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A microRNA-mediated decrease 
in eukaryotic initiation factor 2α 
promotes cell survival during PS-
341 treatment
Lili Jiang1,*, Dan Zang1,*, Songgang Yi1,*, Xiaofen Li1,*, Changshan Yang1, Xiaoxian Dong1, 
Chong Zhao1, Xiaoying Lan1, Xin Chen1, Shouting Liu1, Ningning Liu1,2, Hongbiao Huang1, 
Xianping Shi1, Xuejun Wang1,3 & Jinbao Liu1

MicroRNAs (miRs) play pivotal roles in carcinogenesis and endoplasmic reticulum (ER) that performs the 
folding, modification and trafficking of proteins targeted to the secretory pathway. Cancer cells often 
endure ER stress during tumor progression but use the adaptive ER stress response to gain survival 
advantage. Here we report: (i) A group of miRs, including miR-30b-5p and miR-30c-5p, are upregulated 
by proteasome inhibitor PS-341 treatment, in HepG2 and MDA-MB-453 cells. (ii) Two representative 
PS-341-induced miRs: miR-30b-5p and miR-30c-5p are found to promote cell proliferation and anti-
apoptosis in both tumor cells. (iii) eIF2α is confirmed as the congenerous target of miR-30b-5p and 
miR-30c-5p, essential to the anti-apoptotic function of these miRs. (iv) Upregulation of miR-30b-5p or 
miR-30c-5p, which occurs latter than the increase of phosphorylated eIF2α (p-eIF2α) in the cell under 
ER stress, suppresses the p-eIF2α/ATF4/CHOP pro-apoptotic pathway. (v) Inhibition of the miR-30b-5p 
or miR-30c-5p sensitizes the cancer cells to the cytotoxicity of proteasome inhibition. In conclusion, 
we unravels a new miRs-based mechanism that helps maintain intracellular proteostasis and promote 
cell survival during ER stress through upregulation of miR-30b-5p and miR-30c-5p which target eIF2α 
and thereby inhibit the p-eIF2α/ATF4/CHOP pro-apoptotic pathway, identifying miR-30b-5p and miR-
30c-5p as potentially new targets for anti-cancer therapies.

MicroRNAs (miRs) are a class of endogenous non-coding small RNAs of 20–22 nucleotides and have 
been identified as a new type of gene expression regulators, which negatively regulate gene expression 
at the post-transcriptional level primarily by targeting the 3′  untranslated region (3′ -UTR) of mRNAs in a 
sequence-specific manner1. Increasing numbers of reports show that miRs are involved in multiple biological 
processes, including cell proliferation, apoptosis, and stress response2,3. miRs are found to have key roles in the 
progression of various human cancers, where some miRs are dysregulated in multiple tumors and identified as 
onco-miRs or tumor suppressors4–6. miRs could target various mRNAs to operate extremely intricate regulatory 
networks and regulate the expression of genes in many pathways which are correlated with tumor initiation, 
development and progression7–9. Considering the close connection between miRs and carcinogenesis, miRs have 
been considered as potential targets for cancer diagnosis and therapy10–12.

Synthesis and maturation of all secretory proteins occur in the endoplasmic reticulum (ER)13. The ER per-
forms the folding, modification and trafficking of these proteins and ER disturbance is also involved in apop-
tosis13–15. ER stress (ERS) occurs when the protein load exceeds the ER capacity to fold or degrade them, and is 
manifested by the accumulation of misfolded proteins in the ER13,16. Disturbance of protein biogenesis within 
the ER evokes a stress response termed the unfolded protein response (UPR) to coordinate adaptive response 
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to counter the accumulation of misfolded proteins in the ER17,18. ER stress sensors, including inositol requir-
ing 1 (IRE1), activated transcription factor 6 (ATF6), and ER-resident PKR-like eIF2α  kinase (PERK) detect 
the accumulation of unfolded or misfolded proteins and trigger multiple signaling pathways aiming to allevi-
ate ER stress19–22. The first-line of reactions to deal with ER stress is to suppress general protein synthesis via 
PERK-mediated eIF2α  phosphorylation and IRE1-mediated cleavage of mRNAs while all the three arms of UPR 
signaling activate transcription cascades to synthesize selective sets of proteins that can promote protein folding 
and augment the degradation of unfolded/misfolded ER proteins23,24. If this response fails, mitogen-activated 
protein kinases (MAPKs), Jun N-terminal kinase (JNK), and nuclear factor-κ B (NF-κ B) might be activated to 
induce gene expression performing host protection25–28. Since the UPR is also characterized by the transcrip-
tional induction of the pro-apoptotic transcription factors, the cell undergoes apoptosis if both responses fail to 
defend against ER stress29,30. The apoptosis induced by sustained ER stress is mediated via the PERK/eIF2α /ATF4 
and the IRE1 signaling pathways22,29,30. In the former, PERK phosphorylates eIF2α  and the resultant increase 
in p-eIF2α suppresses general translation but allows a selective set of proteins such as ATF4 to be translated; 
ATF4 in turn increases the transcription of CHOP and thereby activates a pro-apoptotic gene program31. Cancer 
progression with rapid proliferation of cancer cells requires augmented protein synthesis. Cancer cells usually 
encounter wretched microenvironmental conditions, such as nutrient deprivation, hypoxia, impaired glycosyla-
tion, and acidosis, which are known triggers of ER stress32. ER chaperones, such as glucose-regulated protein 78 
(GRP78), glucose-regulated protein 94 (GRP94) and protein disulfide isomerase (PDI), perform essential roles 
in maintaining ER homeostasis, contributing to cancer cell survival and growth32–34. It has been reported that the 
PERK-peIF2α -ATF4 signaling pathway is important for tumor cell proliferation and progression35. Accumulating 
reports suggest a correlation between the ER stress response and tumor progression. In addition, proteasome 
inhibitors, such as PS-341, which have been considered as potential chemotherapeutic drugs, are reported to 
induce tumor cell apoptosis through induction of ER stress36–39. However, our understanding of the regulatory 
mechanism of the UPR triggered by ER stress remains incomplete.

Altered expressions of many miRs were associated with the UPR triggered by ER stress, serving as UPR mod-
ulators or effectors40,41; however, none of the miRs that were previously associated with ER stress or the UPR has 
been demonstrated to regulate the regulatory components of general protein translation or ER protein influx. In 
the current study, we have discovered that a new group of miRs, including miR-30b-5p, miR-30c-5p, miR-664-3p, 
miR-106–5p, miR-182–5p and miR-193–3p, are upregulated in HepG2 and MDA-MB-453 cancer cells after treat-
ment with PS-341. Our further investigation demonstrates that miR-30b-5p and miR-30c-5p, which are upregu-
lated after eIF2α  phosphorylation has increased, target eIF2α , lead to suppression of the p-eIF2α -ATF4-CHOP 
pro-apoptotic pathway, and thereby promote cell proliferation and confer resistance to apoptosis in the can-
cer cells both under basal culture condition and during proteasome inhibition, unraveling a new miRs-based 
mechanism for suppressing general protein synthesis and improving cell survival in the UPR. Moreover, inhi-
bition of either miRs remarkably enhanced the cytotoxicity of proteasome inhibition, which identifies these 
PS341-induced miRs as potential new targets for anti-cancer therapies.

