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Abstract 

Rationale: Pancreatic ductal adenocarcinoma (PDAC) is an aggressive solid tumor, with extremely low 
survival rates. Identifying key signaling pathways driving PDAC progression is crucial for the development 
of therapies to improve patient response rates. Kindlin-2, a multi-functional protein, is involved in 
numerous biological processes including cell proliferation, apoptosis and migration. However, little is 
known about the functions of Kindlin-2 in pancreatic cancer progression in vivo.  
Methods: In this study, we employ an in vivo PDAC mouse model to directly investigate the role of 
Kindlin-2 in PDAC progression. Then, we utilized RNA-sequencing, the molecular and cellular assays to 
determine the molecular mechanisms by which Kindlin-2 promotes PDAC progression.  
Results: We show that loss of Kindlin-2 markedly inhibits KrasG12D-driven pancreatic cancer progression 
in vivo as well as in vitro. Furthermore, we provide new mechanistic insight into how Kindlin-2 functions in 
this process, A fraction of Kindlin-2 was localized to the endoplasmic reticulum and associated with the 
RNA helicase DDX3X, a key regulator of mRNA translation. Loss of Kindlin-2 blocked DDX3X from 
binding to the 5’-untranslated region of c-Myc and inhibited DDX3X-mediated c-Myc translation, leading 
to reduced c-Myc-mediated glucose metabolism and tumor growth. Importantly, restoration of the 
expression of either the full-length Kindlin-2 or c-Myc, but not that of a DDX3X-binding-defective 
mutant of Kindlin-2, in Kindlin-2 deficient PDAC cells, reversed the inhibition of glycolysis and pancreatic 
cancer progression induced by the loss of Kindlin-2.  
Conclusion: Our studies reveal a novel Kindlin-2-DDX3X-c-Myc signaling axis in PDAC progression 
and suggest that inhibition of this signaling axis may provide a promising therapeutic approach to alleviate 
PDAC progression. 
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Introduction 
Pancreatic ductal adenocarcinoma (PDAC) is a 

lethal malignant cancer with a 5-year survival rate of 
approximately 10% (in 2020), and it is projected to 
become the second leading cause of cancer-related 
death by 2030 [1, 2]. Efforts to understand PDAC have 

been greatly aided by the development of animal 
models of the disease. Particularly useful one is a 
genetically engineered mouse model, the KPC model 
(LSL-KrasG12D/+; p53fl/fl; Pdx1-cre). In these animals, Kras 
is hyperactivated and TP53 is deleted driven by a Cre- 
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recombinase under the control of the pancreas- 
specific Pdx1 promoter. This model is well established 
and has been widely used in PDAC research [3-7].  

c-Myc, a pro-oncogene, is frequently overex-
pressed in many types of cancer, including pancreatic 
cancer [8]. Down-regulation of c-Myc expression in 
vivo successfully inhibits cancer progression, 
suggesting the suppression of c-Myc could be a 
strategy to treat cancer patients [9]. Excess c-Myc 
expression could be regulated in several different 
ways, including the regulation of c-Myc mRNA 
transcription, translation and protein degradation 
[10]. Compared to transcription and protein degra-
dation regulation, the translational control of c-Myc, 
especially 5’ UTR-mediated translation modulation, is 
largely unknown.  

Enhanced translational activity is a hallmark of 
cancer. Translation initiation, which is the initial and 
also limiting step of translation in eukaryotes, is often 
regulated by mRNA-binding chaperones. DDX3X, a 
DEAD-box RNA helicase family member that harbors 
ATPase and RNA helicase activity, plays a critical role 
in mRNA translation [11-13]. DDX3X regulates the 
translation initiation of several essential genes, such 
as cyclin E1 [14], Rac-1 [15], and MITF [16]. 
Interestingly, one common feature of these genes is a 
highly structured 5’ UTR within their mRNAs. Recent 
studies defined a subset of transcriptome regulated by 
DDX3X, and showed that depletion of DDX3X 
inhibited translation of the mRNAs with complex 
secondary structure in their 5’UTR [17]. Furthermore, 
dysfunction of DDX3 is involved in the progression of 
various cancers, including hepatocellular carcinoma 
[18], breast cancer [19], lung cancer [20], melanoma 
[21], as well as pancreatic cancer [22], suggesting 
investigations into the function of DDX3X might 
provide a novel strategy for cancer treatment. 

Kindlin-2, a well-known focal adhesion protein, 
plays a crucial role in regulating integrin-dependent 
cellular events [23-29]. Recent studies have reported a 
role for Kindlin-2 precipitates in multiple integrin- 
independent pathways that modulate a series of 
cellular functions [30-36]. Kindlin-2 is essential for 
maintaining the hemostasis of many tissues and 
organs, including bone, renal glomerular, heart and 
smooth muscle [32, 36-39]. Kindlin-2 has been 
reported to be overexpressed in various cancers and 
depletion of Kindlin-2 effectively suppressed tumor 
progression [33, 34, 40-42]. However, to date, it is not 
clear whether Kindlin-2 plays a role in pancreatic 
cancer development in vivo and if so, the underlying 
mechanisms remain to be investigated.  

In this study, we show that Kindlin-2 interacts 
with DDX3X, a key regulator of translation initiation, 

to regulate c-Myc mRNA translation. Depletion of 
Kindlin-2 in pancreatic cancer cells markedly 
decreased DDX3X-mediated c-Myc mRNA transla-
tion, reprogrammed glucose metabolism, and thereby 
inhibited cell proliferation in vitro. We also explored 
the function of Kindlin-2 in pancreatic cancer 
progression in vivo using a KPC mouse model. 
Importantly, the depletion of Kindlin-2 from 
pancreatic cancer cells in mice dramatically reduced 
c-Myc expression, inhibited tumor cell glycolysis and 
proliferation, and prolonged the survival of KPC 
mice.  

Results 
Kindlin-2 is overexpressed in human and 
mouse PDAC  

To assess the clinical relevance of Kindlin-2 
expression to human pancreatic cancer, we first 
analyzed Kindlin-2 mRNA expression in human 
pancreatic cancer by using the GEPIA web server [43]. 
The analysis showed that the mRNA level of Kindlin-2 
was up-regulated in pancreatic tumor tissues 
compared to non-tumor pancreatic tissues (Figure 
1A). To determine the relation between Kindlin-2 
protein expression and pancreatic cancer, we 
performed Kindlin-2 immunohistochemistry (IHC) on 
a human tissue microarray (TMA) containing 68 
PDAC, 30 chronic pancreatitis (CP), and 33 non-tumor 
specimens. Concomitant with the mRNA expression 
analysis, Kindlin-2 protein expression was barely 
detectable in the non-tumor human pancreatic tissues, 
slightly elevated in CP tissues, and remarkably 
increased in PDAC samples (Figure 1B). These 
observations were confirmed by staining mouse 
pancreatic tissue samples. Consistent with human 
TMA data, Kindlin-2 protein expression was slightly 
higher in mouse pancreatic intraepithelial neoplasia 
(PanINs) than in normal pancreatic tissues, and 
progressively increased with the progression of 
pancreatic adenocarcinoma, suggesting Kindlin-2 
might play a crucial role in regulating PDAC 
progression (Figure 1C). To assess the clinical 
significance of Kindlin-2 expression in human 
pancreatic cancer progression, we further analyzed 
the correlation of Kindlin-2 protein levels with 
pancreatic cancer patients’ clinicopathologic para-
meters, including gender, age, tumor, node and 
metastasis (TNM) stage, and the number of lymph 
nodes. The results showed that Kindlin-2 expression 
was significantly correlated with TNM stage (p = 
0.0034), but not with age, gender, or lymph nodes 
number (Figure 1D).  
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Figure 1. Kindlin-2 is overexpressed in human and mouse PDAC. (A) Analysis of Kindlin-2 mRNA level in human PDAC (Tumor) and matched adjacent normal tissue 
(Normal) by GEPIA webserver (http://gepia.cancer-pku.cn/). *P < 0.05 vs. Normal. (B) Representative immunohistochemical staining for Kindlin-2 in TMA containing PDAC (n 
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= 68) and chronic pancreatitis (CP) (n = 30) or normal tissues (Normal) (n = 33). Scale bar, 200 µm. Quantitative scoring was shown in the lower panel. *P < 0.05, ***P < 0.001 
vs. Normal. (C) Immunohistochemical staining of Kindlin-2 in mouse normal pancreas, pancreatic intraepithelial neoplasia (PanIN) and PDAC. Scale bar, 100 µm. Quantitative 
scoring was shown in the lower panel. **P < 0.01, ***P < 0.001 vs. Normal. n = 3 mice for each group. For each mouse, the quantification was performed from at least three 
images. (D) Correlation between Kindlin-2 protein expression and clinicopathologic parameters in PDAC patients using TMA analysis. (E) Kaplan-Meier plot showing Kindlin-2 
(FERMT2) expression in relation to PDAC patients’ disease-free survival rates. (F) Kaplan-Meier plot showing Kindlin-2 protein expression in relation to PDAC patients’ survival 
rates using TMA analysis. (G) The diagram depicts the strategy for the generation of KPC; Kindlin-2 cKO mice (KPC; K2 cKO). (H) Scatter plot showing the ratio of pancreas 
weight to body weight of 7-week-age KPC;WT and KPC;K2 cKO mice. ***P < 0.001 vs. KPC;WT. n = 8 for KPC;WT; n = 7 for KPC;K2 cKO. (I) Kaplan-Meier survival analysis 
of KPC;WT and KPC;K2 cKO mice. ***P < 0.001 vs. KPC;WT. n = 12 for each group mice. TMA, tissue microarray.  

 
Next, to investigate the impact of Kindlin-2 

expression on the clinical outcomes of patients with 
pancreatic cancer, we analyzed the prognostic value 
of Kindlin-2 mRNA in human pancreatic cancer 
patients using Kaplan-Meier plots from the data set in 
Reference [44]. The analysis revealed that PDAC 
patients with high Kindlin-2 expression had reduced 
rates of disease-free survival (Figure 1E). 
Consistently, the Kaplan-Meier analysis showed that 
the PDAC patients with higher Kindlin-2 protein 
expression had poorer prognosis as compared to 
patients with lower Kindlin-2 protein expression 
(Figure 1F). Collectively, these results strongly 
suggested an important role for Kindlin-2 in the 
pathology of pancreatic cancer.  

To directly investigate the role of Kindlin-2 in 
regulating PDAC progression, we generated two 
experimental groups of mice, wild-type KPC and 
littermate KPC mice with pancreas-specific knockout 
of Kindlin-2: LSL-KrasG12D/+; p53fl/fl; Pdx1-cre; Kindlin-2 

+/+ (KPC;WT) and LSL-KrasG12D/+; p53fl/fl; Pdx1-cre; 
Kindlin-2 fl/fl (KPC;K2 cKO) (Figure 1G and Figure S1). 
Mice of all genotypes were viable and born at the 
expected Mendelian frequency. We first evaluated the 
body weights, global behavior, and key organ 
phenotypes (e.g. liver, kidney, and lungs) in KPC;K2 
cKO mice. The results showed that KPC;K2 cKO mice 
displayed normal behaviors and normal development 
of a set of key organs, such as the liver, kidney, and 
lungs (Figure S2). The body weights of KPC;K2 cKO 
mice were not significantly different from those of the 
KPC;WT mice at 7 weeks of age (Figure S3), albeit the 
ratio of pancreas weight to body weight of KPC;K2 
cKO mice was slightly reduced compared with 
KPC;WT mice at 7 weeks of age (Figure 1H). Taken 
together, these data indicate that pancreas-specific 
knockout Kindlin-2 did not significantly cause 
dysfunction of other key tissues and organs. We 
further evaluated the overall survival rate between 
KPC;WT and KPC;K2 cKO mice (Figure 1I). 
Consistent with the previous reports, our data 
showed that the median survival of KPC;WT was 
around 67 days, and all KPC;WT mice died within 79 
days. Whereas KPC;K2 cKO mice exhibited a 
prolonged median survival of 88 days, and all KPC;K2 
cKO mice died within 95 days, suggesting Kindlin-2 
deletion in pancreatic tumor cells significantly 
prolonged survival of KPC mice (Figure 1I).  

