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N-Myc and STAT Interactor 
regulates autophagy and 
chemosensitivity in breast cancer 
cells
Brandon J. Metge1, Aparna Mitra4, Dongquan Chen1,2,3, Lalita A. Shevde1,2 & 
Rajeev S. Samant1,2

We have previously reported that expression of NMI (N-myc and STAT interactor) is compromised 
in invasive breast cancers. We also demonstrated that loss of NMI expression promotes epithelial-
mesenchymal-transition and results in enhanced invasive ability of breast cancer cells. Additionally 
we had demonstrated that restoration of NMI expression reduced breast cancer xenograft growth 
and downregulated Wnt and TGFβ/SMAD signaling. Here we present our observations that NMI 
expression drives autophagy. Our studies were promoted by our observation that NMI expressing 
breast cancer cells showed autophagic vacuoles and LC3 processing. Additionally, we found that NMI 
expression increased the cisplatin sensitivity of the breast cancer cells. Our mechanistic investigations 
show that NMI prompts activation of GSK3-β. This multifunctional kinase is an upstream effector 
of the TSC1/TSC2 complex that regulates mTOR signaling. Inhibition of GSK3-β activity in NMI 
expressing cells activated mTOR signaling and decreased the cells’ autophagic response. Additionally 
we demonstrate that a key component of autophagy, DNA-damage regulated autophagy modulator 
1 (DRAM1), is regulated by NMI. Our TCGA database analysis reveals concurrent expression of NMI 
and DRAM1 in breast cancer specimens. We present evidence that NMI sensitizes breast cancer cells 
to cisplatin treatment through DRAM1 dependent autophagy.

Autophagy, (PCD II: programmed cell death II) has been known to play a part in cell survival and 
apoptosis. Conditions like stress, starvation, and hormone treatment induce the autophagic program1–3. 
Autophagy is a cellular recycling/scavenging process that delivers cytoplasmic components to the lys-
osomes for degradation. During this process double-membrane vesicles form around portions of the 
cytoplasm and ultimately fuse with the lysosomes4. The connection between autophagy and apopto-
sis remains poorly understood but it appears increasingly evident that there is a molecular cross-talk 
between these two pathways5,6. A basal level of autophagy is present even in non-starved cells to aid in 
the clearance of misfolded or ubiquitylated proteins7.

NMI [N-myc (and STAT) interactor] is an interferon-γ  inducible gene product that interacts with sev-
eral key molecules in cancer cell signaling such as C-MYC, N-MYC, STATs, SOX10 and TIP608–12. Previous 
studies from our group have determined that NMI expression is notably reduced during progression of 
advanced, invasive breast tumors13–15. We have also demonstrated that loss of NMI expression disables 
negative regulatory control over TGFβ -SMAD signaling and promotes epithelial-mesenchymal-transition 
(EMT)13. Furthermore we noticed that restoring NMI expression in tumorigenic and metastatic cell lines 
reduced their tumor xenograft growth rates accompanied by suppression of the Wnt/β -catenin signaling 
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pathway16. The Wnt/β -catenin signaling and autophagy pathways play important roles during develop-
ment, tissue homeostasis and tumorigenesis. The Wnt/β -catenin signaling pathway has also been shown 
to negatively regulate both basal and stress-induced autophagy17.

Here we describe our findings that show a novel role of NMI in prompting autophagic induction of 
breast cancer cells through a GSK3β  signaling cascade. Notably, we show that NMI regulates DRAM1, 
one of the key players in completion of the autophagic program18. We demonstrate that loss of NMI 
reduces the autophagy responsiveness of breast cancer cells and renders them more resistant to chemo-
therapeutic treatment.

Materials and Methods
Cell Culture and Stable Cell Line Generation. MCF10CAcl.d is an isogenic, metastatic cell line 
derived from in vivo passages of MCF10AT (tumorigenic) in nude mice19,20. This cell line was obtained 
from the Barbara Ann Karmanos Cancer Institute (Detroit, MI, USA). MCF10CAcl.d cells were grown 
in DMEM/F-12 (Life Technologies) media supplemented with 5% Horse Serum (Life Technologies), 
10 μ g/ml cholera toxin(Sigma), 10 μ g/ml insulin, 25 ng/ml EGF(Sigma), and 500 ng/ml hydrocortisone 
(Sigma). T47D cells were grown in RPMI-1640 media (Life Technologies) supplemented with 10% FBS 
(Atlanta Biolgicals), 1% sodium pyruvate (Life Technologies), and 10 μ g/ml insulin. MDA-MB-231 cells 
were grown in DMEM/F-12 media supplemented with 5% FBS and 1% sodium pyruvate.

Stable expressors of NMI in MCF10CAcl.d and MDA-MB-231 are described previously13,16. T47D 
breast cancer cells silenced for NMI are described previously13.

Plasmid Constructs and Transfection. EGFP-LC3 construct was obtained from Addgene (plas-
mid #24920). HA-GSK3-β -K85A, a kinase dead GSK3-β  mutant, was obtained from Addgene (plasmid 
#14755). Lipofectamine 2000 was used for transfection of HA-GSK3-β -K85A as per the manufacture’s 
protocol. pEGFP-LC3 was transfected into cells using Lipofectamine 2000 and visualized with fluores-
cence microscopy 48 hours post- transfection. siRNA specific to DRAM1(siGENOME 55332), along with 
a corresponding non-targeting negative control was obtained from Thermo Fisher. siRNA pools were 
transfected at 100 nM using Lipofectamine 2000 and assayed for knockdown at 48 hours post-transfection; 
or subjected to drug treatment 24 hr post transfection.