Results
PS-341 induces upregulation of a new group of miRs. A microarray analysis for miR gene expression 
was performed in hepatocellular carcinoma HepG2 cells after treatment with a proteasome inhibitor PS-341 
(50 nM) for 24 h. A variety of miRs, including miR-30b-5p, miR-30c-5p, miR-664–3p, miR-106–5p, miR-182-5p 
and miR-193–3p, were found to be upregulated, and the upregulation of miR-30b-5p and miR-30c-5p was found 
to be the most significant (Fig. 1A). To confirm the results of microarray analysis, the expressions of miR-30b-5p 
and miR-30c-5p were further examined in a proteasome inhibitor PS-341 dose-dependent manner, by real-time 
PCR analysis (qPCR) in both HepG2 and MDA-MB-453 cells (Fig. 1B). The expression of these miRs was all 
upregulated dose-dependently in cells treated with PS-341, compared with the control cells. Taken together, these 
data indicate that the expressions of miR-30b-5p and miR-30c-5p can be upregulated by PS-341 treatment.

PS-341-induced miR-30b-5p and miR-30c-5p promote tumor cell viability and anti-apoptosis 
function. To begin to elucidate the biological significance of these PS-341-induced miRs, we performed a 
variety of cell biology experiments to explore their role in tumor progression. The CCK8 assay showed that cell 
viability was increased by ectopic expression of miR-30b-5p or miR-30c-5p in both HepG2 and MDA-MB-453 
cells; and conversely, the cell viability was decreased by inhibition of miR-30b-5p or miR-30c-5p with specific 
inhibitor both under the basal cell culture condition and after PS-341 treatment (50 nM, 24 h) (Fig. 2A). Moreover, 
the cytotoxicity was assessed using Annxin V immunofluorescent staining coupled with propidium iodide (PI) 
staining. After treatment with PS-341, the percentage of apoptotic and necrotic cells (FITC Annxin V+/PI+) was 
significantly lower in HepG2 and MDA-MB-453 cells overexpressing either of the two PS341-induced miRs, 
and conversely, was higher in cells with either one of these miRs being inhibited with specific inhibitor, com-
pared with negative control cells (Fig. 2B). These results have also been quantified by flow cytometry. Consistent 
with fluorescence microscopic analysis, apoptosis analysis by flow cytometry showed that after treatment with 
PS-341, the percentage of apoptotic and necrotic cells decreased in HepG2 and MDA-MB-453 cells overexpress-
ing either of these miRs, while increased in cells with inhibition of either of these miRs (Fig. 2C). These results 
show that the PS341-induced miRs enhance cell viability and attenuate PS-341-induced apoptosis in both HepG2 
and MDA-MB-453 cells, suggesting an essential function of these miRs in PS341-induced adaptive ER stress 
responses.

PS-341-induced miR-30b-5p and miR-30c-5p regulate ER stress signaling pathway via tar-
geting eIF2α. Since miR-30b-5p and miR-30c-5p are upregulated by PS-341 and are pro-survival and 
anti-apoptotic in the cancer cells, and PS-341-induced protein accumulation leads to an ER stress36–39, we then 



www.nature.com/scientificreports/

3Scientific RepoRts | 6:21565 | DOI: 10.1038/srep21565

examined the potential interaction between these miRs and the UPR pathways. The publicly available algorithm 
(TargetScan 6.2) was used to map the potential targets of miR-30b-5p and miR-30c-5p. We found that eIF2α  
(EIF2S1, NM_004094) was the shared target of both miRs (Fig. 3A). As predicted, western blot analysis showed 
that eIF2α  protein level was downregulated by ectopic expression of either miR, and conversely, upregulated by 
their inhibitors in both HepG2 and MDA-MB-453 cells (Fig. 3B). To further confirm whether eIF2α  is a direct 
target of these two miRs, the pGL3- eIF2α -3′ -UTR-luciferase reporter was constructed, which contains all the 
putative miR binding sites. The luciferase reporter assay showed that ectopic expression of either miR-30b-5p or 
miR-30c-5p could decrease the luciferase activity of the reporter, and conversely, suppression of either of these 
miRs significantly increased the reporter activity (Fig. 3C). By contrast, the mutant form of these miRs, each 
containing three altered bases in the seed sequence (Fig. 3A), failed to show an inhibitory effect on the reporter 
luciferase activity (Fig. 3C). These results confirm that miR-30b-5p and miR-30c-5p can specifically target eIF2a 
in both HepG2 and MDA-MB-453 cells.

It has been reported that eIF2α  is one of the essential regulators in the UPR signaling pathway. We then exam-
ined the expression of ER stress related proteins downstream of the PERK-eIF2α  branch of the UPR. As shown 
in Fig. 3D, the expression of p-eIF2α, ATF4, CHOP and Bim were substantially downregulated by ectopic expres-
sion of miR-30b-5p or miR-30c-5p, and conversely was upregulated by specific inhibition of either these two 

Figure 1. A group of miRs are upregulated in HepG2 cancer cell by PS-341 treatment. (A) The expression of 
miRs selected by miRNA-array analysis, in HepG2 cells treated with PS-341(50 nM) for 24 h, confirmed by qRT-
PCR. The data analysis and visualization were performed with MeV 4.4 software (MultiExperiment Viewer; 
http://www.tm4.org/mev/). The pseudocolors represent the intensity scale of miRs, generated by fold-change of 
miR expression. (B) The expression of miR-30b-5p and miR-30c-5p in HepG2 and MDA-MB-453 cells treated 
with indicated concentrations (0, 10, 20, 50 nM) of PS-341 for 24 h, determined with qRT-PCR. Transcript levels 
were normalized using U6 expression. Each bar represents the mean ±  SD of three independent experiments. 
*P <  0.05 vs. respective vehicle control treatment.

http://www.tm4.org/mev/
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Figure 2. The miR-30b-5p and miR-30c-5p upregulated by PS-341 promote tumor cell viability and 
anti-apoptosis function. (A) Effects of ectopic miR-30b-5p and miR-30c-5p mimics or inhibitors on the cell 
viability, analyzed by the CCK8 assay. Each bar represents the mean ±  SD of three independent experiments. 
NC, non-specific control; *P <  0.05. (B) The cytotoxicity detected with Annxin V/PI immunofluorescent 
staining. The cells were treated with PS-341 at concentration 50 nM for 24 h. (C) Apoptosis analysis by flow 
cytometry after treatment with PS-341.
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miRs. BcL-2, an essential anti-apoptosis factor, was found to be upregulated in cells overexpressing miR-30b-5p 
or miR-30c-5p and downregulated in cells inhibiting miR-30b-5p or miR-30c-5p. Collectively, these results sug-
gest that eIF2α  is the direct target gene of miR-30b-5p and miR-30c-5p, and that these two miRs can suppress the 
ATF4-CHOP signaling pathway via targeting and suppressing eIF2α .