Kindlin-2 deletion alleviates PDAC progression  
To determine the cause of prolonged survival in 

KPC;K2 cKO mice, we isolated pancreatic tissues from 
7-week-old KPC mice, a time point at which 
pancreatic tissues are occupied by both low- and 
high-grade pancreatic cancer [45]. Histological 
analysis revealed a predominant increase of normal 
pancreatic acinar tissues in KPC;K2 cKO mice 
compared with KPC;WT mice (Figure 2A). 
Approximately 91% of pancreata were replaced by 
pancreatic intraepithelial neoplasia (PanIN) or PDAC 
in 7-week-old KPC;WT mice, whereas only 27% 
pancreas with altered acinar architecture in KPC;K2 
cKO mice (Figure 2A). Accordingly, immunohisto-
chemical (IHC) staining of Cytokeratin 19 (CK19), a 
ductal epithelial marker, also showed a dramatic 
reduction of CK19-positive lesions in KPC;K2 cKO 
mice (Figure 2B), suggesting Kindlin-2 ablation delays 
PDAC progression. Given the microenvironment of 
PDAC strongly influences tumorigenesis, we sought 
to examine whether depletion of Kindlin-2 could 
remodel the tumor microenvironment. Interestingly, 
the fibrotic areas measured by Masson trichrome 
staining and α-smooth muscle actin (α-SMA) IHC 
staining were alleviated in KPC;K2 cKO mice (Figure 
2C). Collagen is the most abundant component of the 
extracellular matrix (ECM) in pancreatic cancer, and 
ECM increased during PDAC progression [46]. IHC 
staining showed that collagen densities were 
decreased in KPC;K2 cKO compared to KPC;WT 
mice, indicating that the loss of Kindlin-2 reduced 
collagen ECM deposition in PDAC (Figure 2D). High 
amounts of macrophage and T cell infiltration are 
often found in human PDAC, which promote tumor 
growth by releasing pro-tumorigenic factors [47-49]. 
Therefore, we tested the effects of Kindlin-2 on the 
PDAC immune microenvironment. A strong reduct-
ion of F4/80+ tumor-associated macrophages (TAMs) 
and CD3+ T cells infiltration in tumor sections was 
observed in KPC;K2 cKO compared to KPC;WT mice 
(Figure 2E-F), suggesting that Kindlin-2 depletion 
inhibited the infiltration of TAMs and T cells, and 
then possibly suppressed the inflammatory micro-
environment in PDAC to affect tumor progression 
[47-49]. Pancreatic cancer cells have excessive 
proliferation ability [50]. To address whether 
Kindlin-2 depletion delayed PDAC progression 
through influencing pancreatic cancer cell prolifera-
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tion rates, we performed Ki-67 staining. The results 
showed a significantly decreased percentage of 
Ki-67-positive cells in KPC;K2 cKO tumor lesions 
compared with KPC;WT tumors (Figure 2G). To 
corroborate the in vivo data, we performed in vitro cell 
proliferation assay. Results showed that pancreatic 
cancer cells lacking Kindlin-2 displayed lower 
proliferation rates and lower frequencies of colony 
formation, indicating that the loss of Kindlin-2 has a 
strong inhibitory effect on mouse primary PCC 
proliferation (Figure 2H-I). To confirm these findings 
in human PDAC, we knocked down Kindlin-2 in MIA 
PaCa-2 cells, which are widely used human-derived 
PDAC cells (Figure S4). Similar to what we found in 
primary mouse PCCs, the knockdown of Kindlin-2 in 
MIA PaCa-2 cells inhibited pancreatic cancer cell 
proliferation (Figure 2J-K). To verify this in vitro data, 
we analyzed the effects of Kindlin-2 on pancreatic 
cancer progression using a xenograft model by 
implanting human wild-type or Kindlin-2 
knockdown MIA PaCa-2 cells into mice. To do this, 
nude mice were orthotopically injected with an equal 
number of MIA PaCa-2 cells expressing control 
siRNA or Kindlin-2 siRNA#1. Similar to what we 
observed in KPC; cKO mice, nude mice injected with 
Kindlin-2 knockdown MIA PaCa-2 cells showed less 
tumor burden compared to mice injected with control 
cells (Figure 2L-N), further confirming the pro- 
tumorigenic effects of Kindlin-2 on pancreatic cancer. 
Taken together, these results indicated that loss of 
Kindlin-2 inhibits PCC proliferation and delays 
PDAC progression.  

Kindlin-2 promotes pancreatic cancer cell 
proliferation through regulation of c-Myc 
translation process 

To elucidate the potential mechanisms by which 
Kindlin-2 promotes pancreatic cancer cell 
proliferation, we performed RNA sequencing (RNA- 
seq) analysis with primary wild-type and Kindlin-2 
knockout PCCs to comprehensively understand the 
signaling pathways through which Kindlin-2 
regulated pancreatic cancer cell proliferation. In these 
experiments, 912 genes were down-regulated and 802 
genes were up-regulated in the Kindlin-2 knockout 
PCCs compared to wild-type PCCs (Figure 3A). 
Consistent with other findings described in this 
paper, gene ontology enrichment analysis using genes 
from the Kyoto Encyclopedia of Genes and Genomes 
(KEGG) revealed that the most down-regulated gene 
clusters in Kindlin-2 knockout PCCs were related to 
tumor metabolic pathways (Figure 3B). Furthermore, 
gene set enrichment analysis (GSEA) indicated that 17 
gene sets were significantly down-regulated in 
Kindlin-2 knockout PCCs, including inflammatory 

response, hypoxia, mTORC1, c-Myc, and other 
signaling pathways (Figure 3C-D). Given the crucial 
role of c-Myc in the regulation of tumor metabolic 
pathways and pancreatic cancer progression, we 
sought to investigate whether Kindlin-2 regulates 
c-Myc-mediated pancreatic cancer progression. To do 
this, we explored the effects of Kindlin-2 on c-Myc 
expression. Consistent with RNA-seq data, knockout 
of Kindlin-2 in mouse primary PCCs markedly 
reduced c-Myc expression level, whereas other key 
signaling molecules involved in the regulation of cell 
proliferation including p-ERK/ERK, p-p65/p65, 
cyclin D1, and β-catenin were not significantly altered 
(Figure 4A). Kindlin-2-deficiency induced down- 
regulation of c-Myc expression was further confirmed 
by immunofluorescence staining of mouse PCCs 
(Figure 4B). We also repeated the effect of reduced 
Kindlin-2 on c-Myc expression by using human MIA 
PaCa-2 cells and obtained similar results (Figure 4C). 
c-Myc protein regulation has been reported to be 
achieved by inhibiting mRNA transcription, suppres-
sing translation or promoting protein degradation 
[51-53]. To illustrate which process of c-Myc was 
regulated by Kindlin-2, we first compared the mRNA 
level of c-Myc between wild-type and Kindlin-2 
knockout PCCs. The results showed that the mRNA 
level of c-Myc was not significantly changed by the 
depletion of Kindlin-2 (Figure 4D). Next, to address 
whether Kindlin-2 affects c-Myc protein degradation, 
cycloheximide (CHX) pulse- chase assays were 
performed. As shown in Figure 4E, Kindlin-2 ablation 
failed to alter the median half-life of c-Myc upon 
inhibition of protein synthesis (Figure 4E). Given 
previous reports they implied c-Myc protein 
undergoes proteasome-mediated degradation [53], we 
validated the CHX chase analysis by treating cells 
with proteasomal inhibitor MG132. As expected, 
MG132 could not reverse Kindlin-2 deficiency- 
induced down-regulation of c-Myc, indicating 
Kindlin-2 is unlikely to regulate c-Myc levels through 
protein degradation (Figure 4F). Finally, we asked 
whether Kindlin-2 affects the c-Myc translation 
process. To answer this question, we performed 
sucrose gradient sedimentation to analyze the 
distribution of total RNA on polyribosomes in 
primary PCCs isolated from KPC;K2 cKO and 
KPC;WT mice (Figure 4G). Interestingly, we found 
that loss of Kindlin-2 did not significantly modulate 
the global ribosome profiles, suggesting Kindlin-2 
depletion did not lead to a global translation 
inhibition. To delineate the role of Kindlin-2 on 
specific c-Myc gene translation, we further analyzed 
c-Myc transcript from polysomal fractions prepared 
from PCCs from KPC;K2 cKO and KPC;WT mice.  
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Figure 2. Kindlin-2 deletion inhibits pancreatic cancer progression and reduces pancreatic tumor cell proliferation. (A) Representative histologic images of 
H&E staining in the pancreatic tumors. Scale bar: 2.5 mm (upper panel); 250 µm (lower panel). Quantification analysis was shown in the right panel. n = 3 for KPC;WT; n = 4 for 
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KPC;K2 cKO. (B) Representative histologic images of CK19 staining in the pancreatic tumors. Scale bar: 2.5 mm (upper panel); 250 µm (lower panel). Quantification analysis was 
shown in the right panel. ***P < 0.001 vs. KPC;WT. n = 3 for KPC;WT; n = 4 for KPC;K2 cKO. (C) Representative histologic images of Masson’s trichrome staining and α-SMA 
staining in the pancreatic tumors. Scale bar: 500 µm (upper panel);100 µm (lower panel). Quantification analysis was shown in the right panel. ***P < 0.001 vs. KPC;WT. n = 3 for 
KPC;WT; n = 4 for KPC;K2 cKO. (D) Representative histologic images of collagen I staining in the pancreatic tumors. Scale bar: 250 µm (upper panel); 50 µm (lower panel). 
Quantification analysis was shown in the right panel. ***P < 0.001 vs. KPC;WT. n = 3 for each group. (E) Representative histologic images of CD3 staining in the pancreatic 
tumors. Scale bar: 100 µm (upper panel); 50 µm (lower panel). Quantification analysis was shown in the right panel. ***P < 0.001 vs. KPC;WT. n = 3 for each group. (F) 
Representative histologic images of F4/80 staining in the pancreatic tumors. Scale bar: 250 µm (upper panel); 100 µm (lower panel). Quantification analysis was shown in the right 
panel. ***P < 0.001 vs. KPC;WT. n = 3 for each group. (G) Representative histologic images of Ki-67 staining in the pancreatic tumors. Scale bar: 50 µm. Quantification analysis 
was shown in the right panel. **P < 0.01 vs. KPC;WT. n = 4 for KPC;WT; n = 4 for KPC;K2 cKO. (H) Knockout of Kindlin-2 in mouse primary PCCs led to a significant decrease 
in cell viability, as measured by cell number counting at the indicated time points. ***P < 0.001 vs. KPC;WT. n = 3 independent experiments. (I) Knockout of Kindlin-2 in mouse 
primary PCCs led to a significant decrease in anchorage-dependent colony-forming abilities. ***P < 0.001, vs. KPC;WT#1. n = 5 independent experiments. (J) Knockdown of 
Kindlin-2 in human MIA PaCa-2 cells led to a significant decrease in cell viability, as measured by cell number counting at the indicated time points. ***P < 0.001 vs. MIA PaCa-2. 
n = 3 independent experiments. (K) Knockdown of Kindlin-2 in human MIA PaCa-2 cells led to a significant decrease in anchorage-dependent colony-forming abilities. ***P < 
0.001, vs. MIA PaCa-2. n = 4 independent experiments. (L-N) Tumor growth from the orthotopic inoculation of control or Kindlin-2 knockdown MIA PaCa-2 cells in the 
pancreas of nude mice. Representative images of tumors (L), quantification of tumor weight (M) and tumor volume (N) at day 14 after inoculation were shown. ***P < 0.001 vs. 
Ctrl siRNA. n = 7 mice for each group.  

