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and immune evasion via YAP/PD-L1 suppression 
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Abstract 

Background: Recently genome-based studies revealed that the abnormality of Hippo signaling is pervasive in TNBC 
and played important role in cancer progression. RING finger protein 31 (RNF31) comes to RING family E3 ubiquitin 
ligase. Our previously published studies have revealed RNF31 is elevated in ER positive breast cancer via activating 
estrogen signaling and suppressing P53 pathway.

Methods: We used several TNBC cell lines and xenograft models and performed immuno-blots, QPCR, in vivo studies 
to investigate the function of RNF31 in TNBC progression.

Result: Here, we demonstrate that RNF31 plays tumor suppressive function in triple negative breast cancer (TNBC). 
RNF31 depletion increased TNBC cell proliferation and migration in vitro and in vitro. RNF31 depletion in TNBC 
coupled with global genomic expression profiling indicated Hippo signaling could be the potential target for RNF31 
to exert its function. Further data showed that RNF31 depletion could increase the level of YAP protein, and Hippo 
signaling target genes expression in several TNBC cell lines, while clinical data illustrated that RNF31 expression corre-
lated with longer relapse-free survival in TNBC patients and reversely correlated with YAP protein level. The molecular 
biology assays implicated that RNF31 could associate with YAP protein, facilitate YAP poly-ubiquitination and degrada-
tion at YAP K76 sites. Interestingly, RNF31 could also repress PDL1 expression and sensitive TNBC immunotherapy via 
inhibiting Hippo/YAP/PDL1 axis.

Conclusions: Our study revealed the multi-faced function of RNF31 in different subtypes of breast malignancies, 
while activation RNF31 could be a plausible strategy for TNBC therapeutics.
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Highlights 

1. RNF31 restrains cancer cell progression in TNBC.

2. RNF31 regulates YAP protein stability via promoting YAP K48-linked poly-ubiquitination.

3. RNF31 represses immune evasion via suppressing YAP/PD-L1 axis in TNBC.

Keywords: TNBC, RNF31, YAP, PD-L1, Stability, Immune evasion

Background
Breast cancer is the leading cause for female malignancies 
and ranks NO.2 in women cancer mortality [1]. Accord-
ing to the molecular classification, breast cancer can be 
divided into Luminal A type, Luminal B type, HER2 over-
expression (Human Epidermal Growth Factor Recep-
tor 2) and triple negative breast cancer (TNBC). TNBC 
accounts for about 15 to 20% of all breast cancers. It is 
the most malignant and aggressive type of breast cancer 
and is prone to early recurrence and metastasis [2, 3]. 
Importantly, since a lack of effective therapeutic inhibi-
tors, such as tamoxifen for luminal types of breast cancer 
and Herceptin for HER2 over-expression breast cancer, 
TNBC treatment is still highly dependent on chemo-
therapy [4]. Therefore, the understanding of underlying 
mechanisms for TNBC carcinogenesis and progression is 
especially significant for the development of novel thera-
peutic strategies [5]. The definition of TNBC is based on 
an exclusive conception, which is none-hormone recep-
tors and none-HER2 expression breast cancers [5]. Thus, 
TNBC includes a series of unclassified and highly het-
erogeneous breast malignancies, making it a big prob-
lem to discover certain molecular markers as therapeutic 
targets.

RNF31 (RING finger protein 31; HOIP; ZEBRA) was 
firstly discovered in 2004 from breast cancer MCF-7 
cells, which contained several functional domains includ-
ing ZNF-RBZ domain, UBA (Ubiquitin binding associ-
ated) domain and RBR (RING-IBR-RING) domain [6]. 
The RBR domain was regarded as the functional domain 
to exert its ubiquitin ligase activity. RNF31 was widely 
expression in several human tissues including muscle and 
heart. RNF31 whole knockout mice could lead to embry-
onic death due to the failure of angiogenesis, indicating 
its important role in tissue homeostasis [7]. RNF31 has 
been shown to be involved in the progression of several 
human malignancies. For example, RNF31 could form 
the linear ubiquitin assembly complex (LUBAC) together 
with RBCK1, SHARPIN and facilitate the activation of 
NF-κB and B cell lymphoma progression [8]. Further-
more, RNF31 also protects B cells from DNA damage-
induced cell death [9]. Besides, RNF31 could facilitate 
pancreatic tumor evading from CD8+ T cell killing [10]. 
In breast cancer, our previously published research 

studies have revealed that RNF31 could facilitate ER pos-
itive breast cancer tumor growth via inhibiting P53 sign-
aling and activating estrogen signaling [11, 12].

Since the oncogenic function of RNF31 has been 
explored in ER positive breast cancer, we further focus 
on the function of RNF31 in TNBC cells. Surprisingly, 
RNF31 depletion didn’t lead to TNBC cell inhibition, 
but showed even more aggressive phenotypes, which 
indicated it as a tumor suppressive player in TNBC. Our 
RNA sequencing data revealed the possible link between 
RNF31 and Hippo/YAP axis in TNBC. Further molecular 
biology studies demonstrated that YAP was a substrate 
for RNF31 to exert its E3 ubiquitin ligase function. Our 
study revealed a tumor suppressive role of RNF31 to YAP 
protein ubiquitination and stability, which controlled 
the transcriptional regulation of Hippo target genes and 
TNBC progression.

In recent years, with the great success of cell surface 
programmed death receptor-1 (PD-1) monoclonal anti-
body therapy in melanoma, immunotherapy has become 
central issue in malignant tumors therapy [13]. Breast 
cancer progression is related to tumor immune microen-
vironment and immune escape. The immune checkpoint 
blockade molecules, such as PD-L1, repress CD8 + T-cell 
cytotoxicity to facilitate immune evasion [14]. PD-L1 is a 
hinge immune checkpoint molecule, which together with 
PD-1 exerts a significant function in the clinics for TNBC 
[15, 16]. Previously published studies have revealed 
that PD-L1 is regulated by various factors. For exam-
ple, c-MYC can directly bind to the promoter region 
of PD-L1 to increase its transcription [17], while YAP/
TEAD promotes the transcription of PD-L1 by binding to 
the enhancer region of PD-L1 [18–20]. Our studies fur-
ther certified RNF31 could repress immune evasion via 
YAP/PD-L1 axis suppression in Triple Negative Breast 
Cancer.

Materials and methods
Cell lines
The cell lines MDAMB231, BT549, 4 T1 and the 
HEK293T were purchased from the American Type 
Cell Culture Collection (ATCC). MDAMB231 and 
HEK293T cells were cultured with DMEM (41965, Life 
Technologies). BT549 and 4 T1 cells were cultured with 
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RPMI-1640 (42401, Life Technologies). All cell lines were 
supplemented with 10% FBS (10270, Life Technologies) 
and maintained with 1% penicillin/streptomycin (C0222, 
Beyotime) with 5% CO2 at 37 °C, and were digested and 
passaged according to ATCC recommendations. The 
PowerPlex 21 system was used to profile all cell lines and 
validate their certification and authenticity.

Plasmids, siRNA and reagents
Plasmids were transfected with Lipo2000 (11,668,019, 
Thermo) based on manufacturer’s instructions. siRNA 
was transfected with Lipofectamine RNAiMAX 
(13,778,150, Thermo) based on manufacturer’s instruc-
tions. The Flag-RNF31, HA-Ub, HA-Ub-K48, HA-Ub-
K63, HA-K48R and HA-Ub-KO plasmids were obtained 
from plasmid were used in our previous study [11]. The 
RNF31 deletion constructs were purchased from HAN-
BIO Biological (Shanghai, China). The Myc-YAP, YAP 
truncation mutants, lysine mutation YAP and TEAD-
reporter plasmids were kindly gifted by Xiaofeng Zhou 
[21]. The pLVX-RNF31 were constructed by cloning an 
RNF31 PCR fragment into the pLVX-EF1a-ZsGreen 
vector digested via EcoRI and NotI by T4 DNA ligase. 
We cloned an 800 bp fragment of human genomic 
DNA around the YAP–TEAD binding site in the 13-kb 
upstream from the PD-L1 gene into pGL4.26 luciferase 
vector (Promega). The human RNF31 target sequences 
(siRNA, GenePharma) were as follows: siRNA#1: GCG 
AUU AUA UGG CUA CAC A, UGU GUA GCC AUA 
UAA UCG C； siRNA#2: GGC GUG GUG UCA AGU 
UUA A, UUA AAC UUG ACA CCA CGC C；.

siRNA#3: UGA ACA UCC UGG AGA AAU AUU, UAU 
UUC UCC AGG AUG UUC AUU.

The human YAP target sequence (siRNA, GeneP-
harma) was as follows: GCU CAU UCC UCU CCA 
GCU UTT; AAG CUG GAG AGG AAU GAG CTT. 
The negative control (siRNA, GenePharma) was as fol-
lows: UUC UCC GAA CGU GUC ACG U; ACG UGA 
CAC GUU CGG AGA A. Some key reagents are pro-
vided below: Verteporfin were purchased from MCE 
(Cat. No. HY-B0146); Adezmapimod (SB 203580) were 
obtained from MCE (Cat. No. HY-10256); MG132 and 
Cycloheximide (CHX) were purchased from MCE (Cat. 
No. HY-13259) and MCE (Cat. No. HY-12320).