Western Blotting. Cells washed in ice-cold phosphate-buffered saline (PBS) were incubated in ice-cold 
lysis buffer for 30 min (1% NP-40, 150 mM NaCl, 50 mM Tris, with protease and phosphatase inhibitors). 
Cell lysates were kept on ice for 1 hr, and then cleared of any debris by spinning at 13,000 RPM for 
10 min at 4 °C. Protein concentration was determined using Precision Red reagent by measuring the O.D. 
at 600 nm and calculated based on 1 O.D. 600 nm is equivalent to 125 μ g protein per ml (Cytoskeleton, 
Denver, CO). 30 μ g total protein was resolved using SDS-PAGE and transferred to PVDF membrane. 
Membranes were blocked in 5% non-fat dry milk in Tris-buffered saline with 0.1% Tween-20 and primary 
antibodies were added overnight at 4 °C. Membranes were washed in TBST and incubated with specific 
HRP-conjugated secondary antibodies. The following antibodies were used: Anti-Nmi (1:5000, Sigma 
Catalog# WH0009111M1), Anti-LC3B (1:1000, Cell Signaling Catalog# 3868), Anti-p62 SQSTM (1:1000, 
Cell Signaling Catalog# 8025), Anti-p70S6K (1:1000, Cell Signaling Catalog# 9202), Anti-p70S6K phos-
pho Thr389 (1:1000, Cell Signaling Catalog# 9205), Anti-GSK3-β  (1:1000, Cell Signaling Catalog# 9315), 
Anti-GSK3β -phospho-ser9 (1:1000 , Cell Signaling Catalog# 9323), Alpha/Beta Tubulin (1:5000, Cell 
Signaling Catalog# 2148), Anti-GAPDH (1:10,000, Cell Signaling Catalog# 2118), Anti-DRAM1 (1:500, 
Sigma Ab-2 Catalog# PRS4035), Anti-Beclin-1 (1:1000, Cell Signaling Catalog# 3738). Western blots 
were developed using SuperSignal West Dura and exposed to CL-X-posure film (Thermo Scientific).

Densitometry analysis was performed using AlphaEaseFC software (Genetic Technologies, Miami, 
FL). Analysis was done using GAPDH, Alpha/Beta Tubulin, or where appropriate total p70S6K or 
GSK3-β  for determining fold changes in protein expression.

Starvation of Cells. To induce autophagy, cells were incubated under nutrient starved conditions. 
Briefly, cells were plated at 2× 105 cells per well in a 6 well plate. The day after plating, cells were washed 
3 times in PBS (37 °C); Earl’s Balanced Salt Solution (EBSS; Life Technologies) was added to cells. Where 
indicated, 20 μ M chloroquine was also added with EBSS treatment to block the cleavage of LC3. Cells were 
incubated for 1 h at 37 °C in humidified CO2 incubator after which they were harvested. Where indicated, 
cells were treated with 100 nM Bafilomycin A1 (Sigma) for 4 hours prior to treatment with EBSS for 1 hour.

Drug Treatment and MTS Assay. Cells were plated in 96 well tissue culture treated plates at a 
density of 5× 103 cells per well. Fresh complete media containing either 0.1 μ M or 0.5 μ M Doxorubicin 
(Calbiochem), or 10 μ M or 25 μ M Cisplatin (Sigma) was added to cells. The cells were incubated for 
either 48 h or 72 h and cell viability was assessed using MTS assay (Promega).

In some experiments cells were initially transfected with siRNA prior to a drug treatment. Briefly, 
cells were seeded in a 96 well plate at a density of 1× 104 cells per well and transfected as previously 
described with siRNA specific to DRAM1. 24 hours post transfection the media was changed to media 
containing 10 μ M or 25 μ M cisplatin and the cells were incubated for an additional 48 hours. Cell viability 
was assessed by MTS assay.
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Labeling cells with LysoTracker. Acidic compartments were labeled with 1 μ M LysoTracker 
(Lysotracker Green DND-26, Molecular Probes) in the culture media for 15 minutes at room tempera-
ture. After incubation, cells were washed with PBS and immediately analyzed by fluorescence microscopy.

Fluorescent Autophagy Detection. Autophagy activity was determined using the Cyto-ID 
Autophagy Detection kit (Enzo Life Sciences, Farmingdale, NY) as per manufacturer’s protocol. Briefly, 
cells were seeded in a 6 well plate, and the following day cells were starved using EBSS as previously 
described. After starvation cells were labeled with Cyto-ID and Hoechst 33342 dyes for 30 minutes at 
37 °C and then washed in PBS. Images were capture with Eclipse Ti-U using the same exposure times 
for all images acquired (Nikon Instruments Inc. Melville, NY).

Immunohistochemistry Staining. Paraffin embedded blocks of tumors resected from MDA-MB-231 
vector and NMI xenograft models were stained for both LC3B and NMI. Briefly, blocks were deparaffin-
zed and re-hydrated followed by citrate antigen retrieval. Primary antibodies were diluted in 1% BSA in 
PBS at the following dilutions: NMI 1:10,000 (Sigma), and LC3B 1:4000 (Cell Signaling) and incubated 
overnight at 4 °C. Slides were then washed and the Dako En Vision +  HRP kit (Dako) was subsequently 
used. Slides were counterstained with Harris Hematoxylin and then mounted with Cytoseal. Images were 
captured with Eclipse Ti-U. (Nikon Instruments Inc. Melville, NY.)

TCGA Data analysis. The Cancer Genome Atlas (TCGA) data portal of National Cancer 
Institute (NCI) was used to download data of the breast invasive carcinoma samples (n =  1,100). The 
RNAseqV2 level 3 data that includes FPKM (fragments per kilobase of exon per million fragments 
mapped)-normalized gene level data were used before statistical analysis by using Partek Genome Suite 
(PGS, St. Louis, MI). In addition, idf file and sdrf files were also downloaded for sample mapping and 
annotation. All samples were divided into three groups (high or H, n =  366; medium or M, n =  368; and 
low or L, n =  366) based on NMI expression levels. The same strategy was applied to divide these 1,100 
samples into DRAM1-high(H), -medium(M), and -low(L) groups by using DRAM1 expression levels. 
Those samples categorized as both NMI-H and DRAM1-H, or NMI-L and DRAM1-L (n =  273) were 
selected and correlated with triple negative (TNBC) phenotype. Hierarchical clustering using Euclidean 
dissimilarity matrix was performed after z-normalization. Correlations of gene expression were per-
formed by using Pearson correlation method.

Statistical Analysis. Data are expressed as the mean ±  S.E.M. from at least three independent meas-
urements. Unless otherwise indicated the differences between groups was analyzed by the Student’s t-test.