 
Figure 3. RNA-seq analysis of primary PCCs isolated from KPC;WT and KPC; K2 cKO mice. (A) Volcano plot of gene expression (KPC;K2 cKO vs. KPC;WT 
mice). (B) KEGG pathway enrichment analysis of differentially expressed genes in primary PCCs from KPC;K2 cKO and KPC;WT mice. (C) GSEA analysis of enriched gene sets 
in the comparison of primary PCCs from KPC;K2 cKO vs. KPC;WT mice. (D) GSEA analysis showing c-Myc targets-V1 and targets-V2 gene sets enriched in KPC;WT PCCs. 
KEGG, Kyoto Encyclopedia of Genes and Genomes; GSEA, Gene Set Enrichment Analysis.  
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Figure 4. Kindlin-2 promotes pancreatic cancer cell proliferation through regulation of the translation of c-Myc. (A) Immunoblotting analysis of a subset of 
protein expression (as specified in the figure) in isolated primary PCCs; Quantification analysis was shown in the lower panel. ***P < 0.001 vs. KPC;WT. n = 3 independent 
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experiments. (B) Representative images of immunofluorescence staining for Kindlin-2 (green) and c-Myc (red) in mouse primary PCCs. Scale bar: 20 µm. Quantification analysis 
was shown in the lower panel. At least 15 images in each group were analyzed. ***P < 0.001 vs. KPC;WT. n = 4 independent experiments. (C) Immunoblotting analysis of c-Myc 
protein expression in control (Ctrl siRNA) and Kindlin-2 knockdown (K2 siRNA#1 and K2 siRNA#2) MIA PaCa-2 cells. Quantification analysis was shown in the lower panel. 
***P < 0.001 vs. MIA PaCa-2. n = 3 independent experiments. (D) qPCR analysis of c-Myc mRNA expression in PCCs. n = 6 independent experiments. (E) Immunoblotting 
analysis of c-Myc protein level in PCCs treated with cycloheximide (CHX) for different time points as indicated (upper panel). Quantification analysis was shown in the lower 
panel. n = 4 independent experiments. SE, short exposure; LE, long exposure. (F) Immunoblotting analysis of c-Myc protein level in PCCs treated with proteasomal inhibitor 
MG132 for 6 h (upper panel). Vehicle, DMSO; MG132, 10 µM. Quantification analysis was shown in the lower panel. ***P < 0.001 vs. KPC;WT. n = 5 independent experiments. 
(G) Representative polysome profiles from PCCs. Absorbance (Abs) at 260 nm was shown as a function of sedimentation. (H) The fractions of polysomes were mixed together 
and the RNA of the mixture was isolated and subjected to qPCR analysis to determine the polysomal mRNA level of c-Myc. ***P < 0.001 vs. KPC;WT. n = 3 independent 
experiments. (I) Upper panel: schematic of c-Myc 5’UTR-mediated translation (Firefly luciferase as a reporter gene). Lower panel: luciferase assay of c-Myc 5’UTR-mediated 
translational activity in primary PCCs. ***P < 0.001 vs. KPC;WT. n = 6 independent experiments. FL, firefly; RL, Renilla.  

 
c-Myc polysomal mRNA levels were drastically 

reduced in Kindlin-2 deficient PCCs, supporting the 
view that Kindlin-2 selectively modulates c-Myc 
mRNA translation (Figure 4H). 5’- and 3’- 
untranslated regions (UTRs) play critical roles in the 
control of mRNA translation[54-56]. To determine if 
Kindlin-2 regulates c-Myc expression through 5’- or 
3’- UTR-mediated translation, we constructed a firefly 
luciferase reporter containing the 581 nt 5’UTR or 453 
nt 3’UTR of mouse c-Myc and co-transfected this 
reporter with a Renilla luciferase, an internal control 
reporter plasmid, into PCCs from KPC;K2 cKO and 
KPC;WT mice. After normalizing with the control 
Renilla luciferase, we found that loss of Kindlin-2 
remarkably impaired c-Myc 5’-UTR mediated 
reporter translation efficiency (Figure 4I). In contrast, 
Kindlin-2 ablation failed to affect c-Myc 3’UTR- 
mediated translation efficiency (Figure S5), implying 
Kindlin-2 stabilizes c-Myc expression primarily 
through regulation of 5’UTR-mediated translation. 
Taken together, these results indicate that Kindlin-2 
controls c-Myc expression through regulation of 
c-Myc mRNA translation, but not transcription or 
degradation processes.  

Kindlin-2 associates with DDX3X  
To explore the mechanism underlying the 

regulation of c-Myc mRNA translation by Kindlin-2, 
we attempted to identify Kindlin-2-associated 
proteins that participate in the translation initiation 
process by Nanoscale liquid chromatography coupled 
to tandem mass spectrometry (nano LC-MC/MS) 
approach [32] (Figure 5A). Among the potential 
Kindlin-2-interacting candidates, DDX3X was chosen 
for further investigation because DDX3X, an RNA 
helicase protein, is known to function as a 
translational regulator to facilitate the translation 
initiation of several essential genes [13-17]. 
Kindlin-2-DDX3X association was first verified by 
sequential immunoprecipitation (IP) experiments 
with either anti-Kindlin-2 or anti-DDX3X antibodies 
using mouse-isolated PCCs or human MIA PaCa-2 
cells. The results validated that Kindlin-2 is associated 
with DDX3X (Figure 5B-C). To further examine the 
location where the Kindlin-2 and DDX3X interacted, 
we performed immunofluorescence co-staining of 
Kindlin-2 and DDX3X in mouse primary PCCs or 

human MIA PaCa-2 cells. Interestingly, DDX3X was 
not detected in the focal adhesions where a fraction of 
Kindlin-2 was localized. However, DDX3X did 
co-localize with Kindlin-2 in peri-nuclear regions 
(Figure 5D-E). DDX3X has been previously reported 
to distribute at the endoplasmic reticulum (ER) 
regions to mediate ER-associated protein translation 
[57]. To investigate whether Kindlin-2 co-localized 
with DDX3X at ER region, we isolated ER, 
mitochondrial and other cytosolic fractions from 
mouse primary PCCs. ATP5A (a mitochondrial 
marker), ERP57 (an ER marker) and α-tubulin (a 
cytosolic marker) were used to indicate different 
cellular fractions. Consistent with the co-staining 
data, subcellular fractionation analysis revealed that 
the majority of Kindlin-2 and DDX3X were detected in 
the ER fractions, albeit a small amount of Kindlin-2 
and DDX3X were also detected in the mitochondrial 
and cytosolic fraction (Figure 5F), indicating Kindlin-2 
mainly associated with DDX3X in the ER. To further 
test the Kindlin-2 localization in ER, we performed 
co-staining of Kindlin-2 and ERP57 (an ER marker). 
The results confirmed our hypothesis (Figure 5G). 
Finally, to identify which subdomain of Kindlin-2 
binds to DDX3X, we purified glutathione S-trans-
ferase (GST)-fusion proteins containing various 
Kindlin-2 fragments and tested their binding abilities 
with DDX3X. As shown in Figure 5H, the full-length 
and F0F1 subdomains of Kindlin-2 (lanes 2 and 4), but 
not F0, F2 or F2F3 subdomains (lanes 3, 5 and 6), could 
pull down DDX3X, suggesting that Kindlin-2 binds to 
DDX3X through its F1 subdomain (Figure 5H).  

Kindlin-2 deletion inhibits DDX3X-mediated 
c-Myc translation  

DDX3X has been previously reported to facilitate 
translation initiation of RNAs that contain long 
and/or secondary structured 5’UTR [12, 17]. RNA 
fold analysis revealed that the c-Myc 5’UTR contains a 
long and stable secondary structure with an estimated 
free energy of -257.50 kal/mol (Figure S6). Therefore, 
we hypothesized that Kindlin-2 might regulate the 
c-Myc translation process through a Kindlin-2- 
DDX3X axis. To test this hypothesis, we first explored 
the impact of Kindlin-2 on DDX3X protein expression. 
To our surprise, the loss of Kindlin-2 did not change 
DDX3X total protein expression (Figure S7). We then 
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evaluated whether Kindlin-2 depletion altered 
DDX3X ER subcellular localization. Results indicated 
that the deficiency of Kindlin-2 did not cause the 
relocation of DDX3X from the ER fraction to other 
cellular fractions, suggesting that Kindlin-2 is not 
necessary to regulate the cellular localization of 
DDX3X (Figure 5I). We next asked whether Kindlin-2 
affects DDX3X’s binding to c-Myc mRNA. To test this, 
we examined DDX3X-c-Myc mRNA binding abilities 
in PCCs from KPC;K2 cKO and KPC;WT mice using 
RNA immunoprecipitation (RIP) followed by 
qRT-PCR (Figure 5J). Strikingly, significantly less 
c-Myc mRNA was co-immunoprecipitated with 
DDX3X in Kindlin-2 knockout PCCs compared to 
control cells. As a control, cyclin D1 (DDX3X- 
insensitive gene) [14] mRNA showed no difference in 
DDX3X RIP samples from wild-type or Kindlin-2 
knockout PCCs (Figure 5J). To further verify these 
data, we performed an RNA affinity pull-down assay 
using biotinylated c-Myc 5’ UTR or c-Myc 3’UTR. The 
results showed that depletion of Kindlin-2 diminished 
the association of the DDX3X proteins with c-Myc 5’ 
UTR (Figure 5K). In contrast, c-Myc 3’UTR, unlike 
c-Myc 5’UTR, did not associate with DDX3X in both 
wild-type or Kindlin-2 knockout PCCs (Figure S8), 
which is consistent with the results showing that 
Kindlin-2 does not regulate c-Myc 3’UTR-mediated 
mRNA translation (Figure S5). Collectively, these 
findings support the hypothesis that Kindlin-2 helps 
DDX3X bind to the 5’ UTR of c-Myc mRNA and 
facilitates c-Myc protein translation. The next 
question we addressed is whether Kindlin-2 directly 
or indirectly binds to c-Myc mRNA to regulate its 
translation. We performed RIP followed by RT-PCR 
assay. The results showed that c-Myc mRNA was 
present in the Kindlin-2 immunoprecipitants (Figure 
5L). To verify this, we performed RNA pull-down 
experiments using biotinylated c-Myc 5’ UTR or 3’ 
UTR mRNA and found that c-Myc 5’UTR, but not 3’ 
UTR mRNA, was associated with Kindlin-2 (Figure 
5M-N). To further investigate whether Kindlin-2 
directly interacts with the c-Myc 5’ UTR, we utilized 
in vitro purified GST-Kindlin-2 to do RNA pull-down 
assay. The results revealed that GST-Kindlin-2 alone 
couldn’t interact with c-Myc 5’ UTR, however, the 
addition of GST-DDX3X significantly enhanced the 
association of Kindlin-2 with c-Myc 5’UTR (Figure 
5O). Collectively, these results suggest that Kindlin-2 
regulates c-Myc translation, at least in part, through 
its interaction with DDX3X and thereby control 
5’UTR-mediated translation (Figure 5). Collectively, 
these results indicated that Kindlin-2 regulates c-Myc 
translation, at least in part, via 5’UTR-mediated 

translation control, and this event may be mediated 
by interaction with DDX3X. 

Kindlin-2 deletion reduces glycolysis via 
regulation of c-Myc downstream signaling 

c-Myc is essential for promoting glucose 
metabolic reprogramming in various types of cancers 
[58]. In particular, c-Myc functions as a key factor in 
reprogramming glucose metabolism by directly 
controlling glucose transporter (GLUT1) and rate- 
limiting glycolytic enzymes Hexokinase II (HK2) 
transcription in PDAC [59]. Given our aforemen-
tioned data that revealed how Kindlin-2 influences 
c-Myc protein level (Figure 4) and metabolic gene 
transcripts (Figure 3), we examined whether Kindlin-2 
could affect c-Myc downstream targeted genes 
including GLUT1 and HK2 to promote PDAC 
progression. Indeed, both mRNA and protein levels of 
GLUT1 and HK2 were dramatically reduced in 
Kindlin-2 knockout PCCs compared to control cells 
(Figure 6A-B). In line with these findings, a significant 
reduction of c-Myc, GLUT1, and HK2 expression was 
observed in Kindlin-2 knockdown human MIA 
PaCa-2 cells and in the Kindlin-2-deficient PDAC 
tumor section (Figure 6C-E). Since GLUT1 and HK2 
are critically involved in glycolysis, we reasoned that 
Kindlin-2 might affect glycolysis in PDAC. To test this 
hypothesis, we measured glucose uptake in wild-type 
and Kindlin-2 knockout PCCs. The analysis revealed 
that the uptake of the glucose analog, 2-deoxyglucose 
(2-DG), was significantly diminished in both 
Kindlin-2 knockout PCCs and Kindlin-2 knockdown 
MIA PaCa-2 cells (Figure 6F). Concomitant to glucose 
uptake analysis, Kindlin-2-deficient PCCs and MIA 
PaCa-2 cells displayed remarkable decreases in lactate 
production (Figure 6G). In addition, the extracellular 
acidification rates (ECARs) were evaluated. The 
results showed that glycolysis and glycolytic capacity 
were markedly reduced by depletion of Kindlin-2 
(Figure 6H-I), further supporting a role for Kindlin-2 
in regulating tumor cell glycolytic metabolism 
reprogramming to promote PDAC progression.  

