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Introduction

Pancreatic cancer is a highly aggressive malignancy with a 6% five-year survival rate. CHRDL1, a BMP4 antagonist, has tumor-suppressive effects in breast and gastric cancers, but its role in pancreatic cancer is unclear. This study explores CHRDL1’s function and mechanism in pancreatic cancer.





Methods

Stably transfected pancreatic cancer cell lines (PANC-1, SW1990) with lentivirus-mediated CHRDL1 overexpression were established to assess effects on cell proliferation, migration, and adhesion. Recombinant BMP4 treatment validated CHRDL1’s antagonism. Additionally, the TCGA database, immunohistochemistry, and RT-qPCR in both cell lines and patient tissues confirmed CHRDL1 expression. In vivo experiments were also conducted to observe the effect of CHRDL1 overexpression on pulmonary metastases.





Results

CHRDL1 was downregulated in pancreatic cancer, correlating with poor prognosis. Overexpression inhibited cell migration and adhesion (without affecting proliferation), reduced SMAD1/5/9 phosphorylation and RUNX2 expression, and counteracted BMP4-induced malignant behaviors.





Discussion

CHRDL1 exerts tumor-suppressive effects in pancreatic cancer by inhibiting the BMP4/SMAD pathway, reducing migration, invasion, and metastasis. These findings clarify CHRDL1’s role, enhance understanding of pancreatic cancer mechanisms, and may offer diagnostic and therapeutic targets.
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1 Introduction

Pancreatic cancer has the worst prognosis among all cancers, with a 5-year survival rate of only 6% (1). In 2017, there were a total of 441,000 cases of pancreatic cancer globally (2). As the problem of an aging population becomes increasingly significant, the morbidity and mortality of pancreatic cancer rises sharply with age (3). The risk factors of pancreatic cancer include cigarette smoking, obesity, diabetes, and alcohol intake (4). Due to the high metastatic potential and proliferative characteristics of pancreatic cancer cells, up to 80% of patients are diagnosed with advanced tumors that are unresectable or metastatic (5). Currently, gemcitabine-based systemic chemotherapy in combination with nab-paclitaxel or oxaliplatin has been shown to improve long-term survival in advanced pancreatic cancer (6, 7). Therefore, Exploring the pathogenesis of pancreatic cancer is a critical research strategy for treating the disease.

Bone morphogenetic proteins (BMPs) are secreted proteins that belong to the transforming growth factor (TGF)-β family (8). BMP type I and type II receptors, which are serine/threonine kinase receptors, are responsible for transducing BMP signaling (9). BMP ligands bind to type I and II BMP receptors, forming a heterotetrametric complex that phosphorylates the type I receptor by the type II kinase domain and activates SMAD1/5/9 proteins (10). Subsequently, the phosphorylated SMAD1/5/9 proteins form heterodimeric complexes with SMAD4 and are transported into the nucleus, where they interact with transcription factors such as RUNX2, stimulating cellular behaviors like proliferation and migration (11). According to Hamada et al., BMP4 exacerbates pancreatic carcinoma development by promoting epithelial-to-mesenchymal transition, whereas BMP4 downregulation is thought to be protective (12).

BMP expression and activity are regulated by a series of intracellular and extracellular proteins called BMP antagonists, which typically bind to BMP family ligands and prevent them from interacting with receptors, thereby inhibiting signal transduction (13). The delicate balance between BMP and BMP antagonist activity is thought to be a major contributing factor to malignant transformation and progression in the cancer (14). Chordin like-1 (CHRDL1), as a BMP antagonist, is a secreted glycoprotein (15). CHRDL1 exhibits dual regulatory roles in tumorigenesis and progression. As demonstrated by Dong H et al., CHRDL1 significantly improves patient prognosis in lung adenocarcinoma by suppressing TGF-β signaling-mediated epithelial-mesenchymal transition (EMT) (16). Similarly, elevated CHRDL1 expression has been associated with significantly better long-term survival rates in both breast cancer and gastric cancer (17, 18). However, in renal cell carcinoma, CHRDL1 may function as a risk factor (hazard ratio HR=1.193) (19). Currently, the potential role of CHRDL1 in pancreatic cancer remains unreported, and its underlying mechanisms require further investigation.

Our research aimed to discover the role of CHRDL1 in pancreatic cancer cells and investigate the associated mechanisms, which could lead to the discovery of a new target for clinical treatment.