To further delineate the functional relationship between UPR activation and the induction of miR-30b-5p 
and miR-30c-5p, we compared the time courses of changes in the protein levels of native eIF2α  and p-eIF2α  with 
the time course of these two miRs upregulation in both HepG2 and MDA-MB-453 cells treated with proteas-
ome inhibitor PS341 (50 nM). As early as 2 h after the initiation of PS341 treatment, p-eIF2α  showed significant 
increases, peaked at 4 h, remained high at 6 h and 8h, and returned to the baseline level at 10 h, and thereafter 
dropped to a level below the baseline in HepG2 cells; a similar time course of p-eIF2α  increases was observed in 
MDA-MB-453 cells (Fig. 4A), indicating that ER stress and the UPR are triggered as early as 2 h after PS341 treat-
ment. As shown by Fig. 4B, the upregulation of the miRs did not occur until 6 h after PS41 treatment, suggesting 
that the upregulation of miR-30b-5p and miR-30c-5p follows ER stress and might be an integral part, or a result, 
of the UPR. Equally importantly, the native form of eIF2α  did not show significant decreases until 2 or more 
hours after the increases of the miRs become discernible in HepG2 or MDA-MB-453 cells, respectively (Fig. 4). 
This sequela further corroborates that these PS-341-induced miRs target eIF2α , as shown in Fig. 3. Meanwhile, 
eIF2α  expression was maintained by miR-30b-5p or miR-30c-5p inhibitor in both HepG2 and MDA-MB-453 
cells treated with PS341 (Supplementary Fig. 1). These results also suggest that these miRs might be upregulated 
by PS-341-induced ER stress but do not come into play until increased p-eIF2α  begins to fade away.

Downregulation of eIF2α is essential for the PS-341-induced miRs to promote cell survival. To 
determine the role of eIF2α  downregulation in the anti-apoptosis action of the PS-341-induced miRs, we used 
three eIF2α -specific siRNAs to suppress endogenous eIF2α  expression in HepG2 and MDA-MB-453 cells. The 
siRNA-mediated of eIF2α  knockdown was confirmed by western blot analyses (Fig. 5A). The results of the 
CCK8 assays revealed that the proliferative ability/viability of the cells was remarkably enhanced by silencing 

Figure 3. miR-30b-5p and miR-30c-5p target eIF2α and suppress ATF4 signaling. (A) Schematic 
representation of the target sites of miR-30b-5p and miR-30c-5p in the 3′ -UTR of eIF2α mRNA. (B) Western 
blot analyses for eIF2α  protein in the indicated cells treated with miR-30b-5p and miR-30c-5p mimics or 
inhibitors. GAPDH was the loading control. (C) Luciferase assays of indicated cells transfected with the pGL3- 
eIF2α -3′ UTR reporter and the mimic, mutant, or inhibitors of miR-30b-5p and miR-30c-5p. (D) Western blot 
analyses for ER stress response related proteins in the indicated cells treated with the mimic or inhibitor of miR-
30b-5p and miR-30c-5p. GAPDH served as the loading control. Each bar represents the mean ±  SD of three 
independent experiments. *P <  0.05 vs. the respective NC.
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eIF2α  in both HepG2 and MDA-MB-453 cells treated with non-specific miR control (Fig. 5B). Furthermore, the 
apoptosis-inducing function of miR-inhibitors specific for miR-30b-5p and miR-30c-5p was completely blocked 
when eIF2α  was silenced (Fig. 5B). We also found that silencing eIF2α  led to inhibition of PS-341-induced apop-
tosis, resulting in a higher level of cell viability; and the effect of the specific miR-inhibitors was also blocked by 
eIF2α  silence in cells treated with PS-341(Fig. 5B). These results were further corroborated by flow cytometry 
analyses of cell death. As shown in Fig. 5C, the percentage of apoptotic and necrotic cells with PS-341 treat-
ment was much lower in HepG2 and MDA-MB-453 cells with siRNA-mediated eIF2α  silence than those with-
out; and consistently the pro-apoptotic effects of the inhibition of these PS-341-induced miRs in PS-341-treated 
cells were also abolished by eIF2α  knockdown (Fig. 5C).Concomitant overexpression of an eIF2α  (eIF2α -ORF) 
that is resistant to miR-30b-5p and miR-30c-5p in both HepG2 and MDA-MB-453 cells robustly abrogated the 
anti-apoptotic effect of overexpression of miR-30b-5p or miR-30c-5p (Supplementary Fig. 2). Taken together, 
these results demonstrate that miR-30b-5p and miR-30c-5p promote cell viability/proliferation and to inhibit 
PS-341-induced cytotoxicity through depletion of eIF2α , in at least HepG2 and MDA-MB-453 cells.

Discussion
The UPR triggered by overload of misfolded protein in the ER is a stress response program that reprograms 
cellular protein translation and gene expression to deal with proteotoxic stress in the ER. One of the primary 
means by which the UPR alleviates this stress is to reduce protein flux into the ER via a general suppression of 
protein synthesis and ER-specific mRNA degradation. It is well established that PERK-mediated phosphoryla-
tion of eIF2α  plays a major role in suppression of general protein synthesis in mammalian cells during the UPR. 

Figure 4. A time course comparison among eIF2α down-regulation, eIF2α phosphorylation, and changes 
in miR-30b-5p and miR-30c-5p expression in the cells after initiation of proteasome inhibition. HepG2 
and MDA-MB-453 cells were harvested at the indicated time points after the initiation of treatment with PS341 
(50 nM), for western blot analyses of the indicated proteins (A) and qRT-PCR analyses of the indicated miRs 
(B). (A) Western blot analyses of eIF2α  and p-eIF2α  in the indicated cells. Lower panel, quantification of 
western blot analyses by the Quantity One software. GAPDH was the loading control. (B) qRT-PCR analyses of 
miR-30b-5p and miR-30c-5p in the indicated cells. Transcript levels were normalized using U6 expression. Each 
bar represents the mean ±  SD of three independent experiments; *P <  0.05 vs. the NC of the same time point.
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Increased p-eIF2α  also increases translation of ATF4, which drives the expression of CHOP and thereby results 
in activation of a pro-apoptotic gene program, leading to increase of Bim and decrease of BcL-231. Here we report 