To further test the importance of glycolysis in 
Kindlin-2-regulated PDAC progression, we 
overexpressed GLUT1 and HK2 in Kindlin-2 
knockout PCCs and found the forced increase of 
GLUT1 and HK2 expression significantly restored 
Kindlin-2-deficiency-induced inhibition of glycolysis 
and PCCs proliferation (Figure 7A-F), suggesting that 
Kindlin-2-deficiency-induced inhibition of PDAC 
progression is indeed mediated by, at least in part, 
suppression of glycolysis. 
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Figure 5. Kindlin-2 associates with DDX3X and regulates DDX3X binding to c-Myc mRNA. (A)Volcano plot showing Kindlin-2 interacting proteins identified using 
Kindlin-2 immunoprecipitation followed by Mass Spectrometry (MS) in PCCs isolated from KPC;WT mice. The positions of Kindlin-2 and DDX3X are indicated. (B) Primary 
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mouse PCCs (left panel) or Human MIA PaCa-2 (right panel) cell lysates were immunoprecipitated with anti-Kindlin-2 antibody or mouse control IgG (mIgG) followed by 
immunoblotting with antibodies as indicated. SE, short exposure; LE, long exposure. (C) Primary mouse PCCs (left panel) or Human MIA PaCa-2 (right panel) cell lysates were 
immunoprecipitated with anti-DDX3X antibody or rabbit control IgG (rIgG) followed by immunoblotting with antibodies as indicated. (D and E) Primary PCCs isolated from 
KPC;WT mice (D) or Human MIA PaCa-2 cells (E) were co-stained with mouse anti-Kindlin-2 and rabbit anti-DDX3X antibodies. Scale bar: 10 µm. (F) The cytosolic fraction 
(Cyto, lane 2), endoplasmic reticulum (ER) fraction (ER, lane 3), mitochondrial fraction (Mito, lane 4) and total cell lysates (Total, lane 1) from PCCs isolated from KPC;WT were 
analyzed by immunoblotting with antibodies as indicated. (G) Primary PCCs isolated from KPC;WT were co-stained with anti-Kindlin-2 and anti-ERP57 (ER marker) antibodies. 
Scale bar: 10 µm. (H) Mapping the subdomains of Kindlin-2 that mediated the association with DDX3X. Upper panel: schematic illustration of various Kindlin-2 fragments that 
were used in the GST pull-down assay. Lower panel: GST-fusion proteins containing various fragments of Kindlin-2 were used to pull-down endogenous DDX3X from PCCs 
isolated from KPC;WT mice. (I) The cytosolic fraction, ER fraction, mitochondrial fraction and total cell lysates from PCCs were analyzed by immunoblotting with antibodies as 
indicated. (J) Left panel: RNA-immunoprecipitation (RIP) strategy used to investigate DDX3X binding to c-Myc mRNA in PCCs. Right panel: c-Myc mRNA, but not cyclin D1 
mRNA, was significantly enriched in DDX3X immunoprecipitated from PCCs isolated from KPC;WT compared to that from KPC;K2 cKO littermates. ***P < 0.001 vs. KPC;WT. 
n = 3 independent experiments. (K) Pull-down assay using the biotinylated c-Myc 5’-UTR RNA with cell lysates of mouse primary PCCs, followed by immunoblotting analysis with 
antibodies as indicated. (L) Left panel: RNA-immunoprecipitation (RIP) strategy used to investigate Kindlin-2 binding to c-Myc mRNA in PCCs. Right panel: c-Myc mRNA was 
significantly enriched in Kindlin-2 immunoprecipitants, but not in control IgG (mIgG) immunoprecipitants. *P < 0.05 vs. mIgG. n = 4 independent experiments. (M) Pull-down 
assay using the biotinylated c-Myc 5’ UTR RNA or control RNA with cell lysates of mouse primary PCCs, followed by immunoblotting analysis with antibodies as indicated. FT, 
flow through. (N) Pull-down assay using the biotinylated c-Myc 3’ UTR RNA or control RNA with cell lysates of mouse primary PCCs, followed by immunoblotting analysis with 
antibodies as indicated. FT, flow through. (O) Pull-down assay using the biotinylated c-Myc 5’UTR RNA or control RNA with purified GST-Kindlin-2 (GST-K2)/GST or 
GST-K2/GST-DDX3X, followed by immunoblotting analysis with anti-Kindlin-2 antibodies.  

 

c-Myc expression level is crucial for 
Kindlin-2-mediated regulation of glycolysis and 
pancreatic cancer cell growth  

To further characterize Kindlin-2-deficiency- 
induced inhibition of glycolysis and PDAC progres-
sion is specifically related to the down-regulation of 
c-Myc, we increased c-Myc expression in both 
wild-type and Kindlin-2 knockout PCCs by lentivirus 
transduction of GFP-tagged c-Myc (Figure 8A). 
Although overexpression of c-Myc in wild-type PCCs 
did not further enhance the expression of GLUT1, 
HK2 and overall glycolysis rate (Figure 8A-E), the 
forced increase of c-Myc expression in Kindlin-2 
deficient PCCs significantly increased the protein 
expression of GLUT1 and HK2 (Figure 8A). Likewise, 
the reintroduction of c-Myc effectively restored the 
Kindlin-2 deficiency-induced inhibition of glucose 
uptake and lactate production (Figure 8B-C). 
Consistent with these findings, the re-expression of 
c-Myc reversed Kindlin-2 deficiency-induced reduct-
ion of glycolysis and glycolytic capacity (Figure 
8D-E). Moreover, the PCCs cell proliferation defect, 
caused by the loss of Kindlin-2 was rescued by the 
overexpression of c-Myc (Figure 8F). Thus, these 
findings demonstrated the effects of Kindlin-2 on 
PDAC glucose metabolism and tumor progression are 
mediated through, at least in part, control of c-Myc 
expression level.  

Kindlin-2-DDX3X association is crucial for 
regulation of c-Myc expression and its 
downstream events 

Our previous data have shown that the F1 
subdomain of Kindlin-2 mediated Kindlin-2-DDX3X 
association (Figure 5H). To test whether Kindlin-2 and 
DDX3X interaction is important for the regulation 
c-Myc translation and its downstream signaling, we 
generated an F1 deletion mutant of Kindlin-2 
(referred to as Kindlin-2 ΔF1 hereafter) and a 
full-length of Kindlin-2. We assessed whether 
Kindlin-2 ΔF1 mutant could disrupt the Kindlin-2- 

DDX3X association. As expected, full-length Kindlin-2 
associated with DDX3X, whereas Kindlin-2 ΔF1 
completely abolished the association with DDX3X, 
which indicates the F1 subdomain is required for 
Kindlin-2-DDX3X binding (Figure 9A). Next, we 
investigate whether Kindlin-2 ΔF1 could rescue 
Kindlin-2-deficiency-induced down-regulation of 
c-Myc and its subsequent downstream effects. As 
shown in Figure 9B, ectopic expression of full-length 
Kindlin-2 restored c-Myc protein expression, but 
Kindlin-2 ΔF1 failed to do so. In addition, Kindlin-2 
ΔF1 mutant, unlike that of full-length Kindlin-2, could 
not enable DDX3X binding to c-Myc 5’ UTR regions to 
facilitate c-Myc 5’-UTR mediated translation process 
(Figure 9C-D). Furthermore, re-expression of 
Kindlin-2 ΔF1 was unable to reverse Kindlin-2- 
deficiency induced c-Myc downstream dysfunctions 
including the reduction of GLUT1 and HK2 
expression, the inhibition of glycolytic capacity and 
PCC proliferation inhibition (Figure 9B, E-I). 
Collectively, these results demonstrate that associa-
tion with DDX3X is critical for Kindlin-2 to regulate 
c-Myc translation and its downstream glycolytic 
targets and to contribute to PDAC progression.  

Discussion 
c-Myc is a proto-oncogene that can enhance 

various glycolytic genes expression to improve tumor 
cell glycolysis and augment tumor cell proliferation. 
c-Myc expression is tightly controlled in normal cells 
[60], and overexpression of c-Myc induces normal cell 
hyper-proliferation and transformation to promote 
tumor progression [61]. c-Myc is aberrantly 
overexpressed in over 43.5% of human pancreatic 
cancers [62]. Conditional ablation of c-Myc in a 
KrasG12D-induced pancreatic ductal adenocarcinoma 
mouse model significantly suppressed PDAC 
progression [63]. This evidence strongly indicates that 
the overexpression or amplification of c-Myc is crucial 
for KrasG12D-driven pancreatic cancer progression. 
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Figure 6. Kindlin-2 deletion reduces c-Myc downstream targets GLUT1 and HK2 expression and inhibits glycolysis in pancreatic cancer cells. (A) qPCR 
analysis of Glucose transporter 1 (GLUT1) and hexokinase 2 (HK2) mRNA expression in PCCs. ***P < 0.001 vs. KPC;WT. n = 4 independent experiments. (B) Immunoblotting 
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analysis of GLUT1 and HK2 protein levels in PCCs (left panel). Quantification data were shown in the right panel. ***P < 0.001 vs. KPC;WT. n = 3 independent experiments. (C) 
Immunoblotting analysis of GLUT1 and HK2 protein levels in control (Ctrl siRNA) and Kindlin-2 knockdown (K2 siRNA#1 and K2 siRNA#2) MIA PaCa-2 cells. Quantification 
analysis was shown in the right panel. *** P < 0.001 vs. MIA PaCa-2. n = 3 independent experiments. (D) Representative images of pancreatic tumor sections stained with 
antibodies as indicated in the figure. Scale bar: 100 µm. (E) Quantification of staining intensity of GLUT1 and HK2 levels in pancreatic tumor sections. ***P < 0.001 vs. KPC;WT. 
n = 4 mice. For each mouse, the quantification was performed from at least ten images. (F) The relative glucose uptake was measured in PCCs or Human MIA PaCa-2 cells. ***P 
< 0.001 vs. KPC;WT, n = 7 independent experiments for PCCs (left panel); ***P < 0.001 vs. Ctrl siRNA, n = 5 for MIA PaCa-2 cells (right panel). (G) Lactate production in PCCs 
or Human MIA PaCa-2 cells. Levels of lactate in the culture medium were measured and normalized to the cell number. ***P < 0.001 vs. KPC;WT, n = 8 independent experiments 
for PCCs (left panel); ***P < 0.001 vs. Ctrl siRNA, n = 5 for MIA PaCa-2 cells (right panel). (H and I) Glycolysis flux was examined by measuring the extracellular acidification 
rate (ECAR) using the Seahorse analyzer in PCCs (H) or in Human MIA PaCa-2 cells (I). Glucose (10 mM), ATP synthase inhibitor oligomycin (1 µM), and glycolysis inhibitor 
2-Deoxy-D-glucose (2-DG, 50 mM) were added to the cells at the indicated time points. The values of glycolysis and glycolytic capacity were calculated by the Seahorse XFe96 
software and shown in the right panel. ***P < 0.001 vs. KPC;WT, n = 11 independent experiments for PCCs (H); ***P < 0.001, **P < 0.01 vs. Ctrl siRNA, n = 5 for MIA PaCa-2 
cells (I).  