Quantitative real‑time PCR
Quantitative real-time PCR were measured as described 
[22]. Primers used were as follows: RNF31 5′-GAG CCC 
CG AAA CTA CCT CAA C′; 5′-CTT GAC ACC ACG 
CCA GTA CC-3′. CTGF: 5′-CAG CAT GGA CGT TCG 
TCT G-3′; 5′-AAC CAC GGT TTG GTC CTT GG-3′. 
CYR61: 5′-GGT CAA AGT TACC GGG CAG T-3′; 5′- 
GGA GGC ATC GAA TCC CAG C-3′. 36B4: 5′-CGA 

CCT GGA AGT CCA ACT AC-3′; 5′-ATC TGC TGC 
ATC TGC TTG-3′.

Coimmunoprecipitation (co‑IP) assay and Western blot
Cells were lysed with Western and IP lysis buffer (P0013J, 
Beyotime) with a protease inhibitor cocktail (Roche). 
Total cell lysates were incubated with 30 μl of Protein 
Agarose (Beyotime, P2012) and IgG (Beyotime, 1:50) 
for preclearing 2 h at 4 °C, and immunoprecipitation was 
then performed with an indicated antibody for 4 h at 4 °C. 
As a negative control, Rabbit IgG (Beyotime, A7016, 1:50) 
or Moues IgG (Beyotime, A7028, 1:50) was used. Separa-
tion of proteins by SDS-polyacrylamide gel electropho-
resis (PAGE) and transfer to nitrocellulose membranes 
(Millipore) were carried out. The antibodies were used as 
follows: anti-RNF31 (ab125189, Abcam, 1:2000); anti-HA 
(MMS-101R, COVANCE, 1:2000); anti-Flag (20543–1-
AP, Proteintech, 1:2000); anti-YAP (14,074, Cell Signal-
ing Technology, 1:2000; SC-101199, Santa Cruz, 1;500); 
PD-L1 (13,684, Cell Signaling Technology; 66,248–1-Ig, 
Proteintech); anti-Tubulin (11224–1-AP, Proteintech, 
1:5000); anti-Histone-H3 (17168–1-AP, Proteintech, 
1:1000) anti-Myc (Ab9106, Abcam, 1:2000); and anti-β-
actin (8H10D10, Cell Signaling Technology, 1:10000). 
AffiniPure goat anti-mouse peroxidase-conjugated anti-
body IgG-HRP (A0216, Beyotime, 1:5000) or goat anti-
rabbit IgG-HRP (A0208, Beyotime, 1；5000) secondary 
antibodies was incubated with the membranes after three 
washes with PBST. The signals were detected with the 
ECL Kit (Meilunbio, #MA0186).

Transwell, EdU and wound healing assay
MDAMB231 cells and BT549 cells were transfected with 
siRNF31 or sControl. The method of transwell assay, 
EdU assay and wound healing assay were measured as 
described [23, 24].

Immunofluorescence assay
4% paraformaldehyde was used to fix MDAMB231 cells 
for 15 min, 0.25% Triton X-100 to permeabilize them for 
15 min, and 3% BSA to block them for 1 h at room tem-
perature. The rabbit anti-RNF31 antibody (ab125189, 
Abcam, 1:400), mouse anti-YAP antibody (SC-101199, 
1:200) and mouse anti-PD-L1 antibody (1:400, 66,248–1-
Ig, Proteintech) were used. The Alexa Flour 647 (Invitro-
gen) anti-mouse or Alexa Flour 488 anti-rabbit secondary 
antibodies (Invitrogen). The nuclei were stained with 
DAPI (Beyotime). Samples with only secondary anti-
bodies and no primary antibodies were used as negative 
controls. Images were captured with a Nikon A+ laser 
scanning confocal system.
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Immunohistochemistry
The streptavidin-peroxidase-biotin (SP) immunohisto-
chemical method was used to measure RNF31 and YAP 
protein expression in 52 TNBC breast tissues. For pri-
mary antibodies, sections of tissues were incubated with 
RNF31 (ab125189, Abcam, 1:200) or YAP (14,074, Cell 
Signaling Technology, 1:200) antibodies overnight at 4 °C, 
while sections of xenografts from BALB/c mice with rat 
monoclonal anti-CD8 (eBioscience, 1:200). Immunoreac-
tivity was measured as depicted in previous paper [25]. 
This usage of clinical samples was reviewed and approved 
by the Ethical Board at Shandong University with written 
informed consent from all the patients.

Flow cytometric analyses
MDA-MB-231 and BT549 cells were transfected with 
siRNF31 or siControl. 48 hours after transfection. For 
apoptosis analysis, the cells were treated following the 
Apoptosis Detection Kit (A211–01, Vazyme). For CD44/
CD24 analysis, the cells were digested and then washed 
with PBS (with 1% FBS) for 3 times, then resuspension 
in 100 μl PBS, and then stained with anti-CD44-PE (BD, 
1:500) and anti-CD24-FITC (BD, 1:500). The samples 
were then washed by PBS 3 times and finally re-sus-
pended in 400 μl PBS. For membrane PD-L1 analysis, 
the cells were digested and stained with PD-L1 anti-
body according to PD-L1 antibody (13,684, Cell Signal-
ing Technology). The CD45 analysis was performed on 
tumor tissue samples from mice after they were washed 
with PBS, minced, and treated with a digestive solution 
containing 95% RPMI 1640, 2% FBS, 1% collagenase IV, 
and 1% DNase I and 1% Dispase II at 37 °C. Then, single 
cells were centrifuged (200 rpm for 30 min) and stained 
with anti-mouse CD45 eFluor 450 (B220, 48–0452-
82). The data was analyzed using a Beckman FACS flow 
cytometer.

Tumorigenesis essay
Specific pathogen-free (SPF) conditions were maintained, 
with an approximately 12 h light/12 h dark cycle, and free 
access to food and water were provided for all animals. 
6-week-old female BALB/c nude mice and BALB/c mice 
were purchased from Beijing Vital River Laboratory Ani-
mal Technology Co., Ltd. BALB/c nude mice (n = 6 for 
each group) were injected with 3 ×  106 MDAMB231 cells 
in 100 μl PBS subcutaneously. 5 ×  106 4 T1 cells in 100 μl 
PBS with 50 μl Matrixgel Basement Membrane Matrix 
(BD Biosciences) were injected into the BALB/c mam-
mary fat fad. Tumor growth of 4 T1 cells in BALB/c mice 
treated with mPD-L1 antibody ((Bio X Cell, 10F.9G2)) or 
IgG ((Bio X Cell) as indicated. Tumors were measured at 
the indicated time points (n = 6 mice per group). Tumor 

volume was calculated by formula volume = length× 
 (width2)/2. All animal protocols in this study were 
approved from the Animal Care and Use Committee of 
Xinxiang Medical University.

Poly‑ubiquitination assay
To directly detect K48 ubiquitinated and total ubiquit-
inated YAP enriched in cell extracts, HA-K48 ubiquit-
inated or HA-Ub plasmids, Myc-YAP and Flag-RNF31 or 
Flag-Vectors were transfected into HEK293T cells. After 
24 hours, 10 μM MG132 was added to the cells for treat-
ing 8 hours. Then, cells were lysed with Western and IP 
lysis buffer (P0013J, Beyotime) with a protease inhibitor 
cocktail (Roche). Total cell lysates were incubated with 
30 μl of Protein Agarose (Beyotime, P2012) for preclear-
ing 2 h at 4 °C, and immunoprecipitation was then per-
formed with anti-YAP antibody (14,074, Cell Signaling 
Technology) or Rabbit IgG (Beyotime, A7016) for 4 h 
at 4 °C. Western blot was performed with anti-HA anti-
body to detect YAP total polyubiquitinated or YAP K48 
polyubiquitinated.

Chromatin immunoprecipitation (ChIP)
By reviewing Zanconato; et al. preserved ChIP-Seq data 
(GSE66081 [26]) and referring to Min Hwan Kim; et  al. 
[18]. We designed a pair of primers for ChIP analy-
sis targeting the narrow peak of TEAD4 binding 13-kb 
upstream of PD-L1 transcription start site. Primers were 
used as follows: 5′-CAT CGG GAT TAC CAC GCT 
GA-3′ and 5′-TTC GTT CCA TTA GAG CGC GT-3′. 
ChIP assay was executed in indicated MDAMB231 cells 
according to the Magna ChIP A/G kit (17–10,085, Sigma-
Aldrich) instructions. Sheared chromatin was immuno-
precipitated by IgG or anti-Myc antibody at 4 °C for 12 h. 
YAP binding with the 13-kb upstream site was detected 
by quantitative PCR using SYBR Green qPCR assay 
(639,676, TaKaRa).

Dual‑luciferase reporter assay
The Dual-Luciferase Reporter Assay System (E1910, 
Promega, United States) was used to detect Luciferase 
activity. The cells were transfected with the TEAD lucif-
erase reporter or pGL4.26-YAP–TEAD binding site and 
the Renilla plasmid. After 24 hours, cells were lysis, and 
luciferase activity was detected. A GloMax-Multi Jr. (Pro-
mega-GloMax Promega, USA) was used to detect lucif-
erase activity.