Figure 5. Downregulation of eIF2α is essential for the pro-survival and anti-apoptotic action of miR-
30b-5p and miR-30c-5p. (A) Western blot analyses for eIF2α  in the indicated cells that were transfected with 
three different siRNA specific to eIF2α  (siRNA #1, #2, #3). GAPDH served as the loading control. (B) The 
cells viability of the indicated cells analyzed by the CCK8 assay. Each bar represents the mean ±  SD of three 
independent experiments; *P <  0.05 vs. the NC of the same time point. (C) Flow cytometry analysis of cell death 
of the indicated cells. Ctrl, siR-Ribo™  Negative Control for siRNA; Vehicle, DMSO control; NC, micrOFF®  miR 
inhibitor Negative Control.
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an additional ER stress-induced mechanism for the reduction of general protein synthesis, where PS-341-induced 
ER stress upregulates expression of a group of miRs after the increased phosphorylation of eIF2α  has become 
discernible or even reached to the peak level, the PS-341-induced miRs (i.e., miR-30b-5p and miR-30c-5p) tar-
get eIF2α  and decrease its protein level, resulting in decreased protein synthesis to help achieve or maintain 
proteostasis; meanwhile, by targeting eIF2α , these PS-341-induced miRs decrease p-eIF2α  levels and thereby 
down-regulate ATF4 and CHOP, delaying apoptosis.

Altering miR expression by ER stress and the participation of many miRs in the ER stress response as UPR 
modulators or effectors in mammalian cells have been reported recently. For example, upregulation of the miR-
23a ~ 27a ~ 24–2 cluster in HEK293T cells caused induction of ATF4 and CHOP and subsequent cell death42. 
miR-122 is highly expressed in normal hepatocytes but is silent or remarkably down-regulated in hepatocellular 
carcinoma (HCC) cells43. Yang et al.44 reported that overexpression of miR-122 in HCC cells led to suppression 
of UPR signaling via a CDK4-PSMD10 pathway and sensitized to cisplatin-triggered apoptosis. Duan and col-
league45 showed that ER stress downregulated the expression of the miR-199a/miR-214 cluster in HCC cells and 
further demonstrated that miR-214 could target XBP1 expression via a yet unknown mechanism, suggesting that 
the miR-199a/miR-214 cluster may represent an example of miRs as both modulators and effectors of the ER 
stress response. Our present study has associated a new group of miRs with the ER stress response and demon-
strated that at least some of them (e.g., miR-30b-5p and miR-30c-5p) may serve as modulators and effectors of the 
UPR to confer a survival advantage to the cell.

During tumorigenesis and tumor progression, the high rate of cancer cell proliferation demands elevated 
activities of ER protein folding, assembly, and transport. And cancer cells often experience nutrient deficit or 
hypoxia condition, which strongly induces accumulation of unfolded or misfolded proteins in the ER. All of 
these conditions can induce ER stress and activation of the UPR pathways46. Recent research in the cancer field 
has revealed that ER stress and the UPR are highly induced in various tumors and are closely associated with 
cancer cell survival and resistance to anti-cancer treatments46. Many of the PS-341-induced miRs, including miR-
30b-5p, miR-30c-5p, miR-664–3p, miR-106–5p, miR-182–5p and miR-193–3p found by the present study to 
be upregulated in both HCC and breast cancer cell lines, have been previously suggested as onco-miRs during 
tumor progression. For instance, the miR-30s family has been demonstrated to play diverse functions in tum-
ors. It was reported that miR-30a-5p suppresses tumor growth in colon cancer47. Ectopic expression of miR-
30b/30d was found to promote the metastatic behavior of melanoma cells and reduce immune cell activation and 
recruitment48. In addition, miR-30e-3p is upregulated in human gliomas and ectopic miR-30e-3p overexpression 
promotes glioma cell invasiveness and angiogenesis49. Upregulation of miR-664 enhanced tumorigenesis and 
treatment with miR-664 siRNA reduced tumor growth, invasion, and metastasis in an orthotopic liver cancer 
model50. miR-106b was found to promote tumor cell proliferation in laryngeal carcinoma and exacerbate tumor 
invasion, metastasis and proliferation in breast cancer51,52. miR-106b expression is upregulated in higher stage 
tumors and correlated with tumor progression in breast cancer patients53. miR-182 was observed to be highly 
expressed in breast cancer cells, gliomas, melanoma and hepatocellular carcinoma, and to promote tumor metas-
tasis, invasiveness and proliferation progression54–56. miR-193b was reported as a potentially novel prognostic 
marker in head and neck squamous cell carcinomas (HNSCC) that drives tumor progression, such as promotion 
of proliferation, migration, invasion, and tumor formation57. Consistent with these previous reports, our pres-
ent study reveals that, miR-30b-5p, miR-30c-5p, miR-664–3p, miR-106–5p, miR-182–5p and miR-193–3p are 
induced by PS-341, demonstrates that at least miR-30b-5p and miR-30c-5p can serve as tumor facilitators which 
elevate cell viability and anti-apoptosis capacity, and shows that using the specific inhibitor of these miRs along 
with a proteasome inhibitor can lead to more effective apoptosis induction and better anti-tumor effects than 
using proteasome inhibitor alone. However, the mechanism by which PS-341 treatment upregulates these miRs 
remains unclear and is under our further investigation.

Given the temporal relationship between the increase of p-eIF2α  and the upregulation of miR-30b-5p and 
miR-30c-5p during ER stress, and considering the cell survival promoting property of these miRs, it is tempting 
to propose that the upregulated these miRs, via targeting and decreasing eIF2α , take the relay baton from p-eIF2α  
to continue decreasing protein flux into the ER for restoring ER proteostasis so that the cell can manage to survive 
from the ER stress irrespective of whether p-eIF2α  is still in play (Fig. 6). Notably, unlike increasing p-eIF2α  
which increases ATF4 and can thereby lead to a CHOP-mediated pro-apoptotic pathway, these PS-341-induced 
miRs actually suppress the ATF4-CHOP-Bim signaling pathway. In terms of promoting cell survival, this differ-
ence represents to some extent an advantage of induction of these miRs over p-eIF2α  elevation although both 
have the shared mission to inhibit general protein synthesis.

It should be pointed out that suppression of protein synthesis by proteasome inhibition has been 
well-documented but the underlying mechanism remains obscure. Since we have observed here that proteasome 
inhibitor PS341 treatment upregulates miR-30b-5p and miR-30c-5p in both normal and cancer cells and these 
miRs can target and decrease eIF2α , our findings also unveil a previously undocumented feedback mechanism 
by which impaired protein degradation suppresses general protein synthesis in the cell so that cellular proteostasis 
can be maintained at least temporarily.