Results
NMI potentiates autophagy. Relative to control cells, NMI expressing MCF10CAcl.d cells appear 
morphologically distinct, displaying increased number of vacuoles when visualized under phase contrast 
(Fig. 1A). These vacuoles positively stained with Lysotracker, indicating the presence of acidic lysosome 
structures (Fig.  1B). During autophagy, LC3 gets lipidated and processed from LC3-I to LC3-II. The 
amount of LC3-II can be correlated to number of autophagic vesicles in the cell. We used exogenous 
LC3-GFP expression to confirm changes in autophagy in NMI expressing cells. A distinct punctate GFP 
localization indicative of processed LC3 was observed in MCF10CAcl.d-NMI cells as compared to diffuse 
GFP localization in the vector cells. Upon treatment of the NMI expressing cells with a known autophagy 
inhibitor, 3-methyladenine (3MA), the punctate GFP localization became a more diffuse cytoplasmic 
stain similar to that of the vector control cells (Fig. 1C).

In our previous work we have demonstrated that NMI alters breast cancer progression in xenograft 
tumor models, specifically that MDA-MB-231 cells restored for NMI expression have markedly delayed 
tumor growth and metastases16. We made use of paraffin embedded tumors resected from vector control 
and NMI expressing xenografts and stained the tissues for LC3. A clear distinction can be noted in that 
the vector tumors were devoid of any LC3 stain, whereas there was prominent indication of staining in 
the NMI expressing tumors (Fig. 1D).

We further investigated if NMI was potentiating autophagy by investigating the changes in expression 
of key autophagy markers. In MCF10CAcl.d cells expressing NMI, LC3-I is almost completely processed 
to LC3-II and there is a concomitant gain of Beclin expression (Fig. 1E). p62 is a receptor for cargo such 
as ubiquitinated proteins that are destined to be degraded by autophagy. The p62 protein is able to bind 
ubiquitin and also to LC3, thereby targeting the autophagosome and facilitating clearance of ubiquiti-
nated proteins21. We assayed for changes in p62 in NMI expressing cells and found that p62 levels are 
markedly decreased as compared to vector controls further confirming autophagy modulation via NMI 
(Fig. 1E).

Interestingly, in some of the cell lines restored for NMI expression we did not see the same basal level 
changes in autophagy. This may possibly be due to additional alterations in the signaling pathways that 
result in driving autophagy differently across different cell lines. To further ascertain the role of NMI in 
autophagy, MDA-MB-231 NMI expressing cells were subjected to EBSS treatment to induce autophagy 
in addition to chloroquine to allow for increased accumulation of LC3. We noticed that in vector control 
cells there was no appreciable increase in LC3-II after EBSS treatment; however, in NMI cells there was a 
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dramatic increase in the level of LC3-II present in these cells after treatment. Additionally, NMI express-
ing cells showed increased levels of Beclin upon starvation as compared to vector control (Fig. 1F). These 
results suggest that NMI may sensitize cells to autophagy in response to certain stress conditions.

As a converse approach, we made use of a T47D breast cell line that had been stably silenced for 
NMI to determine the effect of NMI silencing on autophagy. We did not notice any significant difference 
at the basal autophagic level. However, when growth media was replaced with EBSS, the cells showed 
blunted induction of autophagy as evidenced by a lack of Beclin increase in NMI silenced cells (Fig. 1G). 
Furthermore, autophagic flux was altered in silenced cells as demonstrated by dramatic reduction in the 
processing of LC3-II with a concomitant increase in the level of p62 compared to the control cells when 
treated with Bafilomycin A1 during starvation (Fig.  1H). In addition, we made use of a fluorescence 
system for tracking autophagy such that when autophagy is activated cells will emit bright green fluo-
rescence. When T47D scrambled cells were treated with EBSS a bright punctate fluorescence is detected; 

Figure 1. NMI alters autophagy in breast cancer. (A) MCF10CAcl.d vector or NMI cells visualized with 
phase contrast, arrows indicate vacuolated structures in NMI cells. (B) MCF10CAcl.d Vector and NMI cells 
were stained with 1 μ M Lysotracker to visualize acidic vacuoles. (C) MCF10CAcl.d Vector and NMI cells 
transfected with LC3-GFP or in combination with 3 MA, images taken at 48 hours after transfection (scale 
bar =  100 μ m). (D) Tumor xenografts of MDA-MB-231 Vector or NMI stained for LC3B or NMI. Images 
taken at 20X (scale bar =  50 μ m) (E) Immunoblot analysis of markers for autophagy of LC3B, p62 and Beclin 
in MCF10CAcl.d vector and NMI cells. Full-length blots are presented in Supplementary Figure 1. (F) Stress 
induced autophagy of MDA-MB-231 vector and NMI cells treated with EBSS for 1 hour with or without 
the addition of 20 μ M chloroquine. Full-length blots are presented in Supplementary Figure 2. (G) T47D 
cells silenced for NMI treated with EBSS and Beclin levels were determined using immunoblot analysis. (H) 
T47D cells silenced for NMI treated in 100 nM BafA1 then treated with EBSS for 1 hour to assay effects on 
autophagy using immunoblot analysis of LC3B and p62. Full-length blots are presented in Supplementary 
Figure 3. Fold change determined by densitometry analysis is indicated below each lane of corresponding 
blots. (I) T47D silenced cells were EBSS starved and stained using Cyto-ID autophagy detection kit. (scale 
bar =  25 μ m)
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however, in NMI silenced there is minimal fluorescence detected (Fig.  1I). Collectively, these results 
demonstrate that NMI levels affect the autophagy process in breast cancer cells.

NMI alters mTOR signaling via GSK3β. The mTOR signaling pathway shows prime involvement in 
negatively influencing autophagy through regulation of the ULK-1/ ATG13 / FIP200 protein complex22. 
p70S6K1 is a direct target of the mTORC1 complex that plays a role in cap dependent translation, 
mRNA biogenesis, and ribosome protein translation23. To determine if mTOR signaling was negatively 
influenced in response to NMI expression, we assayed for phosphorylation changes in p70S6 kinase. 
In comparison to vector controls, NMI expressing MCF10CAcl.d and MDA-MB-231 showed marked 
decrease in phosphorylated p70S6K1, indicating that NMI expression had a negative impact on mTOR 
signaling. This observation is consistent with the increased autophagy response (Fig.  2A). Conversely, 
NMI silencing in T47D cells resulted in increased levels of phosphorylated p70S6K1 indicating overall 
activation of mTOR signaling leading to suppression of autophagic response (Fig.  2B). AKT signaling 
is one of the key drivers of mTOR activation. However, we failed to see activation of AKT (AKT1Ser478 
phosphorylation) in NMI expressors (data not shown). This raised a possibility that effect of NMI on 
mTOR signaling may be independent of AKT.