Publicly available clinical data analysis
Analysis of the expression of RNF31 was carried out with 
data for 1080 breast cancer samples from the TCGA 
database. Expression in ER positive, HER2-positive, 
and triple-negative breast cancer tissues and normal 
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tissues were analyzed with GraphPad Prism 9. Analysis 
of RNF31 and YAP with clinical prognosis was analyzed 
by KMPLOT database (https://kmplot.com). RNF31 
RNA-seq data were downloaded from the GEO datasets 
(GSE218406). For CORDENONSI YAP CONSERVED 
SIGNATURE gene sets were used and downloaded from 
the GSEA Molecular Signatures Database. GSEA was 
implemented by GSEA 4.3.2 software.

Statistical analysis
Statistical analyses were carried out and created using 
GraphPad Prism 9 software. All the data are showed 
with the mean ± standard deviation (SD) for at least 3 
independent experiments. P value< 0.05 was considered 
to indicate statistically significant using two-tailed Stu-
dent’s t test and Chi-square test. *P  < 0.05, **P  < 0.01, 
***P < 0.001.

Result
RNF31 restrains cancer cell progression in TNBC
We firstly examined several cancer cell phenotypes in 
two TBNC cell lines, including MDAMB231, BT549 
and HS578T (Fig. 1A). The knocking down efficiency of 
RNF31 in MDAMB231, BT549 and HS578T cells were 
shown in Fig. 1B, 1C and Fig. S1A. RNF31 overexpression 
efficiency in MDAMB231 cells was shown in Fig.  1D. 
The trans-well assay showed that RNF31 depletion could 
enhance TNBC migration capacity in MDAMB231, 
BT549 and HS578T cells (Fig. 1E-1F, S1B-C). Researchers 
have suggested that CD44+/CD24- breast CSCs could 
play a dominant role in TNBC recurrence, thanks to 
their potent self-renewal and differentiation abilities [27]. 
RNF31 depletion coupled with flowcytometry analysis 
indicated that RNF31 depletion could increase the pop-
ulation of CD24−/CD44+ cells in MDAMB231, BT549 
and HS578T cells (Fig. 1G-1H, S1D-E). We further inves-
tigated the effect of RNF31 in cell early apoptosis. The 
Propidium Iodide (PI) coupled with Annexin V staining 

showed that RNF31 depletion inhibited cancer cell apop-
tosis in MDAMB231, BT549 and HS578T cells (Fig.  1I-
1J, S1F-G). RNF31 depletion further enhanced the ability 
of TNBC to migrate according to the wound-healing 
assay (Fig.  1K-1L, S1H-I). RNF31 depletion increased 
proliferation in MDAMB231, BT549 and HS578T cells 
as determined by the EdU incorporation assay (Fig. 1M-
1N, S1J-K). Then we further checked RNF31 function 
in conjunction with siRNF31 in MDAMB231 cells. The 
data showed that RNF31 overexpression could bring 
back the protein level of YAP in RNF31 knocking down 
background (Fig.  1D). The trans-well assay showed that 
RNF31 overexpression could reduce the migration capac-
ity in RNF31 knocking down background (Fig. 1O). The 
EdU staining showed that RNF31 overexpression could 
reduce the number of EdU positive cells in RNF31 knock-
ing down background (Fig. 1P). Besides, in RNF31 knock-
ing down background, RNF31 overexpression could 
decrease the proportion of CD44+/CD24- breast cancer 
cells (Fig. 1Q). In the apoptotic assay, RNF31 overexpres-
sion could increase the proportion of apoptotic cells in 
RNF31 knocking down background (Fig. 1R). The xeno-
graft mouse model to study the role of RNF31 in  vivo 
confirmed that overexpression of RNF31 could reduce 
the growth rate of tumors in vivo (Fig. 1S-V). Overall, all 
these data demonstrated the inhibitory role of RNF31 in 
TNBC progression.

RNA sequence and clinical data analysis reveals the link 
between RNF31 and hippo pathway in TNBC
To analysis the potential regulation mechanism of 
RNF31 in TNBC, we depleted RNF31 in MDAMB231 
cells (GSE218406). The volcano plot analysis indicated 
RNF31 depletion significantly facilitated Hippo path-
way classical target genes expression, including CTGF, 
SGK1 and CYR61 .et (Fig.  2A). Our RNA sequence 
data showed that in MDAMB231 cells RNF31 could 
increase CTGF and CYR61 mRNA level (3.87 folds and 

(See figure on next page.)
Fig. 1 RNF31 restrains cancer cell progression in TNBC (A) Experimental scheme to test cell biological function. (B‑D) Western blot detecting of 
RNF31 expression in MDAMB231 and BT549 cells exposed to indicated methods. (E‑F and O) Transwell assay (left panel) of MDAMB231(E) and 
BT549(F) cells. Right panel shows quantification of transwell assay results. Scale bar 100 μm. (G-H and Q) FACS analysis (left panel) was performed 
on the MDAMB231 and BT549 cells to detect the proportion of CD44 + CD24-cells. Right panel shows quantification of CD44 + CD24- proportion. 
(I-J and R) FACS analysis (left panel) was performed on the MDAMB231and BT549 cells to detect the proportion of apoptotic cells. The cells were 
incubated with PI and Annexin V. Right panel shows quantification of apoptosis proportion. (K‑L) Wound healing assay (left panel) of MDAMB231(K) 
and BT549(L) cells migration capability following transfected with indicated treatment. Quantification of wound closure at the specified points in 
time. Right panel shows quantification of wound healing results. (M‑N and P) Representative images (left panel) of EdU assays in MDAMB231and 
BT549 cells transfected with indicated treatment. EdU-positive cells, red; cell nuclei, blue. Right panel shows quantification of Edu results. Scale bar 
100 μm. (S) Representative image of tumor derived from BALB/c nude mice injected with Myc or Myc-RNF31 stably transfected MDAMB231 cells 
is followed as indicated. (T‑U) The tumor volume (T) and weight (U) in BALB/c nude mice subcutaneously inoculated Myc or Myc-RNF31 stably 
transfected MDAMB231 cells. (V) Western blot detecting of RNF31 expression in tumor tissues in nude mice injected with Myc or Myc-RNF31 
stably transfected MDAMB231 cells. The results are representative of 3 independent experiments in panel B-R. The results are representative of 5 
independent experiments in panel S-U. β-actin was engineered to the internal reference for Western blot. The data are presented as mean ± SDs. 
*P < 0.05, **P < 0.01, ***P < 0.001 (Student’s t test)

https://kmplot.com
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Fig. 1 (See legend on previous page.)
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3.1 folds respectively, fig. S2A). The top enriched path-
ways include MAPK pathway, Neutrophil extracellular 
trap formation pathway, Alcoholism pathway, Systemic 
lupus erythematosus pathway, Transcriptional mis-reg-
ulation in cancer and Hippo pathway (Fig.  2B). How-
ever, Neutrophil extracellular trap formation pathway, 
Alcoholism pathway and Systemic lupus erythemato-
sus pathway, do not relevant to breast cancers, which 
sometimes happens that certain pathways do not fit to 
the research models. For the other two items including 
MAPK pathway and Transcriptional mis-regulation in 
cancer, we think these two pathways are so general for 
cancers and a lack of specificity. As we know, almost 
every regulation mechanism in cancers could cause the 
change of MAPK pathway and transcriptional regu-
lation. Thus, Hippo signaling is the specific pathway 
left, which we can dig into. Besides, we did validate the 
function of RNF31 in MAPK pathway, which showed 
that phosphor-P38 was increased by RNF31 depletion 
(Supplementary Fig.  2B). The specific inhibitor of p38 
MAPK SB203580 could at least partially rescue the 
progression phenotypes, which were caused by RNF31 
depletion (Supplementary fig. 3H-M).

The GESA (Gene Enrichment Signature Analysis) 
showed that the activated YAP conserved gene signa-
ture was globally increased in RNF31 depletion condi-
tion, NES = 1.72 (Fig.  2C). The heat-map from RNF31 
depletion showed numerous Hippo target genes were 
promoted under siRNF31 conditions in MDAMB231 
cells (Fig.  2D). Interestingly, RNF31 was elevated in 
ER+ breast cancer, but its expression was decreased in 
TNBC compared with normal breast tissue in TCGA 
database (Fig.  2E), which consistent with our previ-
ous study [11, 12]. We further analyzed the expression 
of RNF31 with relation to survival in TNBC patients, 
which showed that RNF31 expression correlated with 
longer relapse-free survival (RFS) in TNBC, while YAP 
correlated with poor RFS in TNBC (Fig. 2F-2G). Further 

immunohistochemistry analysis based on 52 cases of 
TNBC samples showed the reverse protein correlation 
between RNF31 and YAP (Fig. 2H-2I).