Conclusions
Our study reveals a novel miR-based mechanism by which the cell escapes from ER stress-induced cell death. 
Although the mechanism underlying the upregulation of these miRs during ER stress or proteasome inhibition 
has not been elucidated, the regulatory co-operation between ER stress and the miRs to promote cancer cell sur-
vival discovered here significantly improves our understanding of UPR mechanisms and of the maintenance of 
cancer cell proteostasis, which identifies a novel avenue to design more effective therapeutic strategies to battle 
cancer.
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Materials and Methods
Materials. Reagents used in this study were obtained from the following sources: proteasome inhibitor PS341 
(BD Biosciences, San Jose, CA); micrON®  miR mimic Negative Control, micrOFF®  miR inhibitor Negative 
Control, mimics and inhibitors for miR-30b-5p and miR-30c-5p, siR-Ribo™  Negative Control and si-eIF2α  were 
purchased from RiboBio (RiboBio Co. Ltd, Guangzhou, Guangdong, China). miR-30b or miR-30c mimic, mim-
icker that can significantly improve the expression of mature miR-30b or 30c; miR-30b or miR-30c inhibitor, a 
LNA/OMe modified antisense oligonucleotide designed specifically to bind to and inhibit endogenous miR-30b 
or 30c molecule. Antibodies used in this study were purchased from following sources: anti-eIF2α , anti-p- eIF2α , 
anti-ATF4, anti-CHOP, anti-BcL2, anti-Bim, anti-GAPDH and horseradish peroxidase (HRP)-conjugated appro-
priate secondary antibodies (Cell Signaling, Danvers, MA, USA). Cell viability assay and cytotoxicity assay (Cell 
Counting Kit-8, CCK8 assay) kits were purchased from Sigma Corporation (Saint Louis, MO, USA). Propidium 
iodide (PI) and annexin V-FITC apoptosis detection kit were purchased from Keygen Company (Nanjing, China). 
Enhanced chemiluminescence (ECL) reagents were purchased from Santa Cruz Biotechnology Inc. (Santa Cruz). 
Lipofectamine™  RNAiMAX and Lipofectamine 2000 were purchased from Invitrogen Corporation (Carlsbad, 
CA, USA). pCMV-eIF2α -ORF plasmids were purchased from OriGene Technologies (Beijing, China).

Cell culture and treatment. Both human hepatocellular carcinoma cells (HepG2) and breast cancer cells 
(MDA-MB-453), purchased from American Type Culture Collection (ATCC, Manassas, VA, USA), were grown 
in Dulbecco’s modified Eagle’s medium (DMEM, Invitrogen, Carlsbad, CA, USA) supplemented with 10% fetal 
bovine serum (FBS, Invitrogen), 100 U/mL benzyl penicillin and 100 U/mL of streptomycin, at 37 °C in a 5% CO2 
atmosphere in a humidified incubator.

Oligonucleotides, siRNA and transfection. The miR-30b-5p and miR-30c-5p mimic (or miRs 
mutant), inhibitor, and negative control (NC) for mimic (micrON®  miR mimic Negative Control) and inhib-
itor (micrOFF®  miR inhibitor Negative Control) respectively, were purchased from RiboBio (RiboBio Co. 
Ltd, Guangzhou, Guangdong, China). For depletion of eIF2α , three siRNAs were synthesized and purified by 
RiboBio (siRNAs sequences were: #1, GAAGGCGTATCCGTTCTAT; #2, GCTCCTCCTCGGTATGTAA; #3, 
GCAGGTTTGAATTGTTCTA;). Transfection of oligonucleotides, siRNAs or plasmids were performed using 

Figure 6. A proposed model for the PS-341-induced miRs to regulate the ER stress response and attenuate 
proteasome inhibition-mediated apoptosis in cancer cells via targeting eIF2α. Arrow, promote; flat arrow, 
suppress; dotted arrow, potential regulation.
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Lipofectamine 2000 (Invitrogen) as previously reported49, according to the manufacturer’s protocol. After trans-
fection, cells were incubated at 37 °C for 24 hours until assessment.

RNA extraction and real-time quantitative PCR (qRT-PCR). Total RNA was isolated using tri-
zol reagent (Invitrogen) according to the manufacturer’s instructions. The RNA concentration was measured 
using a NanoDrop ND-1000 spectrophotometer (NanoDrop Technologies Inc., Wilmington, Delaware, USA). 
The extracted RNA was pretreated with RNase-free DNase, and 500 ng of RNA from each sample were used for 
cDNA synthesis primed with the specific miR RT-primer purchased from RiboBio (RiboBio Co. Ltd, Guangzhou, 
Guangdong, China). For PCR amplification of cDNA, the primers of miRs and U6 were purchased from RiboBio, 
and the SYBR Premix Ex Taq Kit (Takara, Dalian, China) was used for qRT-PCR under the following conditions: 
95 °C for 10 min, followed by 40 cycles of 95 °C for 15 s, 60 °C for 1 min. The expression of the miR was defined 
based on Ct, and relative expression levels were calculated as 2−[(Ct of miR)–(Ct of U6)]after normalization with reference 
to the expression of small nuclear RNA U6.

Western blot analysis. Cellular proteins were prepared in 1×  sample buffer [62.5 mM Tris-HCl (pH 6.8), 
10% glycerol, 2% SDS] and the concentrations were measured using Bio-Rad protein assay reagent (Bio-Rad 
Laboratories, Berkeley, CA, USA). An equal amount of total protein were fractionated by SDS-PAGE and electri-
cally transferred onto polyvinylidene difluoride (PVDF) membranes (Millipore, Billerica, MA, USA). Rabbit or 
mouse primary antibodies (Cell Signaling), and appropriate horseradish peroxidase (HRP)-conjugated secondary 
antibodies (Cell Signaling) were used to detect the designated proteins. The bound secondary antibodies on the 
PVDF membrane were reacted with ECL detection reagents (Amersham Bioscience, Waltham, MA, USA).

Luciferase assay. A full length of the human eIF2α-3′ -UTR (3076 bp) containing miR-30b and miR-30c 
binding sites was cloned into vector pmiR-RB-ReportTM by RiboBio. 3 ×  104 cells/well were seeded in triplicate in 
48-well plates and allowed to settle for 24 hours. 20 ng eIF2α-3′ -UTR-luciferase reporter plasmid was transfected 
into cells using the Lipofectamine 2000 reagent (Invitrogen). Luciferase and control signals were determined 
36 hours after transfection using a Dual Luciferase Reporter Assay Kit (Promega), according to manufacturer’s 
instruction. Three independent experiments were performed and the data were presented as the mean ±  standard 
deviation (SD).

Cell viability assay and cytotoxicity assay (Cell Counting Kit-8, CCK8 assay). MDA-MB-453 and 
HepG2 cells were seeded in sextuplicate in a 96-well plate with 3000 cells per well, respectively, 1 day prior to 
transfection. The cells were transfected with different miR mimic, inhibitor or non-specific control (NC) in the 
following day. On the third day half of cells were treated with PS-341 (50 nM) for 24 h .Then the CCK8 assay was 
used to determine cell viability 48 hours after transfection. The absorbance at 450 nm was measured with a Quant 
Universal Microplate Spectrophotometer (BioTek, Winooski, VT, USA). Three independent experiments were 
performed and the data were presented as the mean ±  SD.