 
Figure 7. Overexpression of GLUT1/HK2 rescues Kindlin-2-deficency-induced inhibition of glycolysis and pancreatic cancer cell proliferation. Mouse 
primary PCCs isolated from KPC;K2 WT or KPC;K2 cKO mice were infected with lentiviral vectors encoding full-length GLUT1 and HK2 (GLUT1/HK2) or empty vector 
pLVX-IRES-Hyg. (A) Immunoblotting analysis of GLUT1 and HK2 protein levels in PCCs (different groups as specified in the figure). (B) The relative glucose uptake was 
measured in PCCs (different groups as specified in the figure). ***P < 0.001 vs. KPC;WT. n = 4 independent experiments. (C) Lactate production in PCCs as specified in the 
figure. Levels of lactate in the culture medium were measured and normalized to the cell number. **P < 0.01 vs. KPC;WT. n = 4 independent experiments. (D) Glycolysis flux 
was examined by measuring the extracellular acidification rate (ECAR) using the Seahorse analyzer. Glucose (10 mM), ATP synthase inhibitor oligomycin (1 µM), and glycolysis 
inhibitor 2-DG (50 mM) were added to the cells as indicated in the figure at the indicated time points. (E) The values of glycolysis and glycolytic capacity were calculated by the 
Seahorse XFe96 software. ***P < 0.001 vs. KPC;WT. n = 4 independent experiments. (F) Overexpression of GLUT1 and HK2 in Kindlin-2-deficient PCCs led to a significant 
increase in anchorage-dependent colony-forming ability. Representative images (left panel) and quantification analysis (right panel) were shown. ***P < 0.001, **P < 0.01 vs. 
KPC;WT. n = 3 independent experiments.  
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Figure 8. c-Myc expression is crucial for Kindlin-2-mediated regulation of glycolysis and pancreatic cancer cell proliferation. Mouse primary PCCs isolated 
from KPC;K2 WT or KPC;K2 cKO mice were infected with lentiviral vectors encoding full-length c-Myc (c-Myc-GFP) or empty vector GFP-tagged pLVX-IRES-Hyg (GFP). (A) 
Immunoblotting analysis of GLUT1 and HK2 protein levels in PCCs as specified in the figure. (B) The relative glucose uptake was measured in PCCs as specified in the figure. ***P 
< 0.001 vs. KPC;WT. n = 6 independent experiments. (C) Lactate production in PCCs as specified in the figure. Levels of lactate in the culture medium were measured and 
normalized to the cell number. ***P < 0.001 vs. KPC;WT. n = 5 independent experiments. (D) Glycolysis flux was examined by measuring the extracellular acidification rate 
(ECAR) using the Seahorse analyzer. Glucose (10 mM), ATP synthase inhibitor oligomycin (1 µM), and glycolysis inhibitor 2-DG (50 mM) were added to the cells as indicated in 
the figure at the indicated time points. (E)The values of glycolysis and glycolytic capacity were calculated by the Seahorse XFe96 software. ***P < 0.001 vs. KPC;WT. n = 5 
independent experiments. (F) Overexpression of c-Myc in Kindlin-2-deficient PCCs led to a significant increase in anchorage-dependent colony-forming ability. Representative 
images (left panel) and quantification analysis (right panel) were shown. ***P < 0.001, **P < 0.01 vs. KPC;WT. n = 6 independent experiments.  

 
c-Myc expression is controlled at multiple levels, 

including mRNA transcription, translation and c-Myc 
mRNA and protein stability. Recent studies indicated 
that c-Myc expression is modulated by translational 
control through both 5’UTR and 3’UTR regulation [52, 
64-66]. The interaction of RPBs (HuR, AUF1, TIAR) 
with c-Myc 3’UTR is crucial for the control of c-Myc 
translation [67, 68]. Compared to 3’UTR modulation, 
the regulation of c-Myc 5’UTR in the control of c-Myc 
translation is largely unknown. Therefore, identifying 
key regulators of 5’UTR of c-Myc in the control of 
c-Myc translation is an important question in cancer 

biology. It has been previously reported that the 
5’UTR of c-Myc mRNA contains a complex secondary 
structure that limits the efficiency of cap-dependent 
translation. DDX3X has been shown to regulate the 
translation of a subset of mRNAs with complex 
structured 5’UTR and/or high GC content through 
directly contacting transcript 5’UTRs [17], implying 
DDX3X possibly associates with c-Myc mRNA 5’UTR 
transcript to enhance its translation efficiency. This 
notion was confirmed by silencing DDX3X-induced 
inhibition of c-Myc translation (Figure S9).  
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Figure 9. Kindlin-2 association with DDX3X is crucial for the regulation of c-Myc translation and its downstream events. Primary PCCs isolated from KPC;K2 
WT or KPC;K2 cKO mice were infected with lentiviral vectors encoding wild-type Kindlin-2 (K2 WT) or F1-domain-deleted mutant of Kindlin-2 (K2 ΔF1) or empty vector 
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pLVX-IRES-Hyg. (A) Cell lysates were immunoprecipitated with anti-Kindlin-2 antibody followed by immunoblotting with antibodies as indicated. (B) Immunoblotting analysis of 
c-Myc, GLUT1 and HK2 protein levels in PCCs as specified in the figure. (C) Pull-down assay using the biotinylated c-Myc 5’-UTR RNA with lysates of PCCs as specified in the 
figure, followed by immunoblotting analysis with antibodies as indicated. (D) Luciferase assay of c-Myc 5’-UTR-mediated translational activity in PCCs as specified in the figure. 
***P < 0.001 vs. KPC;WT. n = 8 independent experiments. (E) The relative glucose uptake was measured in PCCs as specified in the figure. ***P < 0.001 vs. KPC;WT. n = 6 
independent experiments. (F) Lactate production in PCCs as specified in the figure. Levels of lactate in the culture medium were measured and normalized to the cell number. 
***P < 0.001 vs. KPC;WT. n = 4. (G) Glycolysis flux was examined by measuring the extracellular acidification rate (ECAR) using the Seahorse analyzer. Glucose (10 mM), ATP 
synthase inhibitor oligomycin (1 µM), and glycolysis inhibitor 2-DG (50 mM) were added to the cells as indicated in the figure at the indicated time points. (H) The values of 
glycolysis and glycolytic capacity were calculated by the Seahorse XFe96 software. **P < 0.01 vs. KPC;WT. n = 6 independent experiments. (I) Overexpression of K2 WT, but 
not K2 ΔF1, in Kindlin-2-deficient PCCs led to a significant increase in anchorage-dependent colony-forming ability. Representative images (left panel) and quantification analysis 
(right panel) were shown. ***P < 0.001 vs. KPC;WT. n = 6 independent experiments. (J) Schematic illustration of the mechanism of Kindlin-2 regulation of pancreatic cancer 
progression. 

 
Kindlin-2 is well documented to localize at focal 

adhesion to regulate integrin-mediated cell-ECM 
adhesion and signaling [27, 29, 69]. In this study, we 
identified a novel function of Kindlin-2 in the 
regulation of c-Myc mRNA translation. Our findings 
indicated that in addition to focal adhesions, a fraction 
of Kindlin-2 could localize at ER regions and is 
associated with DDX3X. Our data also suggested that 
Kindlin-2 and DDX3X association is crucial for 
recruitment of DDX3X to the c-Myc 5’UTR. 
Specifically, Kindlin-2 deletion led to DDX3X 
dissociation from c-Myc 5’UTR although the loss of 
Kindlin-2 did not alter DDX3X expression level and 
sub-cellular location. Overexpression of full-length 
Kindlin-2 rescued DDX3X association with c-Myc 
mRNA and increased Kindlin-2-deficiency-induced 
down-regulation of c-Myc translation. However, the 
DDX3X-binding-mutant of Kindlin-2 (Kindlin-2 ΔF1) 
failed to do so.  

While our results strongly suggest that Kindlin-2 
promotes PDAC progression through up-regulation 
of c-Myc expression and glycolysis, our studies do not 
exclude the possibility that other Kindlin-2-mediated 
processes can also contribute to the progression of 
PDAC. For example, Kindlin-2 is known to regulate 
TGF-β signaling, cell-ECM adhesion, cytoskeleton 
assembly, and ECM deposition, which likely also 
contributes to PDAC progression [25, 27, 29, 34, 70]. 
However, the fact that re-expression of GLUT1 or 
HK2 expression in Kindlin-2 knockout PCCs 
significantly restored Kindlin-2 deficiency-induced 
inhibition of PCCs proliferation (Figure 7), strongly 
suggests that the Kindlin-2-mediated regulation of 
glucose metabolism is critically involved in this 
process.  

Increased level of Kindlin-2 was observed in 
human and mouse PDAC lesions (Figure 1B-C) and 
was associated with poor clinical outcomes (Figure 
1D-F), suggesting that Kindlin-2 overexpression is 
likely clinically significant in PDAC progression. 
Interestingly, Zhan et al. also reported that there was 
a correlation between increased expression of 
Kindlin-2 and poor prognosis of PDAC patients [70]. 
The findings by us and Zhan et al. beg an important 
question, namely whether reducing Kindlin-2 
expression can inhibit PDAC progression in vivo. 

Answering this question is crucial for the 
development of novel therapeutic approaches that 
target the Kindlin-2 signaling pathway to alleviate 
PDAC progression. As described here, our evidence 
supports a role for Kindlin-2 in promoting PDAC 
progression in vivo and therefore targeting the 
Kindlin-2 signaling pathway may provide a 
promising therapeutic approach to alleviate PDAC 
progression. 

How does Kindlin-2 promote PDAC progres-
sion? In this study, we propose a model to explain a 
mechanistic link between increased expression of 
Kindlin-2 and c-Myc, a key pro-oncogene that drives 
PDAC progression (Figure 9J). In this model, in 
normal pancreatic cells or Kindlin-2 knockout 
pancreatic tumor cells with a low level of Kindlin-2, 
c-Myc maintained a low basal translation level 
because the 5’UTR of c-Myc mRNA contains a 
complex secondary structure that limits the efficiency 
of cap-dependent translation. However, in pancreatic 
tumor cells with a high level of Kindlin-2, Kindlin-2 
associated with DDX3X and recruited more DDX3X to 
the 5’UTR of c-Myc complex structure, thereby 
promoting translation of c-Myc mRNA, further 
increasing c-Myc expression to promote tumor cell 
proliferation (Figure 9J). Although our studies have 
revealed a crucial role for the Kindlin-2 association 
with DDX3X in the regulation of c-Myc translation 
and PDAC progression, how Kindlin-2 affects DDX3X 
interaction with c-Myc mRNA remains unknown. 
Potentially, Kindlin-2’s association with DDX3X may 
influence DDX3X’s protein conformation. Alterna-
tively, the Kindlin-2 association may affect the 
interaction of DDX3X with other translation initiation 
factors that are involved in c-Myc mRNA translation. 
Future studies are required to investigate these 
possibilities.  

In summary, we have demonstrated a novel role 
for Kindlin-2 in the regulation of c-Myc translation 
and PDAC progression. Furthermore, we provide 
evidence suggesting that Kindlin-2 functions in this 
process through association with DDX3X, which 
facilitates DDX3X interaction with c-Myc mRNA 
5’UTR and thereby promotes c-Myc translation and 
consequently tumor cell glycolysis and PDAC 
progression. Given the important role of the 
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Kindlin-2-DDX3X-c-Myc signaling axis in PDAC 
progression, inhibition of this signaling axis may 
provide a promising therapeutic approach to alleviate 
PDAC progression.  

Materials and Methods 
Animal studies 

Kindlin-2fl/fl transgenic mice were generated as 
previously described [36]. KrasG12D/+; Trp53fl/fl; 
Pdx1-Cre (KPC) mice were purchased from the 
Jackson Laboratory. Kindlin-2fl/fl mice were crossed 
with KPC mice to generate Kindlin-2fl/+; KrasG12D/+; 
Trp53fl/fl and Kindlin-2fl/fl; Trp53fl/fl; Pdx1-Cre mice. 
Intercrossing of their progeny results in the 
generation of Kindlin-2fl/fl; KrasG12D/+; Trp53fl/fl; Pdx1-Cre 
(KPC; K2 cKO) and Kindlin-2+/+; KrasG12D/+; Trp53fl/fl; 
Pdx1-Cre (KPC;K2 WT) littermates. Tail genotyping 
was performed by routine PCR protocol.  

Tail genotyping was performed by routine PCR 
protocol. PCR primers used for analyzing were listed: 
(1) Kindlin-2: 5’-TGTGTTTCAAAGGTACTGG 
TCA-3’; 5’-ACAATGGTGCTTTGCCTACA-3’. (2) Cre: 
5’-CCTGGACTACATCTTGAGTT GC-3’; 5’-AGGCA 
AATTTTGGTGTACGG-3’. (3) Kras: 5’-GCAGGTCGA 
GGGACCTAATA-3’; 5’-CTGCATAGTACGCTATAC 
CCTGT-3’. (4) p53: 5’-GGTTAAACCCAGCTTG 
ACCA-3’; 5’-GGAGGCAGAGACAGTTGGAG-3’.  

All animal experiments were performed in 
accordance with the guidelines and regulations and 
approved by the Institutional Animal Care and Use 
Committee at the Southern University of Science and 
Technology of China. 