We further depleted RNF31 in MDAMB231, BT549 
and HS578T cells to confirm its biological link to Hippo 
signaling. The data showed that RNF31 depletion could 
increase both YAP total protein level and phosphoryl-
ated YAP protein level (S127) (Fig. 2J, K, S2C). The gene 
expression analysis showed that RNF31 depletion could 
further increase Hippo target gene expression, including 
CTGF and CYR61 in MDAMB231, BT549 and HS578T 
cells (Fig.  2M, N, S2D), while RNF31 overexpression 
could inhibit these gene expression (Fig. 2O). The Lucif-
erase reporter experiment showed that RNF31 deple-
tion in MDAMB231, BT549 and HS578T cells increased 
TEAD response element activity (Fig. 2P, Q, S2E), while 
RNF31 overexpression inhibited TEAD response element 
activity in MDAMB231 cells (Fig. 2R). Besides, we exam-
ined the YAP mRNA level under RNF31 depleted con-
ditions in three TNBC cell lines. The data showed that 
RNF31 had no effect on YAP mRNA level, which might 
indicate that RNF31 affected YAP protein level via post-
translational regulation (Supplementary Fig. 2F-H).

RNF31 restrains TNBC cell progression via hippo/YAP axis
To confirm the biological link between pathway regu-
lation and cancer phenotypes, we further carried out 
several rescue experiments. The immuno-blotting data 
showed that RNF31 knocking down enhanced the pro-
tein level of YAP, which could be brought back by further 
YAP depletion (Fig.  3A). The QPCR data indicated that 
the Hippo target genes, which were increased by RNF31 
depletion, could be rescued by further YAP deple-
tion (Fig.  3B). In the trans-well assay, RNF31 depletion 
enhanced invasion capacity in MDAMB231 cells, which 
effect could be partially rescued by further YAP depletion 
(Fig. 3C-D). In the EdU assay, RNF31 depletion increased 
the numbers of EdU positive cells, which could be further 

Fig. 2 RNA sequence and clinical data analysis reveals the link between RNF31 and Hippo pathway in TNBC. A Volcano map of RNA-seq data from 
MDAMB231 cell lines treated with siControl or siRNF31. The volcanic map analysis showed that CTGF、CYR61 SGK1.et genes downstream of YAP 
were significantly up regulated in the RNF31 depletion group. Threshold P < 0.05 and fold change> 2 is set as screening criteria. B Top 10 KEGG 
pathway enriched by differentially up-regulated genes in RNA-seq data of RNF31 depletion group. Threshold P < 0.05. C Gene set enrichment 
analysis (GSEA) of RNA-seq data from MDAMB231 cell lines treated with siControl or siRNF31. The gene sets of CORDENONSI YAP CONSERVED 
SIGNATURE were enriched in the RNF31 depletion group. Threshold P < 0.05. D Heatmap of YAP related genes in RNA-seq data from MDAMB231 
cell lines treated with siControl or siRNF31. Threshold P < 0.05 and fold change> 1.5. E The expression distribution of RNF31 in Luminal A, Luminal 
B, HER2 positive and TNBC tissues and normal tissues from TCGA database (https:// tcga- data. nci. nih. gov). F‑G Kaplan-Meier map of progression 
free survival of RNF31 and YAP in triple negative breast cancer patient. (http:// kmplot. com/ analy sis/). H‑I Immunohistochemistry (IHC) detecting 
RNF31 and YAP expression in TNBC tissues. Scale bar 50 μm. Chi-square test to detect of RNF31 correlation with YAP in 52 TNBC tumor samples 
(I). J‑L Western blot results displaying the protein level of YAP, YAP P-S127 and RNF31 in cell lines transfected with either indicated treatment. 
M‑O RT–qPCR results of CTGF and CYR61 mRNA expression in cell lines transfected with either indicated treatment. P‑R Measurement of TEAD 
transcriptional activity in cells using luciferase assays using reporters that contain tandem TEAD binding sites. The results are representative of 3 
independent experiments in panel J-R. β-actin was engineered to the internal reference for Western blot. The data are presented as mean ± SDs. 
**P < 0.01, ***P < 0.001 (Student’s t test)

(See figure on next page.)

https://tcga-data.nci.nih.gov
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reduced via YAP depletion (Fig.  3E-3F). RNF31 deple-
tion decreased cell early apoptosis in MDAMB231 cell, 
while further YAP silencing could further increase cell 
apoptosis (3G-3H). The wound healing assay showed 

that the migration capacity was significantly promoted 
in MDAMB231 cells after RNF31 depletion, which effect 
could be partially rescued by further YAP knocking down 
(Fig.  3I-3J). RNF31 silencing could also promote the 

Fig. 2 (See legend on previous page.)
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Fig. 3 RNF31 restrains TNBC cell progression via Hippo/YAP axis. A Western blot detecting of YAP and RNF31 expression in MDAMB231 cell exposed 
to siControl or siRNF31 or siRNF31 + siYAP for 48 h, respectively. B RT–qPCR results of CTGF and CYR61 mRNA expression in MDAMB231 cell line 
exposed to indicated treatment. C‑D Transwell assay (left panel) of MDAMB231 cells transfected with indicated treatment. Right panel shows 
quantification of transwell assay results. Scale bar 100 μm. E‑F Representative images (left panel) of EdU assays in MDAMB231 cell transfected with 
indicated treatment. EdU-positive cells, red; cell nuclei, blue. Right panel shows quantification of Edu results. Scale bar 100 μm. G‑H FACS analysis 
(left panel) was performed on the MDAMB231 cell to detect the proportion of apoptotic cells. I‑J Wound healing assay (left panel) of MDAMB231 
cell migration capability. K‑L FACS analysis (left panel) was performed on the MDAMB231 cell to determine the proportion of CD44 + CD24-cells. 
M Representative image of tumor derived from BALB/c nude mice injected with indicated stably transfected MDAMB231 cells. N‑O The tumor 
volume (N) and weight (O) in BALB/c nude mice subcutaneously inoculated with indicated stably cells. P Western blot detecting of YAP and 
RNF31 expression in tumor tissues in BALB/c nude mice injected with indicated stably cells. Q Representative image of In vivo lung metastasis 
of indicated MDAMB231 cells. R‑S Representative HE stains pictures of lung sections of indicated MDAMB231 cells. Arrows indicate metastatic 
nodules (R). Quantification of metastatic lung nodules (S). The results are representative of 3 independent experiments in panel A-L. The results are 
representative of 6 independent experiments in panel M-Q. The results are representative of 4 independent experiments in panel Q-S. β-actin was 
engineered to the internal reference for Western blot. The data are presented as mean ± SDs. *P < 0.05, **P < 0.01, ***P < 0.001 (Student’s t test)
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Fig. 4 RNF31 interacts with YAP and inhibits its protein stability. A Immunofluorescence imaging of RNF31 (Green), YAP (Red) and DAPI (blue) 
in MDAMB231 cell, scale bar 30 μm. B Western blot detecting of YAP and RNF31 protein localized in the MDAMB231 cell. Subcellular protein 
fractionation kit was used for cytoplasm and nucleus separation. Tubulin and Histone3 were engineered to cytoplasm and nucleus controls. C 
Co-IP assay revealed the association between endogenous RNF31 and YAP protein in MDAMB231 cell. D‑E Schematic diagram to show wild-type 
and truncated RNF31 and YAP constructs used in this study. F Representative immunoblots to show the interaction between RNF31, and WT or 
truncated YAP as indicated assessed by immunoprecipitation (IP) with RNF31 (anti-Flag). G Representative immunoblots to show the interaction 
between YAP and WT or truncated RNF31 as indicated assessed by immunoprecipitation (IP) with YAP (anti-Flag). H‑I Western blot detecting of 
YAP and RNF31 protein level in MDAMB231 and HEK293T cells in indicated treated. 10 μM MG132 was added to cells for 8 h before fractured for 
western-blot assays. J‑M and O‑P Western blot detecting of YAP protein half-life in MDAMB231 and HEK293T cell. 100 μmol/L CHX was added to 
cells for indicated time periods before fractured for western-blot assays. N Western blot detecting of YAP and RNF31 protein level in HEK293T cell 
transfected with either Flag or Flag-RNF31 or Flag-RNF31 R1/2M plasmid. The results are representative of 3 independent experiments. β-actin was 
engineered to the internal reference for Western blot. The data are presented as mean ± SDs. **P < 0.01 (Student’s t test)
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proportion of CD24−/CD44 + cells, which could be res-
cued by YAP depletion (Fig. 3K-3L).

We further utilized different concentration of verte-
porfin (VP) to carry out a series of assays. The data 
showed that verteporfin could effectively decrease YAP 
protein level in dose dependent manner (Supplementary 
fig. 3A). In the trans-well assay, verteporfin effect could at 
least partially reverse the increased migrated cells in dose 
dependent manner, which was caused by RNF31 silence 
(Supplementary fig. 3B-C). In the apoptosis assay, we can 
observe that RNF31 could decrease the number of apop-
totic cells, while verteporfin treatment could at least par-
tially reverse this effect (Supplementary fig. 3D-E). In the 
EdU incorporation assay, we found that verteporfin effect 
could at least partially reverse the increased number of 
proliferation cells caused by RNF31 silence (Supplemen-
tary fig. 3F-G).

