib combination therapy. Onco Targets Ther. 2021;14:5297–307.

ACKNOWLEDGEMENTS
This work was supported by the National Natural Science Foundation of China (Grant
No. 82000373 and No. 81972711).

AUTHOR CONTRIBUTIONS
JLJ conceived, supervised and acquired funding for the study. LJ and MEZ were
responsible for designing and conducting the research. LJ performed most of the

experiments and analyzed data with the help of MEZ, MRQ, YML, MWH and KW. LJ,
WH, GN and JLJ wrote and revised the manuscript. The author(s) read and approved
the final manuscript.

COMPETING INTERESTS
The authors declare no competing interests.

ADDITIONAL INFORMATION
Supplementary information The online version contains supplementary material
available at https://doi.org/10.1038/s41420-023-01701-w.

Correspondence and requests for materials should be addressed to Jian-Li Jiang.

Reprints and permission information is available at http://www.nature.com/
reprints

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims
in published maps and institutional affiliations.

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,

adaptation, distribution and reproduction in anymedium or format, as long as you give
appropriate credit to the original author(s) and the source, provide a link to the Creative
Commons license, and indicate if changes were made. The images or other third party
material in this article are included in the article’s Creative Commons license, unless
indicated otherwise in a credit line to the material. If material is not included in the
article’s Creative Commons license and your intended use is not permitted by statutory
regulation or exceeds the permitted use, you will need to obtain permission directly
from the copyright holder. To view a copy of this license, visit http://
creativecommons.org/licenses/by/4.0/.

© The Author(s) 2023

L. Jing et al.

12

Cell Death Discovery           (2023) 9:406 

https://doi.org/10.1038/s41420-023-01701-w
http://www.nature.com/reprints
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

	Targeting the up-regulated CNOT3 reverses therapeutic resistance and metastatic progression of EGFR-mutant non-�small cell lung�cancer
	Introduction
	Results
	EGFR signaling regulates CNOT3 expression
	A feedback loop exists between c-Jun and�CNOT3
	CNOT3 helps to maintain cell proliferation and survival in EGFR signaling
	The c-Jun/CNOT3 axis is dysregulated in PC-9 GR�cells
	CNOT3 expression level correlates with gefitinib sensitivity in�NSCLC
	Down-regulating CNOT3 overcomes gefitinib resistance and inhibits metastatic progression in�vivo

	Discussion
	Materials and methods
	Reagents and antibodies
	Cell culture and cell death induction
	Cell survival and cell proliferation�assay
	Recombinant plasmid construction and transfection
	RNA interference
	Flow cytometry analysis
	Quantitative PCR (q–PCR) analysis
	Western blotting and immunoprecipitation
	Immunocytochemistry
	Dual-Luciferase reporter�assay
	Tumor xenografts
	Immunohistochemistry
	Statistical analysis

	References
	Acknowledgements
	Author contributions
	Competing interests
	ADDITIONAL INFORMATION