2 Materials and methods



2.1 Cell line culture and xenograft model establish

The human pancreatic cancer cell lines (PANC-1, SW1990) and normal pancreatic cells (hTERT-HPNE) were purchased from the American Type Culture Collection (ATCC). PANC-1 and hTERT-HPNE cells were cultured in dulbecco’s modified eagle medium (DMEM) (Gibco, Thermo Fisher Scientific, CA, USA) containing 10% fetal bovine serum (FBS, Gibco). SW1990 cells were cultured in L-15 medium containing 10% FBS. The culture media for both cell lines contained 1% v/v penicillin/streptomycin (Beyotime, Jiangsu, China). Five-week-old BALB/c male nude mice were purchased from the Animal Centre of The Chongqing Medical University. The animals were kept in housing with a 12-hour light/dark cycle. To establish the xenograft tumor model, human pancreatic cancer cells (PANC-1 or SW1990, 1×106 cells) suspended in 0.1 mL phosphate-buffered saline (PBS) were injected into 18 nude mice via tail vein. After 9 weeks, the mice were anesthetized with sodium pentobarbital. The lungs were collected, fixed, dehydrated, and embedded in paraffin blocks. Tissue sections were prepared and stained with hematoxylin and eosin (H&E) to confirm tumor metastasis. The number of pulmonary tumor nodules was counted under a dissecting microscope, and the average count was calculated from three lung sections per sample.

All animal experiments were performed in compliance with the Guide for the Care and Use of Laboratory Animals. The protocol was approved by the Chongqing Medical University Animal Care and Use Committee in China.




2.2 Lentivirus production and generation of stable cell lines

The EGFP and CHRDL1 genes (OriGene, #RC202635) were subcloned into the lentiviral vector pLV-EF1a-IRES-Ametrine. Subsequently, the constructed vector, along with envelope and packaging plasmids, was transfected into HEK 293T cells to produce lentivirus. Viral supernatants were harvested twice at 48 and 72 hours post-transfection and filtered through a 0.45 μm filter. The constructed lentivirus was transduced into PANC-1 and SW1990 cells. Ametrine signal-based FACS sorting was performed to select positive cells, ultimately establishing PANC-1 and SW1990 stable transduced cell lines. The overexpression level was validated by quantitative reverse transcription polymerase chain reaction (RT-qPCR) and Western blotting (WB).




2.3 Cell viability assay

Cell viability was assessed using the CCK-8 assay (Beyotime, Jiangsu, China) following the manufacturer’s protocol. Briefly, stably transfected PANC-1 and SW1990 cells (OE-NC and OE-CHRDL1) were seeded in 96-well plates. After 24 hours, 10 μL of CCK-8 solution was added to each well, followed by incubation at 37°C for 60 minutes. Absorbance at 450 nm was measured using a microplate reader (Thermo Fisher Scientific, Waltham, MA, USA).




2.4 Wound-healing assay and cell migration assay

The lentivirus-stably transfected PANC-1 and SW1990 cells (OE-NC or OE-CHRDL1) were seeded in 24-well plates. For the wound healing assay, upon reaching confluent monolayers, cells were treated with BMP4 (2.5 ng/mL, HY-124697, MCE, China) for 1 hour followed by medium replacement. A straight wound was created using a sterile pipette tip, with images captured at 0 and 24 hours post-wounding. Given BMP4’s potent stimulatory effect on migration, the BMP4-treated groups were imaged at 0 and 12 hours instead. Wound closure areas were quantified using ImageJ software.

In the Transwell migration assay, cells were plated in the upper chambers (8 μm pores, Millipore). After 24 hours of incubation, migrated cells on the membrane were fixed with 4% paraformaldehyde and stained with crystal violet. Similarly, for BMP4-treated groups, cells were harvested at the 12-hour time point. Five random fields per group were imaged under microscopy, and the experiment was independently repeated three times. All images were acquired under an optical microscope (Nikon, Tokyo, Japan).




2.5 Cell invasion assay

The lentivirus-stably transfected PANC-1 and SW1990 cells (OE-NC or OE-CHRDL1) were seeded into 5 cm serum-free culture dishes pre-coated with 60 μl Matrigel (200 μg/μl, Corning) for 2 hours at room temperature. The lower chambers were filled with culture medium containing 20% fetal bovine serum. After 36 hours of incubation, non-invaded cells on the upper surface were removed with cotton swabs, while invaded cells on the lower membrane were fixed with paraformaldehyde and stained with crystal violet. Five random fields per group were imaged under microscopy, and the experiment was independently repeated three times.




2.6 Quantitative real-time PCR

Quantification of CHRDL1 mRNA levels was performed by qPCR with following primers: CHRDL1, forward (5’-CCTGGAACCTTATGGGTTGGT-3’) and reverse (5’- AACATTTGGACATCTGACTCGG-3’); GAPDH, forward (5’- GGAGCGAGATCCCTCCAAAAT-3’) and reverse (5’- GGCTGTTGTCATACTTCTCATGG-3’).