The xenograft mice model indicated that RNF31 
overexpression could inhibit TNBC tumor growing 
in MDAMB231 cells, while further YAP overexpres-
sion could at least partially rescue the growth inhibition 
caused by RNF31 (Fig.  3M-3O). The tumor lysis con-
firmed the RNF31 was overexpressed, while YAP expres-
sion was inhibited in TNBC tumors (Fig. 3P). Besides, in 
the in vivo metastasis assay, RNF31 overexpression could 
significantly reduce the lung metastasis, which function 
could be partially rescued by YAP over-expression in 
MDAMB231 cells (Fig. 3Q-3S).

RNF31 interacts with YAP and inhibits its protein stability
We further explored the localization of RNF31 and YAP 
in TNBC cells by Immunofluorescence assay, which 
showed that RNF31 was mainly localized in the cyto-
sol, while YAP protein located both in the cytosol and 
nucleus (Fig. 4A). This conclusion was further confirmed 
by the nucleus-cytosol separation assay (Fig. 4B). In order 
to evaluate if RNF31 could affect YAP translocation or 
nuclear/cytosol localization, we utilized cytosol/nuclear 
separation assay in both vehicle or siRNF31 treated cells. 
The data showed that RNF31 depletion could increase 
YAP protein level both in the cytosol and nuclear. How-
ever, the ratio of nuclear/cytosol was not changed, which 
might indicate that RNF31 has little or no effect on 

YAP localization in MDAMB231 cells (Supplementary 
Fig. 4A-B). The co-immunoprecipitation assay illustrated 
the association between RNF31 and YAP in TNBC cells 
(Fig. 4C). Furthermore, our data also showed that RNF31 
could associate with YAP but not TAZ (Supplementary 
Fig. 4C).

The RNF31 protein is composed of PUB domain, ZnF-
RBZ domain, UBA domain and RBR (RING-in-between-
RING) domain, while YAP protein is comprised of TA 
domain (Transcription activation domain), WW domain 
(WW1 domain and WW2 domain) and TBD domain 
(TEAD binding domain) (Fig.  4D-4E). We made these 
deletion constructs and analyzed the interaction domains 
for each protein. The co-immunoprecipitation assay illus-
trated that TA domain was required for YAP to interact 
with RNF31, while RNF31 associated with YAP through 
its PUB domain (Fig.  4F-4G). Since RNF31 was an E3 
ubiquitin ligase, we further explored its effect on YAP 
protein stability. We utilized the proteasome inhibitor 
MG132 for further experiments, which illustrated RNF31 
depletion could promoted YAP protein level, while such 
influence could be diminished by further MG132 treat-
ment (Fig.  4H). Consistently, RNF31 overexpression 
decreased YAP protein level, which influence could be 
diminished by MG132 treatment (Fig.  4I). This might 
display RNF31 modulated YAP protein stability. The 
cycloheximide treatment showed that RNF31 depletion 
could greatly enhance YAP protein stability (Fig. 4J-4K). 
The protein half-life assay displayed that RNF31 over-
expression could shorten the stability of YAP protein 
(Fig. 4L-4M). Since the cysteine residues at 699 and 702 
sites were required for the ubiquitin ligase activity of 
RNF31, we utilized the ligase deficient RNF31 R1/2M 
[11]. The immuno-blotting data showed that R1/2M 
form of RNF31 could neither inhibit YAP protein level, 
nor shorten YAP protein stability as RNF31 wild type did 
(Fig. 4N-4P).

RNF31 regulates YAP protein stability via promoting YAP 
K48‑linked poly‑ubiquitination
We further examined RNF31 effect on YAP ubiquitina-
tion. The immuno-precipitation experiment indicated 
that RNF31 over-expression could increase the overall 

(See figure on next page.)
Fig. 5 RNF31 regulates YAP protein stability via promoting YAP K48-linked poly-ubiquitination. A Western blot detecting of polyubiquitinated 
YAP was performed after coimmunoprecipitation in HEK293T cells treated in indicated. B‑E Western blot detecting of K48-specific/K48R-specific/
K63-specific/ mono-ubiquitinated YAP polyubiquitinated YAP was performed after coimmunoprecipitation in HEK293T cells treated in indicated. 
F‑G Western blot detecting of polyubiquitinated YAP was performed after coimmunoprecipitation in HEK293T cells treated in indicated. H 
Schematic diagram to show lysine mutation site of YAP used in this study. I‑J Ubiquitination of YAP at indicated multiple sites were measured by 
ubiquitination assay. K76 mutations (K76R) largely eliminated the ubiquitination effect of RNF31 on YAP protein. K Schematic illustration of RNF31 
regulating Hippo/YAP signaling in TNBC progression. RNF31 protein associated with YAP and increased YAP protein degradation via inducing YAP 
K48-linked polyubiquitination, which repressed the Hippo/YAP axis activation and progression of TNBC cells. All the results are representative of 
three independent experiments
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Fig. 5 (See legend on previous page.)
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poly-ubiquitination of YAP (Fig.  5A). Further ubiquit-
ination assay indicated that RNF31 could enhance K48-
linked poly-ubiquitination of YAP (Fig. 5B). Consistently, 
we further utilized the K48 mutant ubiquitin plasmid, 
in which RNF31 could not observe a significant regula-
tion on the poly-ubiquitination of YAP in the ubiquitin 
K48 mutant background (Fig.  5C). This data clarified 
the poly-ubiquitination of YAP is K48 form dependent. 
Furthermore, we cannot observe a significant regula-
tion on K63-linked poly-ubiqutination of YAP by RNF31 
(Fig. 5D). Besides, ubiquitination assay via Ub-KO plas-
mid showed no significant regulation on the mono-
ubiquitination of YAP by RNF31 (Fig.  5E). Further 
ubiquitination assay showed that the ligase deficient form 
of RNF31 could not efficiently promote YAP poly-ubiqui-
tination as RNF31 wide type form did (Fig. 5F). We fur-
ther overexpressed RNF31 full length or variants to see 
the effect on YAP protein poly-ubiquitination level in 
HEK293T cells, which indicated that only the full length 
of RNF31 was required for RNF31 to induce YAP total 
poly-ubiquitination (Fig.  5G). We further examined the 
detailed ubiquitination sites on YAP protein. Since YAP 
protein contains 14 lysine sites, which could be ligated, 
we made these lysine mutant forms. Ubiquitination 
based immunoprecipitation confirmed that RNF31 could 
promote the poly-ubiquitination of YAP at K76 sites 
(Fig.5H-5J). Thus, we can conclude RNF31 could asso-
ciate with YAP and promote YAP poly-ubiquitination, 
which inhibits Hippo target gene expression and TNBC 
progression subsequently (Fig. 5K).

RNF31 represses PD‑L1 expression and immune evasion 
by suppressing hippo/YAP axis
PD-L1 is a hinge immune checkpoint molecule, which 
together with PD-1 plays an important role in the clin-
ics for TNBC [15, 16]. Our RNA sequencing data showed 
that RNF31 depletion dramatically increased not only 
Hippo target gene expression, but also PD-L1 expres-
sion (GSE218406, FC = 2.514). Interestingly, previously 

published studies have revealed that PD-L1 is regulated 
by various factors. For example, c-MYC can directly 
link with the promoter region of PD-L1 to promote its 
transcription [17], while YAP/TEAD promotes the tran-
scription of PD-L1 by binding to the enhancer region of 
PD-L1 [18–20]. We further examined the biological link 
if RNF31 modulated PD-L1 expression through Hippo 
signaling. YAP over-expression efficiency was tested in 
TNBC cells (Fig. 6A). The public available ChIP sequenc-
ing data (GSE66081) showed the potential YAP binding 
site at the upstream of 13 Kb of PD-L1 transcriptional 
starting site, which was confirmed by our ChIP assay 
in TNBC cells (Fig.  6B-C). To validate this YAP-driven 
transcriptional activation, we cloned a fragment  800 bp 
upstream of this candidate enhancer region into a lucif-
erase vector. The luciferase activity driven by the enhancer 
sequence was largely promoted in YAP over-expressing 
MDAMB231 cells (Fig. 6D). Interestingly, RNF31 deple-
tion in MDAMB231, BT549 and HS578T cells showed 
increased PD-L1 protein level and mRNA level (Fig. 6E-
F, S5A-B, E-F). The FACS analysis showed that RNF31 
depletion could increase the membrane PD-L1 level in 
MDAMB231 and BT549 cells (Fig. 6G-H, S5C-D, G-H). 
Besides, we further did a series of rescue assays to exam-
ine if such regulation went through Hippo pathway. The 
immuno-blotting displayed that RNF31 depletion could 
enhance PD-L1 protein level, which effect could be res-
cued by further YAP depletion in TNBC cells (Fig.  6I). 
Consistently, the QPCR data indicated that RNF31 deple-
tion elevated PD-L1 mRNA, which was brought back by 
further YAP depletion (Fig.  6J). The FACS analysis also 
confirmed that PD-L1 membrane protein could be res-
cued by YAP depletion in TNBC cells (Fig. 6K-6L). The 
immuno-staining showed RNF31 depletion increased 
PD-L1 signals, which was brought back by further YAP 
depletion in TNBC cells (Fig. 6M). We further evaluated 
RNF31 effect in immuno-therapy in  vivo. We utilized 
BALB/c mice and 4 T1 murine breast cancer cell line 
to carry out these experiments (Fig.  6N). The xenograft 