Figure 2. mTOR/GSK3β signaling axis is dysregulated by NMI. (A) Immunoblot analysis of 
MDA-MB-231 and MCF10CAcl.d Vector and NMI for phosphorylated p70S6K1 and total p70S6K1 as well 
as GSK3β -ser9 phosphorylation. Full-length blots are presented in Supplementary Figure 4,5. (B) T47D NMI 
silenced cells show a reversion in p70SK1 and GSK3β  phosphorylation as determined by western blot. Full-
length blots are presented in Supplementary Figure 6. (C) MDA-MB-231 and MCF10CAcl.d NMI expressing 
cells transfected with a dominant negative GSK3β  kinase dead mutant (K85A). Immunoblot analysis was 
done 48 hours post transfection for p70S6K1 phosphorylation and p62. Full-length blots are presented in 
Supplementary Figure 7,8. Fold change determined by densitometry analysis is indicated below each lane of 
corresponding blots.
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To uncover the details of activity of NMI in abrogating mTOR signaling, we assayed for changes in 
GSK3β  activation. GSK3β  is upstream regulator of the TSC1/TSC2 complex which regulates mTOR 
signaling through mTORC1 based on Rheb GDP-loading23,24. We found that restoring expression of 
NMI led to decreased levels of phosphorylated Ser-9-GSK3β ; indicating more active GSK3β  in these 
cells (Fig.  2A). Conversely, NMI silencing resulted in increased abundance of phosphorylated Ser-
9-GSK3β  indicating overall inactivation of GSK3β  (Fig.  2B). To further confirm the involvement of 
GSK3β , we decided to block its activity using a dominant negative, kinase dead GSK3β  (GSK3β -K85A). 
MDA-MB-231 and MCF10CAcl.d cells re-expressing NMI (which have active GSK3β ) were transfected 
with the GSK3β -K85A mutant and probed for changes in p70S6K phosphorylation. Indeed we saw that 
blocking GSK3β  activity was concomitant with an increase in p70S6K phosphorylation indicating the 
resultant upregulation of mTOR signaling. Additionally, we noticed a simultaneous increase in the level 
of p62 as a consequence of blocking GSK3β  activity in NMI expressing cells (Fig.  2C). These results 
demonstrate that NMI upregulates autophagy through GSK3β .

NMI sensitizes cells to Drug Treatment via Autophagy. It has become increasingly clear that 
autophagy plays a pivotal and context dependent role in impacting drug resistance phenotype of can-
cer25–27. To determine the implications of NMI modulated autophagy in breast cancer, we focused our 
attention towards understanding the influence of NMI on drug sensitivity. MDA-MB-231 vector or NMI 
expressing cells were treated with doxorubicin and assayed at various time points for viability. It is evi-
dent that cells expressing NMI are approximately 20–30% more sensitive to treatment of doxorubicin 
compared to vector cells. This response was noted with treatment for 48 hrs and it became more notice-
able at the 72 hour time point (Fig. 3A). Platinum based drugs such as cisplatin are being increasingly 
advocated for metastatic triple negative breast cancer patients28–30. Treatment of the MDA-MB-231 vector 
or NMI expressing cells with cisplatin showed that NMI expression greatly enhances the sensitivity of 
breast cancer cells to cisplatin. Specifically, 25 μ M cisplatin treated NMI cells display a distinctly notice-
able 50–60% increase in sensitivity at both 48 and 72 hours (Fig. 3B). To test if absence of NMI would 
negatively impact the sensitivity, we sought to test the effect of cisplatin on T47D cells silenced for NMI. 
The scrambled control cells had a very robust sensitivity to cisplatin when treated with 25 μ M; however, 
silenced cells showed a marked resistance to treatment with only a 20% reduction in viability (Fig. 3C). 
Taken together these results indicate that NMI has a vital role in modulating drug sensitivity.

Previous studies have shown that rapamycin induced autophagy enhances the effect of chemother-
apy31; therefore we hypothesized that NMI induction of autophagy may be contributing to the increased 
drug sensitivity. To confirm a role for NMI mediated drug resistance through autophagy, we utilized 
the T47D cell line silenced for NMI which was resistant to treatment with cisplatin. When these cells 
were co-treated with cisplatin and rapamycin they showed a remarkable 50% reduction in cell viabil-
ity (Fig.  3D). These results suggest that NMI has a vital role in modulating the drug response in cells 
through activation of autophagy.

NMI modulates DRAM1 and effects Drug Resistance. Damage–regulated autophagy modulator, 
DRAM1 was originally identified as an inducer of autophagy that mediates cell death32. DRAM1 has also 
been shown to be involved in mediating cisplatin response33. We followed this serendipitous literature 
lead and explored the possibility that NMI could be affecting cisplatin sensitivity via a DRAM1 depend-
ent autophagy mechanism. We first queried for changes in DRAM1 transcript levels upon expression of 
NMI or silencing of NMI, and found a minimal positive change in MDA-MB-231-NMI cells; however, 
DRAM1 transcript was reduced about 2-fold in T47D NMI silenced cells (Fig. 4A). Though at mRNA 
level the effect of NMI on DRAM1 was cell line dependent, we found a more consistent response at 
protein level. DRAM1 protein expression dramatically increased in MDA-MB-231-NMI expressing cells 
as compared to vector controls. MCF10CAcl.d-NMI expressors also showed consistent trend of increased 
DRAM1 expression. Conversely, a decrease in protein expression of DRAM1 was noted in T47D-NMI 
silenced cells (Fig. 4B).