Cell culture 
The HEK 293T cells and MIA PaCa-2 cells were 

purchased from American Type Culture Collection 
(ATCC). The cell lines were authenticated and 
performed mycoplasma contamination testing at the 
beginning of this study. HEK 293T cell lines were 
routinely cultured in Dulbecco’s Modified Eagle’s 
Medium (DMEM) /High glucose medium (Invitro-
gen, 11995-500) containing 10% FBS (Invitrogen, 
10099-141) and 100 U/mL penicillin and 100 μg/mL 
streptomycin (Invitrogen, 15140-122). MIA PaCa-2 cell 
lines were cultured in Dulbecco’s Modified Eagle’s 
Medium (DMEM) /High glucose medium (Invitro-
gen, 11995-500) containing 10% FBS (Invitrogen, 
10099-141), 2.5% Dark horse serum (Gibco, 26050088), 
and 100 U/mL penicillin and 100 μg/mL 
streptomycin (Invitrogen, 15140-122). Primary murine 
PDAC cells were isolated from 9-week-old KPC mice. 
Pancreatic tumor tissues were dissected and minced 
finely with sterile razor blades, digested with 1 
mg/mL collagenase IV, 0.125 mg/mL dispase, 0.1% 
soybean trypsin inhibitor and 50 U/mL Dnase for 1 h 

at 37 ℃, and then incubated with pre-warmed 0.25% 
trypsin at 37 ℃ for 10 min, strained through a 100 μm 
cell strainer, re-suspended in 10 mL DMEM/High 
glucose medium with 10% FBS and seeded on 10 cm 
cell culture dish. Cells were incubated at 37 ℃ in a 
humidified atmosphere of 5% CO2. 

Immunohistochemical (IHC) staining of 
paraffin-embedded tissue slides 

Paraffin-embedded human pancreatic cancer 
tissue microarrays (TMA) in Figure 1B were 
purchased from Shanghai Outdo Biotech (OD-CT- 
DgPan01-006). The correlation between Kindlin-2 
expression and gender, age, TNM stage or number of 
lymph nodes was analyzed in human TMA samples 
in which the gender, age, TNM stage or number of 
lymph nodes was available. 

Paraffin-embedded mouse pancreatic tumor 
tissues were prepared as described before [32]. In 
brief, pancreatic tumor tissues were sectioned at a 
thickness of 3.5 μm and performed with Hematoxylin 
and eosin (H&E) staining according to the 
manufacturer’s instructions. For histological and 
histopathological analyses, normal pancreas, early 
PanIN (ADM and PanIN1), late PanIN (PanIN2 and 
PanIN3) and PDAC were classified according to the 
standard described previously [71]. At least three 
independent tumor sections in each group were 
analyzed. Masson’s trichrome staining was performed 
with the Modified Masson’s Trichrome Stain Kit 
(Cat#G1348, Solarbio Life Sciences, Beijing, China) 
according to the manufacturer’s instructions.  

Immunohistochemistry staining was carried out 
with the MaxVisionTM HRP-Polymer anti-Mouse/ 
Rabbit IHC kit (Maxim, Fuzhou, China) as described 
previously [72]. The following primary antibodies 
were used: Antibodies against Cytokeratin19 (CK19, 
Abcam, ab52625, 1:10000), F4/80 (CST, 70076S, 
1:1000), CD3 (CST, 99940S, 1:300), Collagen I (Abcam, 
ab260043, 1:1000), α-smooth muscle actin (α-SMA, 
Sigma, A2547, 1:1000), Kindlin-2 (clone 3A3, Milli-
pore, MAB2617, 1:5000), c-Myc (Abcam, ab32072, 
1:100), Ki-67 (Maxim, MAB-0672). Sections were 
visualized using DAB and counterstained with 
hematoxylin. Sections of three individual pancreas 
tissues in each group were taken for analysis. 
Percentages of Ki-67+, F4/80+, CD3+ cells and CK19+, 
α-SMA+, and Collagen I+ areas were calculated using 
Image J software in at least ten randomly selected 
fields per section under 10 × objective.  

Lentiviral infection 
Plasmid psPAX2, pMD2.G, pLVX-Flag-Hyg and 

pLVX-GFP-Hyg were obtained from Addgene. To 
generate wild-type Kindlin-2, Kindlin-2-ΔF1 or c-Myc 
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overexpression cell lines, pLVX-K2-Hyg, pLVX- 
K2ΔF1-Hyg or pLVX-GFP-c-Myc-Hyg were co-trans-
fected with psPAX2 and pMD2.G into HEK 293T cells. 
The lentivirus were collected from the HEK293T 
culture media on the third day after transfection, then 
filtered (pore size 45 µm) and concentrated by 
ultracentrifugation (50,000 × g, 2 h). Isolated primary 
murine PDAC cells were cultured in 6-well plate until 
50% confluence and then replaced with fresh media 
containing lentivirus at a multiplicity of infection 
(MOI) of 100 mixed with 8 μg/mL polybrene. The 
infectious media were replaced with fresh complete 
media after 16 h, and then cultured for 48 h. The viral 
infection efficiency was confirmed by immuno-
blotting. 

Immunofluorescence staining  
Isolated primary murine PDAC cells and MIA 

PaCa-2 cells were seeded on fibronectin-coated 20 mm 
diameter cover glasses in 12-well plates (1×105 

cells/well) and cultured in 37 ℃ for 24 h. Cells were 
then fixed with 4% PFA for 30 min, permeabilized 
with 0.1% Triton X-100 in 1× PBS for 10 min, blocked 
with 5% BSA for 30 min and incubated with 
anti-Kindlin-2 (clone 3A3, Millipore, MAB2617, 
1:5000), anti-DDX3X (Proteintech, 11115-1-AP, 
1:1000), anti-c-Myc (Abcam, ab32072, 1:100) 
antibodies overnight at 4 ℃. Cells were then washed 
with 1×PBS three times and incubated with secondary 
antibodies (Alex fluor, 1:500) for 30 min at room 
temperature. Cells were mounted with ProLongTM 
Gold antifade reagent with DAPI (Invitrogen, P36941) 
and visualized by Zeiss LSM980 with an Airyscan2 
imaging system. 

Immunoblotting analysis 
Whole-cell extracts were prepared with 1% 

sodium dodecyl sulfate (SDS) lysis buffer with freshly 
added 1% proteinase inhibitor cocktail (MCE, 
HY-K0010) and 1mM phenylmethylsulfonyl fluoride 
(PMSF, Sigma-Aldrich, 32998-6). Protein concentra-
tions were measured using the PierceTM BCA Protein 
Assay Kit (Thermo fisher, 23227) and equal amounts 
of proteins were loaded on SDS-PAGE gels. 
Immunoblotting analysis was performed as described 
previously [32]. The following primary antibodies 
were used with indicated dilution: Kindlin-2 (Protein-
tech, 11453-1-AP, 1:1000), DDX3X (Proteintech, 
11115-1-AP, 1:1000), c-Myc (Cell signaling, 5605S, 
1:1000), GAPDH (ABclonal, AC035, 1:5000), GFP 
(Transgen, HT801, 1:2000), Flag (Sigma, F1804, 
1:3000), GST (Transgen, HT601, 1:2000) and MBP (Cell 
signaling, 2396S, 1:1000). 

Co-Immunoprecipitation 
Co-immunoprecipitation (Co-IP) analysis was 

performed as described before [72]. Briefly, cells were 
harvested and lysed in cell lysis buffer (Beyotime, 
P0013) supplemented with 1% proteinase inhibitor 
cocktail and 1 mM PMSF for 30 min at 4 ℃. The 
supernatants of cell lysates after centrifuging were 
pre-cleared with protein A/G Plus-Agarose (Santa 
Cruz, sc-2003) for 1 h at 4 ℃. Then, equal amounts of 
cell lysates (2 mg) were incubated with anti-Kindlin-2 
antibody (clone 3A3, Millipore, MAB2617), 
anti-DDX3X antibody (Proteintech, 11115-1-AP), 
mouse anti-FLAG M2 (sigma, F1804), or control 
anti-mouse IgG antibody (Invitrogen), anti-rabbit IgG 
antibody (Invitrogen) overnight at 4 ℃, followed by 
incubating with Protein A/G Plus-Agarose for 2 h. 
Beads were rinsed three times in pre-cold 1× PBS 
buffer with 1 mM PMSF. Proteins were then eluted 
from beads by 1× SDS polyacrylamide gel electro-
phoresis loading buffer containing 10% 
β-mercaptoethanol and were subsequently subjected 
to immunoblotting. 

GST pull-down assay 
For generation of GST-fusion proteins containing 

full-length or various mutants of Kindlin-2 and 
full-length DDX3X, cDNAs encoding Kindlin-2 or its 
fragments and DDX3X were cloned into pGEX-4T-1 
vector. Escherichia coli strain BL21 was then 
transformed with the expression vectors. GST and 
GST-fusion proteins were purified from E. coli BL21 
using Glutathione-Sepharose 4B matrix (GE Health-
care) according to the manufacturer’s instructions. 
Purified proteins were resolved by SDS-PAGE to 
verify their size and purity. In pull-down assays, GST 
or GST-fusion proteins were bound to 
Glutathione-Sepharose, mixed with mouse-isolated 
primary pancreatic cancer cell lysates and incubated 
overnight at 4 ℃. Subsequently, the beads were 
washed three times with 1 ml of 1×PBS containing 
0.2% Triton X-100. GST and GST fusion proteins 
bound to the beads were eluted and analyzed by 
immunoblotting. 

Cell proliferation assay 
For cell proliferation assays, mouse-isolated 

primary pancreatic cancer cells were seeded as 2×104 
cells per well and cultured in complete growth 
medium. At the indicated time points, cells were 
collected and counted using a Countstar automated 
cell counter. For colony formation assays, 
mouse-isolated primary pancreatic cancer cells were 
seeded as 500 cells per well and cultured in complete 
growth medium. After 8 days, cell colonies were 
washed with 1×PBS, fixed with 4% paraformaldehyde 
(PFA) for 15 min and stained with Modified Giemsa 
Staining Solution (Beyotime, C0131) for 20 min. The 
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colonies were then imaged and counted. 

RT-qPCR 
Total RNA was isolated from cells using 

FastPure® Cell/Tissue Total RNA Isolation Kit V2 
(Vazyme, RC112-01) according to the manufacturer’s 
instructions. Then, the mRNA was reverse transcribed 
into cDNA with ReverTra Ace™ qPCR RT Master Mix 
(TOYOBO, 037400). cDNA samples were subjected to 
quantitative RT-PCR using LightCycler 480 SYBR® 
Green I Master (ROCHE, 04887352001) with an 
Applied Biosystems 7500 Real-Time PCR system. The 
level of GAPDH mRNA was used as an endogenous 
control for normalization. The primer sequences used 
for qRT-PCR were: (1) GAPDH: 5’-GTGAAGGT 
CGGAGTCAACGG-3’ and 5’-TCCTGGAAGATGG 
TGATGGG-3’; HK2: 5’-CCCTGTGAAGATGTTGCC 
CACT-3’ and 5’-CCTTCGCTTGCCATTACGC 
ACG-3’; GLUT1: 5’-GCTTCTCCAACTGGACCTCA 
AAC-3’ and 5’-ACGAGGAGCACCGTGAAGA 
TGA-3’; c-Myc: 5’-TCGCTGCTGTCCTCCGAGTCC-3’ 
and 5’-GGTTTGCCTCTTCTCCACAGAC; cyclin-D1: 
5’-GCAGAAGGAGATTGTGCCATCC-3’ and 5’-AGG 
AAGCGGTCCAGGTAGTTCA-3’. 

RNA sequencing 
Isolated primary murine PDAC cells were 

extracted with TRIzol reagent (Invitrogen) according 
to the manufacturer's instructions. After verification 
of the RNA integrity by Agilent 2100 bioanalyzer, the 
extracted RNA was reverse-transcribed to create a 
cDNA library using the NEBNext Ultra™ RNA 
Library Prep Kit for subsequent sequencing. The 
clustering of the index-coded samples was performed 
on a cBot Cluster Generation System using TruSeq PE 
Cluster Kit v3-cBot-HS (Illumina) according to the 
manufacturer's instructions and paired-end (150 bp) 
sequencing was performed by Chi-Biotech (Shenzhen, 
China). Three biological repeats of each cell sample 
were processed. Gene set enrichment assay (GSEA) 
and Encyclopedia of Genes and Genomes (KEGG) 
pathway analysis was performed using the 
OmicShare tools, a free online platform for data 
analysis (https://www.omicshare.com/tools). 