Fig. 6 RNF31 represses PD‑L1 expression and immune evasion by suppressing Hippo/YAP axis. A Western blot detecting of YAP protein 
level in MDAMB231 cell. B ChIP assay displaying YAP interaction with a potential enhancer located 13-kb upstream from the transcription start site 
of PD-L1 gene. Lysates were prepared from MDAMB231 cell transfected with Myc-YAP. YAP–TEAD interacting sequence located 13-kb upstream 
of PD-L1 gene was amplified by PCR after immunoprecipitation using IgG or anti-Myc antibody. C ChIP-qPCR data displaying relative levels of 
the 13-kb upstream enhancer sequence in the ChIP assay. D Relative luciferase activity of Myc or Myc-YAP in MDAMB231 cells transfected with 
luciferase vector containing the 13-kb upstream enhancer. E and I Western blot detecting of PD-L1 and RNF31 expression in MDAMB231 cell with 
indicated treatment. F and J RT–qPCR results of PD-L1 mRNA level with indicated treatment. G‑H and K‑L The cell-membrane localized PD-L1 in 
MDAMB231 cell with indicated treatment were analyzed by Flow cytometry using PD-L1 antibody. M Immunofluorescence imaging of PD-L1 (Red) 
and DAPI (blue) in MDAMB231 cell with indicated treatment, scale bar 20 μm. N‑T Flowchart of In vivo experiments (N). Endpoint tumor images (O). 
Endpoint tumor weight (P). Endpoint tumor volume (Q). Cells digested from indicate tumor tissues in BALB/c mice were stained with anti-CD45 
antibody and subjected to flow cytometric analyses (R). Immunohistochemical staining was performed on tumor sections with anti-CD8 antibody. 
Representative images are shown. Scale bars, 50 μm (S‑T). The results are representative of 3 independent experiments in panel A-M. The results 
are representative of 6 independent experiments in panel N-S. β-actin was engineered to the internal reference for Western blot. The data are 
presented as mean ± SDs. **P < 0.01, ***P < 0.001 (Student’s t test)

(See figure on next page.)
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Fig. 6 (See legend on previous page.)
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assay showed that RNF31 over-expression could inhibit 
TNBC tumor growth, while PD-L1 mAb treatment could 
further enhance tumor inhibition effect in RNF31 over-
expression group (Fig. 6O-6Q). In the meanwhile, RNF31 
depletion facilitated total CD45 immune cells (Fig. 6R) as 
well as the infiltration of CD8+ T cells (Fig. 6S-T) within 
the tumor mass.

Discussion
In the current study, we find RNF31, which was reported 
to facilitate ER positive breast cancer cell growth via acti-
vating estrogen signaling and suppressing P53 signaling 
in our previously studies [11, 12], functions as a tumor 
suppressor in TNBC. RNF31 is decreased in TNBC sam-
ples, correlated with longer survival, and reversely cor-
related with YAP protein level in TNBC tumors. The 
functional analysis reveals RNF31 inhibited TNBC cell 
growth, migration, and metastasis in  vivo and in  vitro. 

The biological study showed that RNF31 could associate 
with YAP, promote YAP K48-linked poly-ubiquitination 
and degradation, which subsequently inhibited Hippo 
target gene activation. Interestingly, RNF31 is also identi-
fied as a novel modulator in TNBC immuno-response via 
suppression Hippo/YAP/PD-L1 axis (Fig.  7). Our study 
implicated a novel link with LUBAC complex with Hippo 
signaling in TNBC and a multi-faced function of RNF31 
in cancer biology.

Hippo signaling pathway, which was originally found 
in fruit fly in controlling organ size, is highly conserved 
in several species [28, 29]. Hippo pathway maintains 
tissue hemostasis via regulation cell proliferation and 
differentiation. As an inhibitory pathway, MST1/2 phos-
phorylate LATS1/2, which subsequently phosphorylates 
and inactivates transcriptional co-activator YAP/TAZ. 
If the upstream phosphorylation cascade is not active, 
un-phosphorylated YAP/TAZ will interact with several 

Fig. 7 Schematic illustration of RNF31 represses cell progression and immune evasion via YAP/PD-L1 suppression in Triple Negative Breast 
Cancer (by Figdraw). RNF31 could associate with YAP protein and promote YAP protein K48-linked poly-ubiquitination and degradation, which 
subsequently inhibited YAP-driven signaling function and TNBC progression. Besides, RNF31 could also prevent tumor immune evasion via 
inhibiting Hippo/YAP/PD-L1 axis
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transcriptional factors and facilitate several genes that 
promote cell proliferation and invasion [30]. In human 
cancers, the Hippo/YAP axis is always over-activated, 
such as TNBC [31, 32]. Recent studies have shown that 
high expression of YAP is associated with aggressive 
tumor behavior, as well as a biomarker and potential 
therapeutic target for poor prognosis in breast cancer 
patients, especially TNBC patients [33–35]. Besides, sev-
eral ubiquitin ligases or deubiquitinases are also reported 
to modulate YAP stability and YAP activation in human 
cancers [21, 36]. Our previous studies showed that 
SHARPIN [37] and RNF187 [38] could promote YAP 
degradation and inhibit tumor progression. Here, we 
reported an important LUBAC component RNF31 in 
modulating breast cancer progression and Hippo signal-
ing, which provide novel knowledge in crosstalk between 
LUBAC complex and Hippo pathway.

PD-L1 (Programmed death-ligand 1, CD274) is a 
trans-membrane protein, which suppresses the adap-
tive immune response. PD-L1 associates with PD1 and 
transmits the inhibitory signaling, which simultane-
ously reduces the proliferation of antigen-specific T 
cells and enhances the function of regulatory T cells. 
Several studies reported that PD-L1 was elevated in 
several human cancers, which facilitated tumor evasion 
[25, 39]. Besides, survival analysis showed that PD-L1 
expression correlated with poor survival in several can-
cers, indicating its critical function in cancer progres-
sion [25]. Although immunotherapy has been proved 
effective in several human cancers, the specific bio-
markers for PD-L1 blockage therapy are still not totally 
clear. The expression of PD-L1 is subject to several 
pathway regulations, including interferon pathway and 
NF-κB signaling [40]. The activation programmed cell 
death (PD)-1 pathway, which mediates cancer immune 
evasion, has become an attractive therapeutic tar-
get in TNBC [41]. Several studies have shown that the 
expression level of PD-L1 in TNBC cells correlates with 
immunotherapy response and overall prognosis [41–
43]. Interestingly, our RNA sequencing data showed 
that RNF31 could be a possible inhibition factor for 
PD-L1 in TNBC. Molecular studies showed that RNF31 
could suppress PD-L1 expression via inhibiting Hippo/
YAP axis. Thus, modulating RNF31 function or enhance 
RNF31 expression could inhibit TNBC progression via 
dual mechanisms.

Our study reveals that RNF31 plays an inhibitory role 
of RNF31 in TNBC progression, which is dramatically 
different with ER positive breast cancer. RNF31 could 
associate with YAP protein and increase YAP protein 
K48-linked poly-ubiquitination and degradation, which 
inhibited YAP-driven signaling function and TNBC pro-
gression subsequently. Besides, RNF31 could also prevent 

tumor immune evasion via inhibiting Hippo/YAP/PD-L1 
axis. Pharmaceutically activation RNF31 function or 
inducing RNF31 expression could be a promising strat-
egy for TNBC treatments.
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Additional file 1 Supplementary Fig. 1 A Western blot detecting of 
RNF31 expression in HS578T cell exposed to indicated methods. B‑C Tran-
swell assay (left panel) of HS578T cells. Right panel shows quantification of 
transwell assay results. Scale bar 100 μm. D‑E FACS analysis (left panel) was 
performed on the HS578T cell to detect the proportion of CD44 + CD24-
cells. F‑G FACS analysis (left panel) was performed on the HS578T cell to 
detect the proportion of apoptotic cells. The cells were incubated with PI 
and Annexin V. Right panel shows quantification of apoptosis proportion. 
H‑I Wound healing assay (left panel) of HS578T cell migration capabil-
ity following transfected with indicated treatment. J‑K Representative 
images (left panel) of EdU assays in HS578T cell transfected with indicated 
treatment. EdU-positive cells, red; cell nuclei, blue. Right panel shows 
quantification of Edu results. Scale bar 100 μm.

Additional file 2 Supplementary Fig. 2 A FPKM expression form RNA-
Seq in MDAMB231 cell (GSE218406). B Western blot detecting of p38
、p-p38 and RNF31 expression in MDAMB231 cell exposed to indicated 
methods. C Western blot detecting of YAP、YAP P-S127 and RNF31 
expression in HS578T cell exposed to indicated methods. D RT–qPCR 
results of CTGF and CYR61 mRNA expression in HS578T cell transfected 
with either indicated treatment. E Measurement of TEAD transcriptional 
activity using luciferase assays using reporters that contain tandem TEAD 
binding sites in HS578T cell. F‑H RT–qPCR results of YAP mRNA expression 
in indicated cells transfected with either indicated treatment.