To test the relevance of the NMI-DRAM1 co-expression we queried the NCI-Cancer Genome Atlas 
(TCGA) data base for breast invasive carcinoma samples (n =  1,100). All samples were divided into three 
groups (high or H, n =  366; medium or M, n =  368; and low or L, n =  366) based on NMI expression 
level. The same strategy was applied to divide these into DRAM1 high, medium, and low groups by 
using DRAM1 expression levels. Those samples categorized as both NMI-H and DRAM1-H, or NMI-L 
and DRAM1-L (n =  273) were analyzed. As seen in Fig. 4C, NMI and DRAM1 show a highly significant 
correlative expression with correlation coefficient (CC) of 0.71 and p <  3.7e-042. It is important to note 
that NMI expression does not show a correlation trend (CC of 0.08 and p <  0.162) with a distinct gene 
DRAM2 (Damage regulated autophagy modulator 2) that has functional overlap with DRAM1 (Fig. 4C).

It has been reported that DRAM1 gene expression is upregulated in response to cisplatin treat-
ment33,34. Given that NMI appears to modulate the expression of DRAM1, we decided to test the effect 
of cisplatin treatment on DRAM1 expression in cells silenced for NMI. T47D control cells, treated with 
20 μ M cisplatin for 24 hours, show a robust upregulation of DRAM1; conversely, in NMI silenced cells 
DRAM1 expression is not modified by treatment with cisplatin (Fig. 4D). Based on this observation we 
tested if NMI modulation of DRAM1 may indeed affect breast cancer cells sensitivity to drug treatment. 
We hypothesized that increased DRAM1 expression in NMI expressing cells was contributing to the 
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increased cisplatin sensitivity seen in these cells; therefore, silencing of DRAM1 would lead to drug 
resistance in NMI expressing cells. MDA-MB-231-NMI cells, which showed increased levels of DRAM1, 
were transfected with siRNA to efficiently knockdown DRAM1 (Fig.  4E). Indeed, when DRAM1 was 
silenced in MDA-MB-231-NMI cells there was a 20% increase in cell viability in response to cisplatin 
treatment (Fig. 4F) indicating that the cytotoxic effects of cisplatin were diminished. Thus our observa-
tions imply that NMI and DRAM1 expression trends may have significance in determining the sensitivity 
of patients to cisplatin treatment.

Discussion
Autophagy is a complex cellular process that can serve multiple roles in cell physiology. Its roles are quite 
dubious particularly in the context of cancer where multiple studies have shown autophagy to serve as 
a mechanism of cell survival under adverse conditions or a mechanism that prompts cell death35–37. In 
order for tumor cells to establish a niche they must be able to evade many obstacles in a harsh microen-
vironment where they will be subjected to nutrient stress and hypoxia; in these instances the tumor cells 
are able to use autophagy to prolong survival5,37–39. However, the role of autophagy in cancer is quite 
complex and very context dependent on whether it is pro-survival or facilitates cell death either promot-
ing apoptosis or actively killing cells35,36. Currently there is no clear consensus on the role of autophagy 
as it relates to different treatment modalities, there are numerous conflicting reports in the literature 
regarding whether inhibition of autophagy may facilitate drug therapies i.e. chloroquine or activation of 
autophagy with agents such as rapamycin is a more effective treatment regimen40–42. Our current focus 

Figure 3. NMI expression increases chemosensitivity (A) MDA-MB-231 vector or NMI cells were plated 
in a 96 well plate in triplicate and treated with either 0.1 μ M or 0.5 μ M doxorubicin for 48 and 72 hours 
and MTS was done to measure cell viability. Percent viability is measured as fold change of corresponding 
vehicle control (*p =  .04, **p =  .04, ***p =  .02) (B) Cisplatin treatment of either 10 μ M or 25 μ M at 48 
and 72 hours (*p =  .03, **p =  .003, ***p =  .002, ****p =  .0001) (C) T47D scrambled or shNMI cells were 
treated with 10 μ M or 25 μ M cisplatin for 48 hours and MTS was done to measure cell viability. (*p =  .01, 
**p =  .005). (D) T47D NMI silenced cells were treated with 10 μ M cisplatin alone or in combination with 
100 nM rapamycin for 48 hours and MTS was done to measure cell viability (*p =  .001).
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identified a new key modulator of autophagy, NMI, as it was found to enhance autophagy in breast can-
cer as well as change the drug sensitivity profile of these cells.

Recent studies from our group have shed light on the importance of N-myc interactor, and the 
impact of its loss on promoting breast cancer progression13,14,16. NMI was initially described as an inter-
feron gamma inducible protein, and interestingly previously reports have also shown that autophagy 
can be induced by IFNγ  in macrophages43. We observe increased autophagy in breast cancer cells with 
NMI expression restored as determined by increased LC3-II processing along with decreased p62 and 
increased LC3 staining of tumor xenografts of MDA-MB-231-NMI. It is noteworthy that these cells 
show reduced tumor growth rate16. mTOR is the key node of the autophagy regulatory network and 
acts downstream on the ULK1/ATG13/FIP200 complex which is involved in the direct regulation of 
autophagosome biogenesis22. Our previous work has uncovered a significant negative impact of NMI 

Figure 4. NMI affects chemoresistance via DRAM1. (A) Quantitative RT-PCR analysis of T47D NMI 
silenced and MDA-MB-231 NMI cells for DRAM1 and NMI mRNA levels. Data are normalized to GAPDH 
expression and fold changes in expression (log10) are relative to corresponding vector or scrambled control. 
(B) Immunoblot analysis of DRAM1 expression in NMI cells restored for NMI or silenced for NMI, 
GAPDH used as loading control. Full-length blots are presented in Supplementary Figure 9, 10, 11. (C) 
TCGA data was analyzed for trends of NMI and DRAM1 expressions (n =  273, NMI-H and DRAM1-H, 
NMI-L and DRAM1-L) were clustered based on expressions of NMI, DRAM1 and DRAM2 as a control 
(H =  high L =  low). Red =  high; green =  low. (D) T47D scrambled and silenced cells were treated with 
20 μ M cisplatin or DMSO for 24 hours and subjected to immunoblot analysis for DRAM1. Full-length blots 
are presented in Supplementary Figure 12. Fold change determined by densitometry analysis is indicated 
below each lane of corresponding blots. (E) MDA-MB-231 NMI expressing cells transfected with 100 nM 
siRNA to DRAM1 and confirmed for knockdown 48 hours post-transfection. Full-length blots are presented 
in Supplementary Figure 13. (F) MDA-MB-231 NMI cells transfected with 100 nM DRAM siRNA or non-
target control and were subsequently treated with 10 μ M or 25 μ M cisplatin for 48 hours. Cell viability was 
determined by MTS and percent viability is measured as fold change of corresponding vehicle control 
(*p =  .0025, **p =  .0015).
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expression of WNT/β -catenin signaling in breast cancer14,16. GSK3β  is a multifunctional kinase that 
negatively regulates WNT/β -catenin signaling, but has roles in multiple other signaling cascades, one of 
which involves its ability to regulate the TSC1/TSC2 complex upstream of mTOR resulting in inhibition 
of this signaling cascade23,24. We find that NMI maintains GSK3β  in an active state which inactivates 
mTOR signaling and consequently upregulates autophagy.