Annexin/PI double staining assay. A previously reported protocol was adopted with minor modifica-
tions58. Cells (48 h after transfection and 24 h after PS-341 treated) were washed twice with 1×  phosphate buffered 
saline (PBS) and centrifuged. The cells were then re-suspended in ice-cold 1×  binding buffer (500 μ L). The cells 
suspensions with the binding buffer were moved into the 6-cm dish. Annexin V-FITC solution (4 μ L) and PI 
(4 μ L) were added to the cell suspensions and incubated for 30 minutes, in the dark. The apoptotic distribution of 
the cells in each sample was then determined using inverted fluorescence microscope. Three independent exper-
iments were performed and the data were presented as the mean ±  SD.

Apoptosis analysis by flow cytometry. The cells (3 ×  105/well) were seeded in 6 cm-dish in antibiotic-free 
media, followed by transfection with mimics, inhibitors or control oligonucleotide using Lipofectamine 2000 
(Invitrogen), and 24 h later followed by administration of PS-341 (50 nM). Cells were harvested by trypsinization, 
washed three times in PBS, and resuspended in 0.5 mL PBS. A fluorescein isothiocyanate (FITC)-conjugated 
monoclonal antibody specific for Annexin V and propidium iodide (PI) (Sigma) were added to the cells and 
incubated at 4 °C for 30 min. the cells stained by Annexin V and PI were then measured using flow cytometry 
(Becton Dickinson Biosciences, San Jose, CA, USA) and the data were analyzed by ModFit LT software package. 
The experiment was performed independently three times for each cell line.

Statistical analysis. Two-tailed paired student’s t test was used to evaluate the statistical significance of the 
difference between two groups in all experiments. All data from three independent experiments were presented 
as mean ±  SD. A P value <  0.05 was considered statistically significant.

References
1. Bartel, D. P. MicroRNAs: genomics, biogenesis, mechanism, and function. Cell 116, 281–297 (2004).
2. Ambros, V. The functions of animal microRNAs. Nature 431, 350–355, doi: 10.1038/nature02871 (2004).
3. Osada, H. & Takahashi, T. MicroRNAs in biological processes and carcinogenesis. Carcinogenesis 28, 2–12, doi: 10.1093/carcin/

bgl185 (2007).
4. Macfarlane, L. A. & Murphy, P. R. MicroRNA: Biogenesis, Function and Role in Cancer. Current genomics 11, 537–561, doi: 

10.2174/138920210793175895 (2010).
5. Lu, J. et al. MicroRNA expression profiles classify human cancers. Nature 435, 834–838, doi: 10.1038/nature03702 (2005).
6. Ahmed, F. E. Role of miRNA in carcinogenesis and biomarker selection: a methodological view. Expert review of molecular 

diagnostics 7, 569–603, doi: 10.1586/14737159.7.5.569 (2007).
7. Wiemer, E. A. The role of microRNAs in cancer: no small matter. European journal of cancer 43, 1529–1544, doi: 10.1016/j.

ejca.2007.04.002 (2007).



www.nature.com/scientificreports/

1 1Scientific RepoRts | 6:21565 | DOI: 10.1038/srep21565

8. Hagan, J. P. & Croce, C. M. MicroRNAs in carcinogenesis. Cytogenetic and genome research 118, 252–259, doi: 10.1159/000108308 
(2007).

9. Hernando, E. microRNAs and cancer: role in tumorigenesis, patient classification and therapy. Clinical & translational oncology: 
official publication of the Federation of Spanish Oncology Societies and of the National Cancer Institute of Mexico 9, 155–160 (2007).

10. Kusenda, B., Mraz, M., Mayer, J. & Pospisilova, S. MicroRNA biogenesis, functionality and cancer relevance. Biomed Pap Med Fac 
Univ Palacky Olomouc Czech Repub 150, 205–215 (2006).

11. Markou, A., Liang, Y. & Lianidou, E. Prognostic, therapeutic and diagnostic potential of microRNAs in non-small cell lung cancer. 
Clin Chem Lab Med 49, 1591–1603, doi: 10.1515/CCLM.2011.661 (2011).

12. Cho, W. C. OncomiRs: the discovery and progress of microRNAs in cancers. Mol Cancer 6, 60 (2007).
13. Malhotra, J. D. & Kaufman, R. J. The endoplasmic reticulum and the unfolded protein response. Seminars in cell & developmental 

biology 18, 716–731, doi: 10.1016/j.semcdb.2007.09.003 (2007).
14. Anelli, T. & Sitia, R. Protein quality control in the early secretory pathway. The EMBO journal 27, 315–327, doi: 10.1038/

sj.emboj.7601974 (2008).
15. Ma, Y. & Hendershot, L. M. ER chaperone functions during normal and stress conditions. Journal of chemical neuroanatomy 28, 

51–65, doi: 10.1016/j.jchemneu.2003.08.007 (2004).
16. Schonthal, A. H. Endoplasmic reticulum stress: its role in disease and novel prospects for therapy. Scientifica 2012, 857516, doi: 

10.6064/2012/857516 (2012).
17. Foufelle, F. & Ferre, P. [Unfolded protein response: its role in physiology and physiopathology]. Medecine sciences : M/S 23, 291–296, 

doi: 10.1051/medsci/2007233291 (2007).
18. Chakrabarti, A., Chen, A. W. & Varner, J. D. A review of the mammalian unfolded protein response. Biotechnology and bioengineering 

108, 2777–2793, doi: 10.1002/bit.23282 (2011).
19. Gardner, B. M., Pincus, D., Gotthardt, K., Gallagher, C. M. & Walter, P. Endoplasmic reticulum stress sensing in the unfolded protein 

response. Cold Spring Harbor perspectives in biology 5, a013169, doi: 10.1101/cshperspect.a013169 (2013).
20. Chen, Y. & Brandizzi, F. IRE1: ER stress sensor and cell fate executor. Trends in cell biology 23, 547–555, doi: 10.1016/j.

tcb.2013.06.005 (2013).
21. Sato, Y., Nadanaka, S., Okada, T., Okawa, K. & Mori, K. Luminal domain of ATF6 alone is sufficient for sensing endoplasmic 

reticulum stress and subsequent transport to the Golgi apparatus. Cell structure and function 36, 35–47 (2011).
22. Liang, S. H., Zhang, W., McGrath, B. C., Zhang, P. & Cavener, D. R. PERK (eIF2alpha kinase) is required to activate the stress-

activated MAPKs and induce the expression of immediate-early genes upon disruption of ER calcium homoeostasis. The Biochemical 
journal 393, 201–209, doi: 10.1042/BJ20050374 (2006).