Additional file 3 Supplementary Fig. 3 A Western blot detecting of YAP 
expression in MDAMB231 cell exposed to indicated Verteporfin concen-
tration for 12 h. B‑C and J‑K Transwell assay (left panel) of MDAMB231 
cells. Right panel shows quantification of transwell assay results. Scale 
bar 100 μm. D‑E and L‑M FACS analysis (left panel) was performed on 
the MDAMB231 cell to detect the proportion of apoptotic cells. The cells 
were incubated with PI and Annexin V. Right panel shows quantification 
of apoptosis proportion. F‑G and H‑I Representative images (left panel) of 
EdU assays in MDAMB231 cell transfected with indicated treatment. EdU-
positive cells, red; cell nuclei, blue. Right panel shows quantification of Edu 
results. Scale bar 100 μm.

Additional file 4 Supplementary Fig. 4 A‑B Western blot detecting 
of YAP and RNF31 protein localized in cytoplasm and nucleus in the 
MDAMB231 cell with indicated treatment. Subcellular protein fractiona-
tion kit was used for cytoplasm and nucleus separation. Tubulin and 
Histone3 were engineered to cytoplasm and nucleus controls. Nucleus/
Cytoplasm ratio of YAP protein (B). C Representative immunoblots to show 
the interaction between RNF31 with YAP or TAZ by immunoprecipitation 
(IP) with RNF31 antibody.

Additional file 5 Supplementary Fig. 5 A and E Western blot detecting 
of PD-L1 and RNF31 expression in BT549 and HS578T cells with indicated 
treatment. B and F RT–qPCR results of PD-L1 mRNA level with indicated 
treatment in BT549 and HS578T cells. C‑D and G‑H The cell-membrane 
localized PD-L1 in BT549 and HS578T cells with indicated treatment were 
analyzed by Flow cytometry using PD-L1 antibody.

https://doi.org/10.1186/s13046-022-02576-y
https://doi.org/10.1186/s13046-022-02576-y


Page 17 of 18Yang et al. J Exp Clin Cancer Res          (2022) 41:364  

Acknowledgments
It is with great gratitude that we thank all the members of the Xinxiang Key 
Laboratory of tumor migration and invasion precision medicine for sharing 
valuable material and supporting our research.

Authors’ contributions
HJY and MX performed quantitative real-time PCR, western blot and tumo-
rigenesis assay. PS and XXZ performed the IHC assay and data analysis. YZ 
participated in CHIP. XL participated in RNA-Sequence and publicly available 
clinical data analysis. ZBL and YX carried out the molecular genetic studies 
participated in the sequence alignment. CMZ and MXF carried out dual-lucif-
erase reporter assay. T W and GSL carried out the FACS analysis. XXW and YLD 
participated in the design of the study and performed the statistical analysis, 
JZ and TZ supervised the process of the study and performed the manuscript 
writing. All authors read and approved the final manuscript.

Funding
The project was supported by the National Science Foundation of China 
(No. 82172999, Ting Zhuang; No. 82273013, Yinlu Ding), the Program for 
Science & Technology Innovation Talents in Universities of Henan Province 
(Grant No. 21HASTIT049 to Ting Zhuang), the Henan Provincial National 
Natural Science Foundation of Excellent Young Scientist (222300420065 
to Ting Zhuang), the Taishan Scholar Program of Shandong Province 
(tsqn202103175 to Jian Zhu), Shandong Provincial National Natural Science 
Foundation (ZR2021MH017 for Jian Zhu), The Key Research Program of Edu-
cation Department of Henan Province (22A310005 to Jian Zhu; 22A320021 
to Xinxing Wang) and the Program for Science & Technology Innovation 
in Shandong Society of Geriatrics (LKJGG2021z002 to Yinlu Ding). Starting 
Research Funding from Xinxiang Medical University (Huijie Yang). Yan Xia: 
Henan Training Program of Innovation and Entrepreneurship for Under-
graduates (No. 202210472013, Yan Xia). Huijie Yang: National Science 
Foundation of China (No. 82203507, Huijie Yang). Ting Zhuang: The health 
science innovation training project for young outstanding talent in henan 
province (YXKC2022041, Ting Zhuang).

Availability of data and materials
Publicly available data can be found in the GEO database (GSE218406). The 
original data are provided in supplementary materials.

Declarations

Ethics approval and consent to participate
Xinxiang Medical University’s Ethical Board reviewed and approved this study. 
The Qilu Hospital’s Ethical Board reviewed and approved this use of clinical 
samples.

Consent for publication
All author consent to publication.

Competing interests
There are no conflicts of interest among the authors.

Author details
1 Xinxiang Key Laboratory of Tumor Migration and Invasion Precision Medicine, 
School of Laboratory Medicine, Xinxiang Medical University, Xinxiang 453003, 
Henan Province, People’s Republic of China. 2 Molecular Biology Laboratory, 
First People’s Hospital of Shangqiu, Shangqiu, City, 476000, Henan Province, 
People’s Republic of China. 3 Department of Pathology, Shandong University 
Qilu Hospital, Cheeloo College of Medicine, Shandong University, Jinan City, 
Shandong Province, People’s Republic of China. 4 Department of General Sur-
gery, The Second Hospital, Cheeloo College of Medicine, Shandong University, 
Jinan, Shandong Province 250033, People’s Republic of China. 5 The Affiliated 
people’s Hospital of Xinxiang Medical University, Xinxiang 453003, Henan 
Province, People’s Republic of China. 6 Department of Breast Surgery, The First 
Affiliated Hospital of Zhengzhou University, Zhengzhou, Henan Province 
450052, People’s Republic of China. 

Received: 15 July 2022   Accepted: 19 December 2022

References
 1. Sung H, Ferlay J, Siegel RL, Laversanne M, Soerjomataram I, Jemal A, 

et al. Global Cancer statistics 2020: GLOBOCAN estimates of incidence 
and mortality worldwide for 36 cancers in 185 countries. CA Cancer J 
Clin. 2021;71(3):209–49.

 2. Lehmann BD, Colaprico A, Silva TC, Chen J, An H, Ban Y, et al. Multi-
omics analysis identifies therapeutic vulnerabilities in triple-negative 
breast cancer subtypes. Nat Commun. 2021;12(1):6276.

 3. Jiang YZ, Ma D, Suo C, Shi J, Xue M, Hu X, et al. Genomic and transcrip-
tomic landscape of triple-negative breast cancers: subtypes and treat-
ment strategies. Cancer Cell. 2019;35(3):428–40 e5.

 4. Nagini S. Breast Cancer: current molecular therapeutic targets and new 
players. Anti Cancer Agents Med Chem. 2017;17(2):152–63.

 5. Yin L, Duan JJ, Bian XW, Yu SC. Triple-negative breast cancer molecular 
subtyping and treatment progress. Breast Cancer Res. 2020;22(1):61.

 6. Thompson HG, Harris JW, Lin L, Brody JP. Identification of the protein 
Zibra, its genomic organization, regulation, and expression in breast 
cancer cells. Exp Cell Res. 2004;295(2):448–59.

 7. Peltzer N, Rieser E, Taraborrelli L, Draber P, Darding M, Pernaute B, et al. 
HOIP deficiency causes embryonic lethality by aberrant TNFR1-mediated 
endothelial cell death. Cell Rep. 2014;9(1):153–65.

 8. Ikeda F, Deribe YL, Skanland SS, Stieglitz B, Grabbe C, Franz-Wachtel M, 
et al. SHARPIN forms a linear ubiquitin ligase complex regulating NF-
kappaB activity and apoptosis. Nature. 2011;471(7340):637–41.

 9. Jo T, Nishikori M, Kogure Y, Arima H, Sasaki K, Sasaki Y, et al. LUBAC acceler-
ates B-cell lymphomagenesis by conferring resistance to genotoxic stress 
on B cells. Blood. 2020;136(6):684–97.

 10. Frey N, Tortola L, Egli D, Janjuha S, Rothgangl T, Marquart KF, et al. Loss of 
Rnf31 and Vps4b sensitizes pancreatic cancer to T cell-mediated killing. 
Nat Commun. 2022;13(1):1804.

 11. Zhu J, Zhao C, Kharman-Biz A, Zhuang T, Jonsson P, Liang N, et al. The 
atypical ubiquitin ligase RNF31 stabilizes estrogen receptor alpha and 
modulates estrogen-stimulated breast cancer cell proliferation. Onco-
gene. 2014;33(34):4340–51.

 12. Zhu J, Zhao C, Zhuang T, Jonsson P, Sinha I, Williams C, et al. RING finger 
protein 31 promotes p53 degradation in breast cancer cells. Oncogene. 
2016;35(15):1955–64.

 13. Pires da Silva I, Ahmed T, McQuade JL, Nebhan CA, Park JJ, Versluis JM, 
et al. Clinical models to define response and survival with anti-PD-1 
antibodies alone or combined with Ipilimumab in metastatic melanoma. 
J Clin Oncol. 2022;40(10):JCO2101701.