Autophagy is a process that not only regulates cell survival but also plays an important role as a 
clearance mechanism for proteins and large protein complexes4,7. One of the more interesting aspects 
of NMI’s function is its role in EMT (epithelial-mesenchymal transition) and ability to modulate EMT 
through TGFβ  signaling13. Recent studies of autophagy have shown that it may play a pivotal role in 
EMT by controlled degradation of key regulatory proteins vital to the EMT program. Work by Lv et al. 
found that two master regulators of EMT, Snail and Twist, could be selectivity degraded via the auto-
phagy machinery and not the proteosome when activated by a novel tumor suppressor DEDD44,45. These 
findings elicit some interesting speculation about NMI, regulation of EMT, and autophagy. Regulation 
of the EMT program is a tightly controlled process in which loss of NMI lifts an inhibitory control on 
TGFβ  signaling13. Additionally, it seems likely that induction of autophagy via NMI may be another vital 
element in this process given that master regulators of EMT are susceptible to degradation through the 
autophagy pathway.

While the role of autophagy and its regulation in cancer cells continues to emerge, studies aim to define 
optimal strategies to modulate autophagy for therapeutic advantages. Numerous conflicting reports still 
strive to resolve whether activation or inhibition of autophagy in combination with chemotherapeutic 
agents will yield the optimal treatment response5,37. Here we demonstrate for the first time that NMI is 
able to affect the drug response of breast cancer cells to both doxorubicin and cisplatin, wherein restoring 
NMI expression yields cells more sensitive to these treatments with about a 50% increase in cell death. 
Furthermore, in breast cancer cells that have lost expression of NMI we see a significant resistance to 
treatment. Published reports have shown that in some cases autophagy may also act to sensitize cells 
to cancer killing agents. In renal cell carcinoma small molecule inhibitors were shown to induce death 
through an autophagy dependent mechanism46. Additionally, a study from Seca et al. determined that 
autophagy induction through miR-21 in leukemia increased chemosensitivity47.

We found that NMI levels directly correlated with those of DRAM1 a mediator of autophagy and cell 
death32. DRAM1 encodes a lysosomal membrane protein that is required for the induction of autophagy 
and has also been found to be downregulated across epithelial cancers32. Previous work has shown the 
importance of DRAM1 in mediating the response to cisplatin, specifically; DRAM1 is induced upon 
treatment of breast cancer cells with cisplatin33. In hepatoma the importance of DRAM1 induced auto-
phagy as a viable therapeutic approach has also been demonstrated48. Our current work also highlights 
the importance of DRAM1 mediating cisplatin drug response, but more importantly, the critical role that 
NMI plays in this process, as cells silenced for NMI are not able to upregulate DRAM1 in response to 
cisplatin treatment. Additionally, in cells expressing NMI, silencing of DRAM1 dramatically renders the 
cells resistant to cisplatin. This indicates the importance of NMI and DRAM1 in determining sensitivity 
of breast cancer to cisplatin. An interesting clinical perspective has emerged from our analysis of the 
TCGA database. We clearly notice a significant correlation in co-expression of NMI and DRAM1, which 
supports our cellular observations.

Over the years, multiple studies have looked at platinum based agents in patients with newly diag-
nosed metastatic breast cancer or refractory metastatic breast cancer with a definite focus on TNBC29,30. 
A recent study presented at ASCO 2014 investigated the benefits of cisplatin administration relative to 
paclitaxel in TNBC (NCT01982448) since low dose cisplatin has fewer side effects, including lesser renal 
toxicity28–30. From our cohort of 273 breast cancer patients only 39 represented patients with TNBC. 
This is a small dataset to draw significant conclusions. The recent trends in genomic analysis of patient 
specimens has made it clear that multiple subgroups of patients exist and if this aspect is not carefully 
considered, clinical trials yield a mix of responders and non-responders. Based on our functional and 
mechanistic findings NMI and DRAM1 play key roles in determining the response of breast cancer to 
cisplatin and we suggest that NMI and DRAM1 levels may offer additional parameters towards these 
patient considerations. Overall, our studies highlight the importance of autophagy in breast cancer ther-
apy and the need for continued studies in this complex and diverse aspect of cancer biology.

References
1. Mortimore, G. E. & Schworer, C. M. Induction of autophagy by amino-acid deprivation in perfused rat liver. Nature 270, 

174–176 (1977).
2. Schwartz, A. L., Brandt, R. A., Geuze, H. & Ciechanover, A. Stress-induced alterations in autophagic pathway: relationship to 

ubiquitin system. Am J Physiol 262, C1031–1038 (1992).
3. van Sluijters, D. A., Dubbelhuis, P. F., Blommaart, E. F. & Meijer, A. J. Amino-acid-dependent signal transduction. Biochem J 351 

Pt 3, 545–550 (2000).
4. Ravikumar, B. et al. Mammalian Autophagy at a glance. Journal of Cell Science 122, 1707–1711 (2009).
5. Edinger, A. L. & Thompson, C. B. Death by design: apoptosis, necrosis and autophagy. Current Opinion in Cell Biology 16, 

663–669, doi: 10.1016/j.ceb.2004.09.011 (2004).
6. Mills, K. R. et al. Tumor necrosis factor-related apoptosis-inducing ligand (TRAIL) is required for induction of autophagy during 

lumen formation in vitro. Proc Natl Acad Sci USA 101, 3438–3443, doi: 10.1073/pnas.0400443101 (2004).
7. Backues, S. K. & Klionsky, D. J. Autophagy gets in on the regulatory act. J Mol Cell Biol 3, 76–77, doi: 10.1093/jmcb/mjq033 

(2011).



www.nature.com/scientificreports/

1 0Scientific RepoRts | 5:11995 | DOi: 10.1038/srep11995

8. Bannasch, D., Weis, I. & Schwab, M. Nmi protein interacts with regions that differ between MycN and Myc and is localized in 
the cytoplasm of neuroblastoma cells in contrast to nuclear MycN. Oncogene 18, 6810–6817 (1999).