Total RNA was extracted from samples by TRIzol reagent (Invitrogen, Carlsbad, CA, USA), and the concentration and quality of RNA were assessed by a NanoDrop 2000 spectrophotometer (Thermo Fisher Scientific, Waltham, MA, USA). Subsequently, the PrimeScriptTM RT Master Mix (TaKaRa, Tokyo, Japan) was used to synthesis cDNA and qPCR was performed with a SYBR Green qPCR kit. The relative expression levels were calculated using the 2-ΔΔCt method and normalized to GAPDH as reference.




2.7 Western blot analysis

Protein samples (50 μg) were isolated from PANC-1 and SW1990 cells by Western and IP cell lysates containing protease inhibitors (Beyotime Biotechnology, Shanghai, China). The protein concentration was quantified by the BCA protein assay kit. The extracted proteins were separated by 10% SDS-PAGE and transferred onto nitrocellulose membranes. After incubation with the appropriate primary antibodies overnight at 4°C, fluorescently labeled goat anti-rabbit IgG (1:15,000, Proteintech, Wuhan, China, 60004-1-Ig, RGAR002) or anti-mouse IgG (1:15,000, Proteintech, Wuhan, China, 60004-1-Ig, RGAM004) was used to detect the primary antibodies. The Odyssey Western Blot Detection System (LI-COR Biotechnology, Lincoln, Nebraska, NE, USA) was employed to visualize the bands and perform image analysis.

The antibodies used for Western blot detection were as follows: p-SMAD 1/5/9 (1:1,1000, Cell Signaling Technology, MA, USA, #9516), SMAD 1/5/9 (1:500, Cell Signaling Technology, MA, USA, #12656), RUNX2 (1:1,1000, Abcam, Cambridge, UK, ab192256), CHRDL1 (1:1,1000, Abcam, Cambridge, UK, ab227473), GAPDH (1:20,000, Proteintech, Wuhan, China, 60004-1-Ig).




2.8 Immunohistochemistry staining

Immunohistochemical staining was performed on tumor tissues and adjacent normal tissues from 6 pancreatic cancer patients. Paraffin-embedded tissue sections (4 μm thick) were deparaffinized and dehydrated, followed by blocking of endogenous peroxidase activity with 3% hydrogen peroxide solution. After antigen retrieval, the sections were blocked with 5% bovine serum albumin (BSA) and incubated overnight at 4°C with primary CHRDL1 antibody (1:1,100, Abcam, Cambridge, UK, ab227473), then with secondary antibody (1:100, Proteintech, Wuhan, China, 60004-1-Ig, RGAR002) at 37°C for 1 hour. The sections were developed with DAB (Beyotime, Jiangsu, China) and counterstained with hematoxylin. Images were acquired using a Viewpoint M8 digital slide scanning system (PreciPoint, Freising, Germany).

The ImageJ image analysis system was used for positive scoring: negative (0 points), weakly positive pale yellow (1 point), moderately positive brownish yellow (2 points), and strongly positive brown (3 points). The weakly, moderately, and strongly positive areas, tissue area, and integrated optical density (IOD) values of positive signals were calculated. The histochemical score (H-Score) was determined using the formula: H-Score = ∑(pi×i) = (percentage of weakly positive area × 1) + (percentage of moderately positive area × 2) + (percentage of strongly positive area × 3), where pi represents the percentage of positive signal area and i represents the positive intensity grade (20).




2.9 Histological analysis

The lung specimens were fixed in 4% paraformaldehyde at 4°C for 24 hours, followed by dehydration through a graded ethanol series and clearing in xylene before paraffin embedding. The paraffin-embedded samples were sectioned at 4 μm thickness using a microtome. Tissue sections were stained with hematoxylin for 5–10 minutes and counterstained with eosin for 1 minute, then mounted for histological examination. Digital images were acquired using a Viewpoint M8 digital slide scanning system (Precipoint, Freising, Germany) and tumor areas were quantified using ImageJ software.




2.10 Statistical analysis

Data were presented as the mean ± SEM. All statistical analysis was performed using SPSS 26.0 (SPSS, Inc., Chicago, IL, USA). Statistical significance was determined by Student’s t-test or one-way ANOVA, followed by Sidak’s multiple comparisons test for multi-group. All tests were two-sided with a P-value of 0.05 used to determine statistical significance.