23. Ron, D. & Walter, P. Signal integration in the endoplasmic reticulum unfolded protein response. Nature reviews. Molecular cell 
biology 8, 519–529, doi: 10.1038/nrm2199 (2007).

24. Rutkowski, D. T. & Kaufman, R. J. A trip to the ER: coping with stress. Trends in cell biology 14, 20–28 (2004).
25. Darling, N. J. & Cook, S. J. The role of MAPK signalling pathways in the response to endoplasmic reticulum stress. Biochimica et 

biophysica acta, doi: 10.1016/j.bbamcr.2014.01.009 (2014).
26. Park, G. B. et al. Endoplasmic reticulum stress-mediated apoptosis of EBV-transformed B cells by cross-linking of CD70 is 

dependent upon generation of reactive oxygen species and activation of p38 MAPK and JNK pathway. Journal of immunology 185, 
7274–7284, doi: 10.4049/jimmunol.1001547 (2010).

27. Kitamura, M. Control of NF-kappaB and inflammation by the unfolded protein response. International reviews of immunology 30, 
4–15, doi: 10.3109/08830185.2010.522281 (2011).

28. Tam, A. B., Mercado, E. L., Hoffmann, A. & Niwa, M. ER stress activates NF-kappaB by integrating functions of basal IKK activity, 
IRE1 and PERK. PloS one 7, e45078, doi: 10.1371/journal.pone.0045078 (2012).

29. Sano, R. & Reed, J. C. ER stress-induced cell death mechanisms. Biochimica et biophysica acta 1833, 3460–3470, doi: 10.1016/j.
bbamcr.2013.06.028 (2013).

30. Kim, R., Emi, M., Tanabe, K. & Murakami, S. Role of the unfolded protein response in cell death. Apoptosis : an international journal 
on programmed cell death 11, 5–13, doi: 10.1007/s10495-005-3088-0 (2006).

31. Tabas, I. & Ron, D. Integrating the mechanisms of apoptosis induced by endoplasmic reticulum stress. Nature cell biology 13, 
184–190, doi: 10.1038/ncb0311-184 (2011).

32. Luo, B. & Lee, A. S. The critical roles of endoplasmic reticulum chaperones and unfolded protein response in tumorigenesis and 
anticancer therapies. Oncogene 32, 805–818, doi: 10.1038/onc.2012.130 (2013).

33. Reddy, R. K. et al. Endoplasmic reticulum chaperone protein GRP78 protects cells from apoptosis induced by topoisomerase 
inhibitors: role of ATP binding site in suppression of caspase-7 activation. The Journal of biological chemistry 278, 20915–20924, doi: 
10.1074/jbc.M212328200 (2003).

34. Haefliger, S. et al. Protein disulfide isomerase blocks CEBPA translation and is up-regulated during the unfolded protein response 
in AML. Blood 117, 5931–5940, doi: 10.1182/blood-2010-08-304485 (2011).

35. Ye, J. et al. The GCN2-ATF4 pathway is critical for tumour cell survival and proliferation in response to nutrient deprivation. The 
EMBO journal 29, 2082–2096, doi: 10.1038/emboj.2010.81 (2010).

36. Obeng, E. A. et al. Proteasome inhibitors induce a terminal unfolded protein response in multiple myeloma cells. Blood 107, 
4907–4916, doi: 10.1182/blood-2005-08-3531 (2006).

37. Fribley, A., Zeng, Q. & Wang, C. Y. Proteasome inhibitor PS-341 induces apoptosis through induction of endoplasmic reticulum 
stress-reactive oxygen species in head and neck squamous cell carcinoma cells. Molecular and cellular biology 24, 9695–9704, doi: 
10.1128/MCB.24.22.9695-9704.2004 (2004).

38. Xu, L., Su, L. & Liu, X. PKCdelta regulates death receptor 5 expression induced by PS-341 through ATF4-ATF3/CHOP axis in 
human lung cancer cells. Molecular cancer therapeutics 11, 2174–2182, doi: 10.1158/1535-7163.MCT-12-0602 (2012).

39. Cusimano, A. et al. Novel combination of celecoxib and proteasome inhibitor MG132 provides synergistic antiproliferative and 
proapoptotic effects in human liver tumor cells. Cell cycle 9, 1399–1410 (2010).

40. Chitnis, N., Pytel, D. & Diehl, J. A. UPR-inducible miRNAs contribute to stressful situations. Trends in biochemical sciences 38, 
447–452, doi: 10.1016/j.tibs.2013.06.012 (2013).

41. Maurel, M. & Chevet, E. Endoplasmic reticulum stress signaling: the microRNA connection. American journal of physiology. Cell 
physiology 304, C1117–1126, doi: 10.1152/ajpcell.00061.2013 (2013).

42. Chhabra, R., Dubey, R. & Saini, N. Gene expression profiling indicate role of ER stress in miR-23a ~ 27a ~ 24-2 cluster induced 
apoptosis in HEK293T cells. RNA biology 8, 648–664, doi: 10.4161/rna.8.4.15583 (2011).

43. Kutay, H. et al. Downregulation of miR-122 in the rodent and human hepatocellular carcinomas. Journal of cellular biochemistry 99, 
671–678, doi: 10.1002/jcb.20982 (2006).

44. Yang, F. et al. Modulation of the unfolded protein response is the core of microRNA-122-involved sensitivity to chemotherapy in 
hepatocellular carcinoma. Neoplasia 13, 590–600 (2011).

45. Duan, Q. et al. ER stress negatively modulates the expression of the miR-199a/214 cluster to regulates tumor survival and 
progression in human hepatocellular cancer. PloS one 7, e31518, doi: 10.1371/journal.pone.0031518 (2012).

46. Wang, G., Yang, Z. Q. & Zhang, K. Endoplasmic reticulum stress response in cancer: molecular mechanism and therapeutic 
potential. American journal of translational research 2, 65–74 (2010).



www.nature.com/scientificreports/

1 2Scientific RepoRts | 6:21565 | DOI: 10.1038/srep21565

47. Baraniskin, A. et al. MiR-30a-5p suppresses tumor growth in colon carcinoma by targeting DTL. Carcinogenesis 33, 732–739, doi: 
10.1093/carcin/bgs020 (2012).

48. Gaziel-Sovran, A. et al. miR-30b/30d regulation of GalNAc transferases enhances invasion and immunosuppression during 
metastasis. Cancer cell 20, 104–118, doi: 10.1016/j.ccr.2011.05.027 (2011).

49. Jiang, L. et al. MicroRNA-30e* promotes human glioma cell invasiveness in an orthotopic xenotransplantation model by disrupting 
the NF-kappaB/IkappaBalpha negative feedback loop. The Journal of clinical investigation 122, 33–47, doi: 10.1172/JCI58849 (2012).