9. Bao, J. & Zervos, A. S. Isolation and characterization of Nmi, a novel partner of Myc proteins. Oncogene 12, 2171–2176 (1996).
10. Chen, J. et al. Interferon-inducible Myc/STAT-interacting protein Nmi associates with IFP 35 into a high molecular mass complex 

and inhibits proteasome-mediated degradation of IFP 35. J Biol Chem 275, 36278–36284 (2000).
11. Schlierf, B., Lang, S., Kosian, T., Werner, T. & Wegner, M. The high-mobility group transcription factor Sox10 interacts with the 

N-myc-interacting protein Nmi. J Mol Biol 353, 1033–1042 (2005).
12. Zhang, K., Zheng, G. & Yang, Y. C. Stability of Nmi protein is controlled by its association with Tip60. Mol Cell Biochem 303, 

1–8 (2007).
13. Devine, D. J. et al. Loss of N-Myc interactor promotes epithelial-mesenchymal transition by activation of TGF-beta/SMAD 

signaling. Oncogene 33, 2620–2628, doi: 10.1038/onc.2013.215 (2014).
14. Rostas, J. W., 3rd et al. microRNA-29 negatively regulates EMT regulator N-myc interactor in breast cancer. Molecular cancer 13, 

200, doi: 10.1186/1476-4598-13-200 (2014).
15. Samant, R. S. & Shevde, L. A. NMI and EMT. Oncoscience 1, 476–477 (2014).
16. Fillmore, R. A. et al. Nmi (N-Myc interactor) inhibits Wnt/beta-catenin signaling and retards tumor growth. Int J Cancer 125, 

556–564, doi: 10.1002/ijc.24276 (2009).
17. Petherick, K. J. et al. Autolysosomal beta-catenin degradation regulates Wnt-autophagy-p62 crosstalk. EMBO J 32, 1903–1916, 

doi: 10.1038/emboj.2013.123 (2013).
18. Zhang, X. D., Qi, L., Wu, J. C. & Qin, Z. H. DRAM1 Regulates Autophagy Flux through Lysosomes PLoS One 8, doi: 10.1371/ 

(2013).
19. Santner, S. J. et al. Malignant MCF10CA1 cell lines derived from premalignant human breast epithelial MCF10AT cells. Breast 

Cancer Res Treat 65, 101–110 (2001).
20. Mitra, A. et al. Large isoform of MRJ (DNAJB6) reduces malignant activity of breast cancer. Breast cancer research: BCR 10, R22 

(2008).
21. Moscat, J. & Diaz-Meco, M. T. p62 at the crossroads of autophagy, apoptosis, and cancer. Cell 137, 1001–1004, doi: 10.1016/j.

cell.2009.05.023 (2009).
22. Ganley, I. G. et al. ULK1.ATG13.FIP200 complex mediates mTOR signaling and is essential for autophagy. J Biol Chem 284, 

12297–12305, doi: 10.1074/jbc.M900573200 (2009).
23. Laplante, M. & Sabatini, D. M. mTOR signaling at a glance. J Cell Sci 122, 3589–3594, doi: 10.1242/jcs.051011 (2009).
24. Inoki, K. et al. TSC2 integrates Wnt and energy signals via a coordinated phosphorylation by AMPK and GSK3 to regulate cell 

growth. Cell 126, 955–968, doi: 10.1016/j.cell.2006.06.055 (2006).
25. Gewirtz, D. A. The four faces of autophagy: implications for cancer therapy. Cancer research 74, 647–651, doi: 10.1158/0008-

5472.CAN-13-2966 (2014).
26. Gewirtz, D. A. Autophagy and senescence in cancer therapy. Journal of cellular physiology 229, 6–9, doi: 10.1002/jcp.24420 

(2014).
27. Sharma, K., Le, N., Alotaibi, M. & Gewirtz, D. A. Cytotoxic autophagy in cancer therapy. International journal of molecular 

sciences 15, 10034–10051, doi: 10.3390/ijms150610034 (2014).
28. Mayer, E. L. et al. TBCRC030: A randomized, phase II study of preoperative cisplatin versus paclitaxel in patients (pts) with 

BRCA1/2-proficient triple-negative breast cancer (TNBC)—Evaluating the homologous recombination deficiency (HRD) 
biomarker. Journal of clinical oncology: official journal of the American Society of Clinical Oncology 32, 5s, 2014 (suppl; abstr 
TPS1145) (2014).

29. Shamseddine, A. I. & Farhat, F. S. Platinum-based compounds for the treatment of metastatic breast cancer. Chemotherapy 57, 
468–487, doi: 10.1159/000334093 (2011).

30. Silver, D. P. et al. Efficacy of neoadjuvant Cisplatin in triple-negative breast cancer. Journal of clinical oncology : official journal of 
the American Society of Clinical Oncology 28, 1145–1153, doi: 10.1200/JCO.2009.22.4725 (2010).

31. Mondesire, W. H. et al. Targeting mammalian target of rapamycin synergistically enhances chemotherapy-induced cytotoxicity 
in breast cancer cells. Clin Cancer Res 10, 7031–7042, doi: 10.1158/1078-0432.CCR-04-0361 (2004).

32. Crighton, D. et al. DRAM, a p53-induced modulator of autophagy, is critical for apoptosis. Cell 126, 121–134, doi: 10.1016/j.
cell.2006.05.034 (2006).