Luciferase assay 
The 5’- or 3’-untranslated region (UTR) of c-Myc 

was amplified and inserted into the upstream of the 
firefly luciferase coding region in pFL-SV40 
(Addgene) to generate pFL-SV40-Myc. The control 
reporter pRL-SV40 was purchased from YouBio. The 
pFL-SV40-Myc and control reporter pRL-SV40 were 
transfected into mouse-isolated primary pancreatic 
cancer cells and cultured for 48 h. The luciferase 
activities in different groups were processed using 
Dual-Luciferase® Reporter Assay System (Promega) 

according to the manufacturer’s instruction and 
quantified by a microplate reader (EnSpire).  

RNA immunoprecipitation (RIP) assay 
RIP assay was performed using RNA 

Immunoprecipitation Kit (Geneseed, P0101, China) 
according to the manufacturer’s instructions. In brief, 
mouse-isolated primary pancreatic cancer cells were 
lysed with RIP buffer and incubated with protein 
A/G beads pre-coated with anti-DDX3X antibody 
(Proteintech, 11115-1-AP) for 2 h at 4 ℃. Then, the 
mRNAs and proteins eluted from the beads were 
processed for qRT-PCR analysis. 

Polysome profiling assay 
Cells were grown to ~80% confluence in 150 mm 

culture dishes and treated with 100 μg/mL 
cycloheximide at 37 °C for 5 min before the collection 
to halt the elongation. Cells were collected and lysed 
in lysis buffer [300 mM NaCl, 20 mM Tris-HCl (pH 
7.4), 10 mM MgCl, 1% Triton X-100, 1 mM DTT, 0.5% 
sodium deoxycholate, protease inhibitor cocktail, 
phosphatase inhibitor] and incubate on ice for 15 min. 
Lysates were centrifuged at 13,000 g for 5 min and the 
supernatant was collected. Then, the supernatant was 
carefully layered onto the top of the 7% ~ 47% sucrose 
gradient. Gradients were then centrifuged at 35,000 g 
for 3 h at 4 °C and polysome-bound fractions were 
collected using a Peak Detector software with Foxy 
fractionator and UA-6 continuous UV detector. The 
RNA in each fraction was isolated with TRIzol and 
was subjected to reverse transcription and 
quantitative RT-PCR analysis. 

Biotin-labeled RNA pull-down assay 
c-Myc 5’- or 3’-UTR RNA was synthesized from 

linearized DNA templates containing the T7 RNA 
promoter sequence followed by the c-Myc 5’- or 
3’-UTR using T7 RiboMAXTM Large Scale RNA 
Production Systems (Promega, P1300) according to 
the manufacturer’s instructions. 50 pmol of c-Myc 5’- 
or 3’-UTR RNA was then biotinylated using Pierce 
RNA 3’-End Desthiobiotinylation Kit (Thermo, 20163) 
and captured with 50 μL of streptavidin magnetic 
beads (Provided in RBP Enrichment Module, Thermo, 
20164Y). Subsequently, the beads were washed three 
times with washing buffer (Provided in RBP 
Enrichment Module, Thermo, 20164Y). RNA-binding 
proteins were eluted from the beads using Biotin 
Elution Buffer and analyzed by immunoblotting. 

Glycolysis stress test 
Glycolysis stress test was performed using the 

Seahorse XF Glycolysis Stress Test Kit (Agilent, 
103020-100) according to the manufacturer’s 
instructions. Briefly, 5000 cells/well were seeded in 
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Seahorse XF cell culture microplates with growth 
medium and incubate 24 h at 37 °C in a humidified 
incubator with 5% CO2. Wash and replace the culture 
medium with XF assay medium (Seahorse XF DMEM 
medium, pH 7.4, with 2 mM L-Glutamine), and 
incubate for an hour in a 37 °C non-CO2 incubator. 
The extracellular acidification rate (ECAR) was 
measured by XFe96 Analyzer in XF assay medium 
following sequential additions of glucose (10 mM), 
oligomycin (1 μM) and 2-DG (50 mM). Data were 
analyzed by XF Report Generators. 

Glucose uptake assay 
Glucose uptake assay was performed using a 

Glucose uptake assay kit (Fluorometric, Abcam, 
ab136956) according to the instructions. Briefly, 1×105 

cells were seeded in 24-well plates and cultured in 37 
℃ with 5% CO2 for 24 h. Cells were then starved in 
serum free medium overnight to increase glucose 
uptake. Next day, cells were washed with 1×PBS three 
times and starved for glucose by incubating with 
Krebs-Ringer bicarbonate HEPES (KRBH) buffer 
containing 2% BSA for 40 min. 1 mM 
2-deoxy-D-glucose (2-DG) was then added to the cells 
and incubated for additional 20 min. After that, cells 
were digested and measured for 2-DG uptake.  

Lactate assay 
To measure lactate production, 1×105 cells were 

seeded in a 24-well plate and cultured in 37 ℃ with 
5% CO2 for 24 h. Cells were then cultured for 
additional 12 h in fresh complete medium and 
collected to measure lactate concentration with 
CheKineTM Lactate Assay Kit (Abbkine, KTB1100) 
according to the manufacturer’s instruction. 

Statistical analyses 
All data represent as mean ± SEM. 2-tailed 

Student’s t test was used to compare two groups of 
samples. One-way ANOVA was used for multiple 
comparisons. Survival analysis was carried out using 
the log-rank test. P values less than 0.05 were 
considered significant. Prism 7 (GraphPad) was used 
for statistical analysis.  

Abbreviations 
PDAC (pancreatic ductal adenocarcinoma), CP 

(chronic pancreatitis), PanIN (pancreatic intraepi-
thelial neoplasia), DDX3X (DEAD-Box Helicase 3 
X-Linked), GLUT1 (glucose transporter), HK2 (Hexo-
kinase II), ER (endoplasmic reticulum), PCCs 
(pancreatic cancer cells), TMA (tissue microarray), 
WT (wild-type), cKO (conditional knockout), IHC 
(immunohistochemistry), CHX (cycloheximide), 
ECARs (extracellular acidification rates), GST (gluta-

thione S-transferase), IP (immune-precipitation). 

Supplementary Material  
Supplementary figures. 
https://www.thno.org/v13p4333s1.pdf  

Acknowledgements 
We thank the SUSTech Animal Facility for the 

maintenance of mice and the SUSTech Core Facility 
for technical assistance with the use of confocal 
microscopy and histology/pathology equipment. We 
thank Dr. Andrew Hutchins (SUSTech) for comments 
on the manuscript. We thank Fu Xing (SUSTech) for 
technical assistance. 

This work was supported, in part, by grants from 
the National Natural Science Foundation of China 
(82070728); the Natural Science Foundation of 
Guangdong Province (2121B1515120063 and 2017B030 
301018); the Shenzhen Innovation Committee of 
Science and Technology, China (JCYJ20190809 
141003834, JCYJ20200109141212325); the Stable 
Support Plan Program of Shenzhen Natural Science 
Fund (Grant No. GXWD20201230110313001 (Program 
Contract No.20200925153241002)). 

Author Contributions 
Y.S. designed the study, supervised the project 

and wrote the manuscript; C.W. provided advice on 
some experiments and wrote the manuscript; C.L. 
performed the experiments and data analysis and 
wrote the manuscript; K.J., Y.D., A.Y., R.C., P.B., M.X., 
C.F., M.Q., Z.X. performed the experiments and data 
analysis; Y.D. and R.T. advised on some experiments; 
C.L. and Y.S. take the responsibility for the integrity of 
the data analysis. 

Data Availability Statement 
The data that support the findings of this study 

are available from the corresponding author upon 
reasonable request. 

Competing Interests 
The authors have declared that no competing 

interest exists. 

References 
1. Siegel RL, Miller KD, Fuchs HE, Jemal A. Cancer Statistics, 2021. CA Cancer J 

Clin. 2021; 71: 7-33. 
2. Park W, Chawla A, O'Reilly EM. Pancreatic Cancer: A Review. JAMA. 2021; 

326: 851-62. 
3. Heeg S, Das KK, Reichert M, Bakir B, Takano S, Caspers J, et al. 

ETS-Transcription Factor ETV1 Regulates Stromal Expansion and Metastasis 
in Pancreatic Cancer. Gastroenterology. 2016; 151: 540-53 e14. 

4. Qian W, Li J, Chen K, Jiang Z, Cheng L, Zhou C, et al. Metformin suppresses 
tumor angiogenesis and enhances the chemosensitivity of gemcitabine in a 
genetically engineered mouse model of pancreatic cancer. Life Sci. 2018; 208: 
253-61. 

5. Krebs AM, Mitschke J, Lasierra Losada M, Schmalhofer O, Boerries M, Busch 
H, et al. The EMT-activator Zeb1 is a key factor for cell plasticity and promotes 
metastasis in pancreatic cancer. Nat Cell Biol. 2017; 19: 518-29. 



Theranostics 2023, Vol. 13, Issue 13 
 

 
https://www.thno.org 

4354 

6. Lu SW, Pan HC, Hsu YH, Chang KC, Wu LW, Chen WY, et al. IL-20 antagonist 
suppresses PD-L1 expression and prolongs survival in pancreatic cancer 
models. Nat Commun. 2020; 11: 4611. 

7. Shi Y, Gao W, Lytle NK, Huang P, Yuan X, Dann AM, et al. Targeting 
LIF-mediated paracrine interaction for pancreatic cancer therapy and 
monitoring. Nature. 2019; 569: 131-5. 

8. Hayashi A, Hong J, Iacobuzio-Donahue CA. The pancreatic cancer genome 
revisited. Nat Rev Gastroenterol Hepatol. 2021; 18: 469-81. 

9. Hessmann E, Schneider G, Ellenrieder V, Siveke JT. MYC in pancreatic cancer: 
novel mechanistic insights and their translation into therapeutic strategies. 
Oncogene. 2016; 35: 1609-18. 

10. Dang CV. MYC on the path to cancer. Cell. 2012; 149: 22-35. 
11. Guenther UP, Weinberg DE, Zubradt MM, Tedeschi FA, Stawicki BN, Zagore 

LL, et al. The helicase Ded1p controls use of near-cognate translation initiation 
codons in 5' UTRs. Nature. 2018; 559: 130-4. 

12. Lai MC, Lee YH, Tarn WY. The DEAD-box RNA helicase DDX3 associates 
with export messenger ribonucleoproteins as well as tip-associated protein 
and participates in translational control. Mol Biol Cell. 2008; 19: 3847-58. 

13. Soto-Rifo R, Rubilar PS, Limousin T, de Breyne S, Decimo D, Ohlmann T. 
DEAD-box protein DDX3 associates with eIF4F to promote translation of 
selected mRNAs. EMBO J. 2012; 31: 3745-56. 

14. Lai MC, Chang WC, Shieh SY, Tarn WY. DDX3 regulates cell growth through 
translational control of cyclin E1. Mol Cell Biol. 2010; 30: 5444-53. 

15. Chen HH, Yu HI, Cho WC, Tarn WY. DDX3 modulates cell adhesion and 
motility and cancer cell metastasis via Rac1-mediated signaling pathway. 
Oncogene. 2015; 34: 2790-800. 

16. Phung B, Ciesla M, Sanna A, Guzzi N, Beneventi G, Cao Thi Ngoc P, et al. The 
X-Linked DDX3X RNA Helicase Dictates Translation Reprogramming and 
Metastasis in Melanoma. Cell Rep. 2019; 27: 3573-86 e7. 

17. Calviello L, Venkataramanan S, Rogowski KJ, Wyler E, Wilkins K, Tejura M, et 
al. DDX3 depletion represses translation of mRNAs with complex 5' UTRs. 
Nucleic Acids Res. 2021; 49: 5336-50. 

18. Chang PC, Chi CW, Chau GY, Li FY, Tsai YH, Wu JC, et al. DDX3, a DEAD 
box RNA helicase, is deregulated in hepatitis virus-associated hepatocellular 
carcinoma and is involved in cell growth control. Oncogene. 2006; 25: 
1991-2003. 

19. Botlagunta M, Vesuna F, Mironchik Y, Raman A, Lisok A, Winnard P, Jr., et al. 
Oncogenic role of DDX3 in breast cancer biogenesis. Oncogene. 2008; 27: 
3912-22. 