50. Yang, H. et al. MicroRNAs regulate methionine adenosyltransferase 1A expression in hepatocellular carcinoma. The Journal of 
clinical investigation 123, 285–298, doi: 10.1172/JCI63861 (2013).

51. Cai, K., Wang, Y. & Bao, X. MiR-106b promotes cell proliferation via targeting RB in laryngeal carcinoma. Journal of experimental & 
clinical cancer research : CR 30, 73, doi: 10.1186/1756-9966-30-73 (2011).

52. Pan, S., F. Y., Gong, C. & Song, E. Tumor Invasion and Metastasis Initiated by mir-106b in Breast Cancer by Targeting BRMS1 and 
RB. Cancer research 69, 6157, doi: 10.1158/0008-5472.SABCS-09-6157 (2009).

53. Gong, C. et al. MiR-106b expression determines the proliferation paradox of TGF-beta in breast cancer cells. Oncogene, doi: 10.1038/
onc.2013.525 (2013).

54. Guttilla, I. K. & White, B. A. Coordinate regulation of FOXO1 by miR-27a, miR-96, and miR-182 in breast cancer cells. The Journal 
of biological chemistry 284, 23204–23216, doi: 10.1074/jbc.M109.031427 (2009).

55. Song, L. et al. TGF-beta induces miR-182 to sustain NF-kappaB activation in glioma subsets. The Journal of clinical investigation 122, 
3563–3578, doi: 10.1172/JCI62339 (2012).

56. Wang, C. et al. MiR-182 is up-regulated and targeting Cebpa in hepatocellular carcinoma. Chinese journal of cancer 
research =  Chung-kuo yen cheng yen chiu 26, 17–29, doi: 10.3978/j.issn.1000-9604.2014.01.01 (2014).

57. Lenarduzzi, M. et al. MicroRNA-193b enhances tumor progression via down regulation of neurofibromin 1. PloS one 8, e53765, doi: 
10.1371/journal.pone.0053765 (2013).

58. Huang, H. et al. Physiological levels of ATP negatively regulate proteasome function. Cell research 20, 1372–1385, doi: 10.1038/
cr.2010.123 (2010).

Acknowledgements
This work was supported by NSFC grants 81101680, 81272451/H1609 (to LJ and JL); Natural Science Funds for 
Distinguished Young Scholar of Guangdong Province, China (No. 2015A030306033) (to LJ); Natural Science 
Foundation of Guangdong Province, China (No. 2015A030313468) (to LJ); Science and Technology Planning 
Project of Guangdong Province, China (No. 2013B021800096) (to LJ); The Guangzhou scholars research projects 
of Guangzhou municipal colleges and universities (No. 12A009D) (to LJ); Pearl River projects (Young Talents 
of Science and Technology) in Guangzhou (No. 2013J2200028) (to LJ); National Science and Technique Major 
Project (201305017); and partially supported by US NIH grants HL072166 and HL085629 (to XW). The funders 
had no role in study design, data collection and analysis, decision to publish, or preparation of the manuscript.

Author Contributions
J.L., Z.D. and Y.S. carried out most of the experimental work. L.X., Y.C. and D.X. conducted the molecular cloning 
and cellular experiments. Z.C., L.X. and C.X. conducted the immunofluorescent staining and flow cytometry. 
L.S., L.N., H.H. and S.X. conducted the cell culture and luciferase assay experiments. W.X. and L.J. supervised the 
project and wrote the manuscript.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Jiang, L. et al. A microRNA-mediated decrease in eukaryotic initiation factor 2α 
promotes cell survival during PS-341 treatment. Sci. Rep. 6, 21565; doi: 10.1038/srep21565 (2016).

This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
or other third party material in this article are included in the article’s Creative Commons license, 

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, 
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this 
license, visit http://creativecommons.org/licenses/by/4.0/

http://www.nature.com/srep
http://creativecommons.org/licenses/by/4.0/

	A microRNA-mediated decrease in eukaryotic initiation factor 2α promotes cell survival during PS-341 treatment
	Results
	PS-341 induces upregulation of a new group of miRs. 
	PS-341-induced miR-30b-5p and miR-30c-5p promote tumor cell viability and anti-apoptosis function. 
	PS-341-induced miR-30b-5p and miR-30c-5p regulate ER stress signaling pathway via targeting eIF2α. 
	Downregulation of eIF2α is essential for the PS-341-induced miRs to promote cell survival. 

	Discussion
	Conclusions
	Materials and Methods
	Materials. 
	Cell culture and treatment. 
	Oligonucleotides, siRNA and transfection. 
	RNA extraction and real-time quantitative PCR (qRT-PCR). 
	Western blot analysis. 
	Luciferase assay. 
	Cell viability assay and cytotoxicity assay (Cell Counting Kit-8, CCK8 assay). 
	Annexin/PI double staining assay. 
	Apoptosis analysis by flow cytometry. 
	Statistical analysis. 

	Acknowledgements
	Author Contributions
	Figure 1.  A group of miRs are upregulated in HepG2 cancer cell by PS-341 treatment.
	Figure 2.  The miR-30b-5p and miR-30c-5p upregulated by PS-341 promote tumor cell viability and anti-apoptosis function.
	Figure 3.  miR-30b-5p and miR-30c-5p target eIF2α and suppress ATF4 signaling.
	Figure 4.  A time course comparison among eIF2α down-regulation, eIF2α phosphorylation, and changes in miR-30b-5p and miR-30c-5p expression in the cells after initiation of proteasome inhibition.
	Figure 5.  Downregulation of eIF2α is essential for the pro-survival and anti-apoptotic action of miR-30b-5p and miR-30c-5p.
	Figure 6.  A proposed model for the PS-341-induced miRs to regulate the ER stress response and attenuate proteasome inhibition-mediated apoptosis in cancer cells via targeting eIF2α.



 
    
       
          application/pdf
          
             
                A microRNA-mediated decrease in eukaryotic initiation factor 2α promotes cell survival during PS-341 treatment
            
         
          
             
                srep ,  (2016). doi:10.1038/srep21565
            
         
          
             
                Lili Jiang
                Dan Zang
                Songgang Yi
                Xiaofen Li
                Changshan Yang
                Xiaoxian Dong
                Chong Zhao
                Xiaoying Lan
                Xin Chen
                Shouting Liu
                Ningning Liu
                Hongbiao Huang
                Xianping Shi
                Xuejun Wang
                Jinbao Liu
            
         
          doi:10.1038/srep21565
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 Macmillan Publishers Limited
          10.1038/srep21565
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep21565
            
         
      
       
          
          
          
             
                doi:10.1038/srep21565
            
         
          
             
                srep ,  (2016). doi:10.1038/srep21565
            
         
          
          
      
       
       
          True
      
   