33. Kerley-Hamilton, J. S., Pike, A. M., Hutchinson, J. A., Freemantle, S. J. & Spinella, M. J. The direct p53 target gene, FLJ11259/
DRAM, is a member of a novel family of transmembrane proteins. Biochim Biophys Acta 1769, 209–219, doi: 10.1016/j.
bbaexp.2007.02.002 (2007).

34. Liu, M. et al. Synergistic killing of lung cancer cells by cisplatin and radiation via autophagy and apoptosis. Oncology letters 7, 
1903–1910, doi: 10.3892/ol.2014.2049 (2014).

35. Chen, H. Y. & White, E. Role of autophagy in cancer prevention. Cancer Prev Res (Phila) 4, 973–983, doi: 10.1158/1940-6207.
CAPR-10-0387 (2011).

36. Condogno, P. & Meijer, A. J. Autophagy and signaling: their role in cell survival and cell death. Cell Death and Differentiation 
12, 1509–1518, doi: 10.1038/sj.cdd.4401751 (2005).

37. Hippert, M. M., O’Toole, P. S. & Thorburn, A. Autophagy in cancer: good, bad, or both? Cancer research 66, 9349–9351, 
doi: 10.1158/0008-5472.CAN-06-1597 (2006).

38. Codogno, P. & Meijer, A. J. Signaling Pathways in Mammalian Autophagy. Eurekah Bioscience 1, 69–80 (2005).
39. White, E. et al. Autophagy regulation in cancer development and therapy. American Journal of Cancer Research 1, 362–372 

(2011).
40. White, E. & DiPaola, R. S. The double-edged sword of autophagy modulation in cancer. Clin Cancer Res 15, 5308–5316, 

doi: 10.1158/1078-0432.CCR-07-5023 (2009).
41. Noh, W. C. Determinants of Rapamycin Sensitivity in Breast Cancer Cells. Clinical Cancer Research 10, 1013–1023, 

doi: 10.1158/1078-0432.ccr-03-0043 (2004).
42. Maycotte, P. et al. Chloroquine sensitizes breast cancer cells to chemotherapy independent of autophagy. Autophagy 8, 200-212, 

doi: 10.4161/auto.8.2.18554 (2012).
43. Gutierrez, M. G. et al. Autophagy is a defense mechanism inhibiting BCG and Mycobacterium tuberculosis survival in infected 

macrophages. Cell 119, 753–766, doi: 10.1016/j.cell.2004.11.038 (2004).
44. Lv, Q., Hua, F. & Hu, Z. W. DEDD, a novel tumor repressor, reverses epithelial-mesenchymal transition by activating selective 

autophagy. Autophagy 8, 1675–1676 (2012).
45. Lv, Q. et al. DEDD interacts with PI3KC3 to activate autophagy and attenuate epithelial-mesenchymal transition in human breast 

cancer. Cancer research 72, 3238–3250, doi: 10.1158/0008-5472.CAN-11-3832 (2012).
46. Turcotte, S. et al. A molecule targeting VHL-deficient renal cell carcinoma that induces autophagy. Cancer cell 14, 90–102, doi: 

10.1016/j.ccr.2008.06.004 (2008).
47. Seca, H. et al. Targeting miR-21 induces autophagy and chemosensitivity of leukemia cells. Current Drug Targets 14, 1135–1143 

(2013).



www.nature.com/scientificreports/

1 1Scientific RepoRts | 5:11995 | DOi: 10.1038/srep11995

48. Liu, K. et al. Phosphorylated AKT inhibits the apoptosis induced by DRAM-mediated mitophagy in hepatocellular carcinoma 
by preventing the translocation of DRAM to mitochondria. Cell death & disease 5, e1078, doi: 10.1038/cddis.2014.51 (2014).

Acknowledgements
USPHS grants CA140472 (RSS) and CA138850 (LAS).

Author Contributions
All authors have read and approved the manuscript. B.J.M., A.M., L.A.S. and R.S.S. contributed to 
the conception and design of this work. B.J.M., A.M. and D.C. were involved in the Development 
of Methodology. B.J.M., A.M. and D.C. were responsible for Acquisition of data. B.J.M., A.M., D.C., 
L.A.S. and R.S.S. performed Analysis and interpretation of data. B.J.M., A.M., D.C., L.A.S. and R.S.S. 
were involved in writing, and/or revision of the manuscript. B.J.M., A.M., D.C., L.A.S. and R.S.S. were 
responsible for administrative, technical, or material support. The overall study supervision was done 
by R.S.S.

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: Metge, B. J. et al. N-Myc and STAT Interactor regulates autophagy and 
chemosensitivity in breast cancer cells. Sci. Rep. 5, 11995; doi: 10.1038/srep11995 (2015).

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 Com-

mons 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/

	N-Myc and STAT Interactor regulates autophagy and chemosensitivity in breast cancer cells
	Introduction
	Materials and Methods
	Cell Culture and Stable Cell Line Generation
	Plasmid Constructs and Transfection
	Western Blotting
	Starvation of Cells
	Drug Treatment and MTS Assay
	Labeling cells with LysoTracker
	Fluorescent Autophagy Detection
	Immunohistochemistry Staining
	TCGA Data analysis
	Statistical Analysis

	Results
	NMI potentiates autophagy
	NMI alters mTOR signaling via GSK3β
	NMI sensitizes cells to Drug Treatment via Autophagy
	NMI modulates DRAM1 and effects Drug Resistance

	Discussion
	Additional Information
	Acknowledgements
	References



 
    
       
          application/pdf
          
             
                N-Myc and STAT Interactor regulates autophagy and chemosensitivity in breast cancer cells
            
         
          
             
                srep ,  (2015). doi:10.1038/srep11995
            
         
          
             
                Brandon J. Metge
                Aparna Mitra
                Dongquan Chen
                Lalita A. Shevde
                Rajeev S. Samant
            
         
          doi:10.1038/srep11995
          
             
                Nature Publishing Group
            
         
          
             
                © 2015 Nature Publishing Group
            
         
      
       
          
      
       
          © 2015 Macmillan Publishers Limited
          10.1038/srep11995
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep11995
            
         
      
       
          
          
          
             
                doi:10.1038/srep11995
            
         
          
             
                srep ,  (2015). doi:10.1038/srep11995
            
         
          
          
      
       
       
          True
      
   