20. Wu DW, Lee MC, Wang J, Chen CY, Cheng YW, Lee H. DDX3 loss by p53 
inactivation promotes tumor malignancy via the MDM2/Slug/E-cadherin 
pathway and poor patient outcome in non-small-cell lung cancer. Oncogene. 
2014; 33: 1515-26. 

21. Liang S, Yang Z, Li D, Miao X, Yang L, Zou Q, et al. The Clinical and 
Pathological Significance of Nectin-2 and DDX3 Expression in Pancreatic 
Ductal Adenocarcinomas. Dis Markers. 2015; 2015: 379568. 

22. Mo J, Liang H, Su C, Li P, Chen J, Zhang B. DDX3X: structure, physiologic 
functions and cancer. Mol Cancer. 2021; 20: 38. 

23. Lu F, Zhu L, Bromberger T, Yang J, Yang Q, Liu J, et al. Mechanism of integrin 
activation by talin and its cooperation with kindlin. Nat Commun. 2022; 13: 
2362. 

24. Theodosiou M, Widmaier M, Bottcher RT, Rognoni E, Veelders M, Bharadwaj 
M, et al. Kindlin-2 cooperates with talin to activate integrins and induces cell 
spreading by directly binding paxillin. Elife. 2016; 5: e10130. 

25. Montanez E, Ussar S, Schifferer M, Bosl M, Zent R, Moser M, et al. Kindlin-2 
controls bidirectional signaling of integrins. Genes Dev. 2008; 22: 1325-30. 

26. Pluskota E, Dowling JJ, Gordon N, Golden JA, Szpak D, West XZ, et al. The 
integrin coactivator kindlin-2 plays a critical role in angiogenesis in mice and 
zebrafish. Blood. 2011; 117: 4978-87. 

27. Larjava H, Plow EF, Wu C. Kindlins: essential regulators of integrin signalling 
and cell-matrix adhesion. EMBO Rep. 2008; 9: 1203-8. 

28. Ma YQ, Qin J, Wu C, Plow EF. Kindlin-2 (Mig-2): a co-activator of beta3 
integrins. J Cell Biol. 2008; 181: 439-46. 

29. Bledzka K, Bialkowska K, Sossey-Alaoui K, Vaynberg J, Pluskota E, Qin J, et al. 
Kindlin-2 directly binds actin and regulates integrin outside-in signaling. J 
Cell Biol. 2016; 213: 97-108. 

30. Fu X, Zhou B, Yan Q, Tao C, Qin L, Wu X, et al. Kindlin-2 regulates skeletal 
homeostasis by modulating PTH1R in mice. Signal Transduct Target Ther. 
2020; 5: 297. 

31. Gao H, Zhou L, Zhong Y, Ding Z, Lin S, Hou X, et al. Kindlin-2 
haploinsufficiency protects against fatty liver by targeting Foxo1 in mice. Nat 
Commun. 2022; 13: 1025. 

32. Sun Y, Guo C, Ma P, Lai Y, Yang F, Cai J, et al. Kindlin-2 Association with Rho 
GDP-Dissociation Inhibitor alpha Suppresses Rac1 Activation and Podocyte 
Injury. J Am Soc Nephrol. 2017; 28: 3545-62. 

33. Ma L, Tian Y, Qian T, Li W, Liu C, Chu B, et al. Kindlin-2 promotes 
Src-mediated tyrosine phosphorylation of androgen receptor and contributes 
to breast cancer progression. Cell Death Dis. 2022; 13: 482. 

34. Guo L, Cui C, Zhang K, Wang J, Wang Y, Lu Y, et al. Kindlin-2 links 
mechano-environment to proline synthesis and tumor growth. Nat Commun. 
2019; 10: 845. 

35. Guo B, Gao J, Zhan J, Zhang H. Kindlin-2 interacts with and stabilizes EGFR 
and is required for EGF-induced breast cancer cell migration. Cancer Lett. 
2015; 361: 271-81. 

36. Wu C, Jiao H, Lai Y, Zheng W, Chen K, Qu H, et al. Kindlin-2 controls 
TGF-beta signalling and Sox9 expression to regulate chondrogenesis. Nat 
Commun. 2015; 6: 7531. 

37. Zhang Z, Mu Y, Zhang J, Zhou Y, Cattaneo P, Veevers J, et al. Kindlin-2 Is 
Essential for Preserving Integrity of the Developing Heart and Preventing 
Ventricular Rupture. Circulation. 2019; 139: 1554-6. 

38. He X, Song J, Cai Z, Chi X, Wang Z, Yang D, et al. Kindlin-2 deficiency induces 
fatal intestinal obstruction in mice. Theranostics. 2020; 10: 6182-200. 

39. Cao H, Yan Q, Wang D, Lai Y, Zhou B, Zhang Q, et al. Focal adhesion protein 
Kindlin-2 regulates bone homeostasis in mice. Bone Res. 2020; 8: 2. 

40. Yoshida N, Masamune A, Hamada S, Kikuta K, Takikawa T, Motoi F, et al. 
Kindlin-2 in pancreatic stellate cells promotes the progression of pancreatic 
cancer. Cancer Lett. 2017; 390: 103-14. 

41. Wang P, Zhan J, Song J, Wang Y, Fang W, Liu Z, et al. Differential expression 
of Kindlin-1 and Kindlin-2 correlates with esophageal cancer progression and 
epidemiology. Sci China Life Sci. 2017; 60: 1214-22. 

42. Liu G, Bao Y, Liu C, Zhu Q, Zhao L, Lu X, et al. IKKepsilon phosphorylates 
kindlin-2 to induce invadopodia formation and promote colorectal cancer 
metastasis. Theranostics. 2020; 10: 2358-73. 

43. Tang Z, Li C, Kang B, Gao G, Li C, Zhang Z. GEPIA: a web server for cancer 
and normal gene expression profiling and interactive analyses. Nucleic Acids 
Res. 2017; 45. 

44. Nagy A, Munkacsy G, Gyorffy B. Pancancer survival analysis of cancer 
hallmark genes. Sci Rep. 2021; 11: 6047. 

45. Weng C-C, Hsieh M-J, Wu C-C, Lin Y-C, Shan Y-S, Hung W-C, et al. Loss of 
the transcriptional repressor TGIF1 results in enhanced Kras-driven 
development of pancreatic cancer. Mol Cancer. 2019; 18: 96. 

46. Perez VM, Kearney JF, Yeh JJ. The PDAC Extracellular Matrix: A Review of the 
ECM Protein Composition, Tumor Cell Interaction, and Therapeutic 
Strategies. Front Oncol. 2021; 11: 751311. 

47. Coussens LM, Zitvogel L, Palucka AK. Neutralizing tumor-promoting chronic 
inflammation: a magic bullet? Science. 2013; 339: 286-91. 

48. Zhu Y, Herndon JM, Sojka DK, Kim KW, Knolhoff BL, Zuo C, et al. 
Tissue-Resident Macrophages in Pancreatic Ductal Adenocarcinoma Originate 
from Embryonic Hematopoiesis and Promote Tumor Progression. Immunity. 
2017; 47: 323-38 e6. 

49. Ino Y, Yamazaki-Itoh R, Shimada K, Iwasaki M, Kosuge T, Kanai Y, et al. 
Immune cell infiltration as an indicator of the immune microenvironment of 
pancreatic cancer. Br J Cancer. 2013; 108: 914-23. 

50. Adrian TE. Inhibition of pancreatic cancer cell growth. Cell Mol Life Sci. 2007; 
64: 2512-21. 

51. Lin Y, Wong K, Calame K. Repression of c-myc transcription by Blimp-1, an 
inducer of terminal B cell differentiation. Science. 1997; 276: 596-9. 

52. George J, Li Y, Kadamberi IP, Parashar D, Tsaih S-W, Gupta P, et al. 
RNA-binding protein FXR1 drives cMYC translation by recruiting eIF4F 
complex to the translation start site. Cell Rep. 2021; 37: 109934. 

53. Farrell AS, Sears RC. MYC degradation. Cold Spring Harb Perspect Med. 2014; 
4. 

54. Wilkie GS, Dickson KS, Gray NK. Regulation of mRNA translation by 5'- and 
3'-UTR-binding factors. Trends Biochem Sci. 2003; 28: 182-8. 

55. Hinnebusch AG, Ivanov IP, Sonenberg N. Translational control by 
5'-untranslated regions of eukaryotic mRNAs. Science. 2016; 352: 1413-6. 

56. Mazumder B, Seshadri V, Fox PL. Translational control by the 3'-UTR: the 
ends specify the means. Trends Biochem Sci. 2003; 28: 91-8. 

57. Chen HH, Yu HI, Rudy R, Lim SL, Chen YF, Wu SH, et al. DDX3 modulates 
the tumor microenvironment via its role in endoplasmic reticulum-associated 
translation. iScience. 2021; 24: 103086. 

58. Stine ZE, Walton ZE, Altman BJ, Hsieh AL, Dang CV. MYC, Metabolism, and 
Cancer. Cancer Discov. 2015; 5: 1024-39. 

59. Ying H, Kimmelman AC, Lyssiotis CA, Hua S, Chu GC, Fletcher-Sananikone 
E, et al. Oncogenic Kras maintains pancreatic tumors through regulation of 
anabolic glucose metabolism. Cell. 2012; 149: 656-70. 

60. Spencer CA, Groudine M. Control of c-myc regulation in normal and 
neoplastic cells. Adv Cancer Res. 1991; 56. 

61. Ramsay GM, Moscovici G, Moscovici C, Bishop JM. Neoplastic transformation 
and tumorigenesis by the human protooncogene MYC. Proc Natl Acad Sci U S 
A. 1990; 87: 2102-6. 

62. Schleger C, Verbeke C, Hildenbrand R, Zentgraf H, Bleyl U. c-MYC activation 
in primary and metastatic ductal adenocarcinoma of the pancreas: incidence, 
mechanisms, and clinical significance. Mod Pathol. 2002; 15: 462-9. 

63. Stellas D, Szabolcs M, Koul S, Li Z, Polyzos A, Anagnostopoulos C, et al. 
Therapeutic effects of an anti-Myc drug on mouse pancreatic cancer. J Natl 
Cancer Inst. 2014; 106. 

64. Boyero L, Martin-Padron J, Fárez-Vidal ME, Rodriguez MI, Andrades Á, 
Peinado P, et al. PKP1 and MYC create a feedforward loop linking 
transcription and translation in squamous cell lung cancer. Cell Oncol (Dordr). 
2022; 45: 323-32. 

65. Desi N, Tong QY, Teh V, Chan JJ, Zhang B, Tabatabaeian H, et al. Global 
analysis of RNA-binding proteins identifies a positive feedback loop between 
LARP1 and MYC that promotes tumorigenesis. Cell Mol Life Sci. 2022; 79: 147. 

66. Huang H, Li H, Pan R, Wang S, Khan AA, Zhao Y, et al. Ribosome 18S m6A 
methyltransferase METTL5 promotes pancreatic cancer progression by 
modulating c‑Myc translation. Int J Oncol. 2022; 60. 



Theranostics 2023, Vol. 13, Issue 13 
 

 
https://www.thno.org 

4355 

67. Lafon I, Carballès F, Brewer G, Poiret M, Morello D. Developmental 
expression of AUF1 and HuR, two c-myc mRNA binding proteins. Oncogene. 
1998; 16: 3413-21. 

68. Liao B, Hu Y, Brewer G. Competitive binding of AUF1 and TIAR to MYC 
mRNA controls its translation. Nat Struct Mol Biol. 2007; 14: 511-8. 

69. Karakose E, Schiller HB, Fassler R. The kindlins at a glance. J Cell Sci. 2010; 
123: 2353-6. 

70. Zhan J, Song J, Wang P, Chi X, Wang Y, Guo Y, et al. Kindlin-2 induced by 
TGF-beta signaling promotes pancreatic ductal adenocarcinoma progression 
through downregulation of transcriptional factor HOXB9. Cancer Lett. 2015; 
361: 75-85. 

71. Chen K, Qian W, Jiang Z, Cheng L, Li J, Sun L, et al. Metformin suppresses 
cancer initiation and progression in genetic mouse models of pancreatic 
cancer. Mol Cancer. 2017; 16: 131. 

72. Qian T, Liu C, Ding Y, Guo C, Cai R, Wang X, et al. PINCH-1 interacts with 
myoferlin to promote breast cancer progression and metastasis. Oncogene. 
2020; 39: 2069-87. 

 