 14. Schreiber RD, Old LJ, Smyth MJ. Cancer immunoediting: integrat-
ing immunity’s roles in cancer suppression and promotion. Science. 
2011;331(6024):1565–70.

 15. Mittendorf EA, Philips AV, Meric-Bernstam F, Qiao N, Wu Y, Harrington S, 
et al. PD-L1 expression in triple-negative breast cancer. Cancer Immunol 
Res. 2014;2(4):361–70.

 16. Ghebeh H, Mohammed S, Al-Omair A, Qattan A, Lehe C, Al-Qudaihi G, 
et al. The B7-H1 (PD-L1) T lymphocyte-inhibitory molecule is expressed in 
breast cancer patients with infiltrating ductal carcinoma: correlation with 
important high-risk prognostic factors. Neoplasia. 2006;8(3):190–8.

 17. Zhang J, Dang F, Ren J, Wei W. Biochemical aspects of PD-L1 regulation in 
Cancer immunotherapy: (trends in biochemical sciences 43, 1014-1032; 
2018). Trends Biochem Sci. 2019;44(6):557.

 18. Kim MH, Kim CG, Kim SK, Shin SJ, Choe EA, Park SH, et al. YAP-induced 
PD-L1 expression drives immune evasion in BRAFi-resistant melanoma. 
Cancer Immunol Res. 2018;6(3):255–66.

 19. Hsu PC, Miao J, Wang YC, Zhang WQ, Yang YL, Wang CW, et al. Inhibi-
tion of yes-associated protein down-regulates PD-L1 (CD274) expres-
sion in human malignant pleural mesothelioma. J Cell Mol Med. 
2018;22(6):3139–48.

 20. Chao YC, Lee KY, Wu SM, Kuo DY, Shueng PW, Lin CW. Melatonin down-
regulates PD-L1 expression and modulates tumor immunity in KRAS-
mutant non-small cell lung Cancer. Int J Mol Sci. 2021;22(11):1–13.

 21. Zhou X, Li Y, Wang W, Wang S, Hou J, Zhang A, et al. Regulation of hippo/
YAP signaling and esophageal squamous carcinoma progression by an 
E3 ubiquitin ligase PARK2. Theranostics. 2020;10(21):9443–57.

 22. Zhu J, Li X, Su P, Xue M, Zang Y, Ding Y. The ubiquitin ligase RNF181 
stabilizes ERalpha and modulates breast cancer progression. Oncogene. 
2020;39(44):6776–88.



Page 18 of 18Yang et al. J Exp Clin Cancer Res          (2022) 41:364 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

 23. Yang H, Yu N, Xu J, Ding X, Deng W, Wu G, et al. SMURF1 facilitates 
estrogen receptor a signaling in breast cancer cells. J Exp Clin Cancer Res. 
2018;37(1):24.

 24. Yang H, Lv X, Li X, Mao L, Niu Z, Wang T, et al. ZNF213 facilitates ER alpha 
signaling in breast Cancer cells. Front Oncol. 2021;11:638751.

 25. Shang M, Yang H, Yang R, Chen T, Fu Y, Li Y, et al. The folate cycle enzyme 
MTHFD2 induces cancer immune evasion through PD-L1 up-regulation. 
Nat Commun. 2021;12(1):1940.

 26. Zanconato F, Forcato M, Battilana G, Azzolin L, Quaranta E, Bodega B, et al. 
Genome-wide association between YAP/TAZ/TEAD and AP-1 at enhanc-
ers drives oncogenic growth [J]. Nat Cell Biol. 2015;17(9):1218–27.

 27. Geng SQ, Alexandrou AT, Li JJ. Breast cancer stem cells: multiple capaci-
ties in tumor metastasis. Cancer Lett. 2014;349(1):1–7.

 28. Toy W, Shen Y, Won H, Green B, Sakr RA, Will M, et al. ESR1 ligand-binding 
domain mutations in hormone-resistant breast cancer. Nat Genet. 
2013;45(12):1439–45.

 29. Hanstein B, Eckner R, DiRenzo J, Halachmi S, Liu H, Searcy B, et al. p300 is a 
component of an estrogen receptor coactivator complex. Proc Natl Acad 
Sci U S A. 1996;93(21):11540–5.

 30. Misra JR, Irvine KD. The hippo signaling network and its biological func-
tions. Annu Rev Genet. 2018;52:65–87.

 31. Dai M, Yan G, Wang N, Daliah G, Edick AM, Poulet S, et al. In vivo 
genome-wide CRISPR screen reveals breast cancer vulnerabilities and 
synergistic mTOR/hippo targeted combination therapy. Nat Commun. 
2021;12(1):3055.

 32. Zhang X, Liu X, Luo J, Xiao W, Ye X, Chen M, et al. Notch3 inhibits epithe-
lial-mesenchymal transition by activating Kibra-mediated hippo/YAP 
signaling in breast cancer epithelial cells. Oncogenesis. 2016;5(11):e269.

 33. Cha YJ, Bae SJ, Kim D, Ahn SG, Jeong J, Koo JS, et al. High nuclear expres-
sion of yes-associated protein 1 correlates with metastasis in patients 
with breast Cancer. Front Oncol. 2021;11:609743.

 34. Yu B, Su J, Shi Q, Liu Q, Ma J, Ru G, et al. KMT5A-methylated SNIP1 
promotes triple-negative breast cancer metastasis by activating YAP 
signaling. Nat Commun. 2022;13(1):2192.

 35. Rigiracciolo DC, Nohata N, Lappano R, Cirillo F, Talia M, Adame-Garcia 
SR, et al. Focal adhesion kinase (FAK)-hippo/YAP transduction signal-
ing mediates the stimulatory effects exerted by S100A8/A9-RAGE 
system in triple-negative breast cancer (TNBC). J Exp Clin Cancer Res. 
2022;41(1):193.

 36. Sun X, Ding Y, Zhan M, Li Y, Gao D, Wang G, et al. Usp7 regulates hippo 
pathway through deubiquitinating the transcriptional coactivator Yorkie. 
Nat Commun. 2019;10(1):411.

 37. Zhang A, Wang W, Chen Z, Pang D, Zhou X, Lu K, et al. SHARPIN inhibits 
esophageal squamous cell carcinoma progression by modulating hippo 
signaling. Neoplasia. 2020;22(2):76–85.

 38. Zhou R, Ding Y, Xue M, Xiong B, Zhuang T. RNF181 modulates hippo 
signaling and triple negative breast cancer progression. Cancer Cell Int. 
2020;20:291.

 39. Denize T, Hou Y, Pignon JC, Walton E, West DJ, Freeman GJ, et al. Tran-
scriptomic correlates of tumor cell PD-L1 expression and response to 
Nivolumab monotherapy in metastatic clear cell renal cell carcinoma. 
Clin Cancer Res. 2022;28(18):4045–55.

 40. Zhang J, Dang F, Ren J, Wei W. Biochemical aspects of PD-L1 regulation in 
Cancer immunotherapy. Trends Biochem Sci. 2018;43(12):1014–32.

 41. Lee JV, Housley F, Yau C, Nakagawa R, Winkler J, Anttila JM, et al. Combina-
torial immunotherapies overcome MYC-driven immune evasion in triple 
negative breast cancer. Nat Commun. 2022;13(1):3671.

 42. Zhang J, Zhang G, Zhang W, Bai L, Wang L, Li T, et al. Loss of RBMS1 
promotes anti-tumor immunity through enabling PD-L1 check-
point blockade in triple-negative breast cancer. Cell Death Differ. 
2022;29(11):2247–61.

 43. Zhang P, Qin C, Liu N, Zhou X, Chu X, Lv F, et al. The programmed site-
specific delivery of LY3200882 and PD-L1 siRNA boosts immunotherapy 
for triple-negative breast cancer by remodeling tumor microenviron-
ment. Biomaterials. 2022;284:121518.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	RNF31 represses cell progression and immune evasion via YAPPD-L1 suppression in triple negative breast Cancer
	Abstract 
	Background: 
	Methods: 
	Result: 
	Conclusions: 

	Highlights 
	Background
	Materials and methods
	Cell lines
	Plasmids, siRNA and reagents
	Quantitative real-time PCR
	Coimmunoprecipitation (co-IP) assay and Western blot
	Transwell, EdU and wound healing assay
	Immunofluorescence assay
	Immunohistochemistry
	Flow cytometric analyses
	Tumorigenesis essay
	Poly-ubiquitination assay
	Chromatin immunoprecipitation (ChIP)
	Dual-luciferase reporter assay
	Publicly available clinical data analysis
	Statistical analysis

	Result
	RNF31 restrains cancer cell progression in TNBC
	RNA sequence and clinical data analysis reveals the link between RNF31 and hippo pathway in TNBC
	RNF31 restrains TNBC cell progression via hippoYAP axis
	RNF31 interacts with YAP and inhibits its protein stability
	RNF31 regulates YAP protein stability via promoting YAP K48-linked poly-ubiquitination
	RNF31 represses PD-L1 expression and immune evasion by suppressing hippoYAP axis

	Discussion
	Acknowledgments
	References