3 Results



3.1 Decreased expression of CHRDL1 in pancreatic cancer

Data from The Cancer Genome Atlas (TCGA) was utilized to explore the correlation between CHRDL1 expression and pancreatic cancer development. It was found that CHRDL1 was significantly downregulated in pancreatic cancer tumors compared to normal tissues (Figure 1A). Moreover, higher CHRDL1 expression was positively associated with improved overall survival (Figure 1B), suggesting a potential protective role in pancreatic cancer. Based on these observations, we hypothesized that CHRDL1 may play a regulatory role in pancreatic cancer progression. To validate this, we examined CHRDL1 expression in pancreatic cancer cell lines (PANC-1, SW1990). Both protein and mRNA levels of CHRDL1 were markedly reduced in PANC-1 and SW1990 cells compared to normal pancreatic cells (Figures 1C–E). Further supporting this, immunohistochemical (IHC) staining of pancreatic tissues from a mouse model demonstrated that CHRDL1 was diffusely localized in the cytoplasm of normal pancreatic acinar cells. However, its expression was significantly diminished in pancreatic tumor tissues (Figures 1F, G). These findings suggest that CHRDL1 is downregulated in pancreatic cancer tissues and serves as a favorable prognostic factor in pancreatic cancer.

[image: Panel A shows a box plot comparing transcript levels per million for normal and primary tumor samples, with lower levels in tumors. Panel B is a survival curve indicating lower disease-free survival for high CHRDL1/GAPDH TPM levels. Panel C displays a Western blot of CHRDL1 and GAPDH across three cell lines. Panels D and E show bar graphs illustrating relative protein and mRNA levels, with lower levels in tumor samples. Panel F contains immunohistochemistry images comparing adjacent and tumor tissues, with less staining in tumor. Panel G is a bar graph with H-scores, lower in tumors.]
Figure 1 | Decreased expression of CHRDL1 in pancreatic cancer. (A) Data-based prediction of CHRDL1 expression in pancreatic cancer cells, two-tailed Student’s t-test. (B) Association between CHRDL1 and disease-free survival (DFS). (C-E) The efficiency of CHRDL1 overexpression in the pancreatic cancer cell lines PANC-1 and SW1990 was verified using quantitative real-time PCR (RT-qPCR) and Western blot analysis (n = 6, *P < 0.05 vs. hTERT-HPNE, one-way ANOVA followed by Sidak’s multiple comparisons test for multi-group). (F, G) IHC analysis of CHRDL1 in tumor and adjacent tissues (n = 6, *P < 0.05 vs. adjacent, two-tailed Student’s t-test).




3.2 Overexpression of CHRDL1 inhibits malignant biological behaviors of PANC-1 and SW1990 cells

To further investigate whether CHRDL1 affects the progression of pancreatic cancer, CHRDL1 was overexpressed in PANC-1 and SW1990 cells. RT-qPCR and Western blot were used to assess the efficiency of CHRDL1 overexpression (Supplementary Figures 1A–F). Previous studies have identified CHRDL1 as a negative regulator that primarily suppresses breast cancer cell migration and invasion (17). To examine whether CHRDL1 exerts similar phenotypic effects in pancreatic cancer, we conducted functional assays using PANC-1 and SW1990 cell lines. Wound healing and migration assays performed on PANC-1 cells revealed that CHRDL1 overexpression significantly attenuated cellular migration capacity. Furthermore, adhesion experiments demonstrated that elevated CHRDL1 expression inhibited PANC-1 cell adhesion (Figures 2A–D). Proliferation assays showed no significant effect of CHRDL1 overexpression on PANC-1 cell growth (Supplementary Figure 1G). parallel experiments in SW1990 cells yielded consistent results, with CHRDL1 overexpression similarly suppressing migratory and adhesive capabilities while exhibiting no measurable impact on proliferation rates (Figures 2E–H, Supplementary Figure 1H). These findings collectively demonstrate that CHRDL1 functions as a metastasis suppressor in pancreatic cancer through specific inhibition of migration and adhesion processes, without influencing proliferative activity, thereby extending its known tumor-suppressive role beyond breast cancer to pancreatic malignancies.

[image: Panels A, E show cell migration assays with comparisons among Control, OE-NC, and OE-CHRDL1 groups at 0 and 24 hours. Panels B, F display bar graphs indicating reduced migration distance in OE-CHRDL1. Panels C, G illustrate cell migration and invasion assays, visualized by stained cells in different groups. Panels D, H present bar graphs showing decreased numbers of migrated and invaded cells in OE-CHRDL1 groups, marked by asterisks indicating significant differences.]
Figure 2 | Overexpression of CHRDL1 inhibits malignant biological behaviors of PANC-1 and SW1990 cells. (A, B) Representative images of wound healing at 0 and 24 h in CHRDL1 transduced PANC-1 cells, along with statistical results of migration distance percentages for each group (Scale bars: 100 μm). (C, D) Migration and invasion assays of transfected PANC-1 cells, showing representative images and corresponding statistical analysis for each group (scale bars, upper: 50 μm, lower: 20 μm). (E, F) Representative images of wound healing at 0 and 24 h in CHRDL1 transduced SW1990 cells, along with statistical results of migration distance percentages for each group (Scale bars: 100 μm). (G, H) Migration and invasion assays of transfected SW1990 cells, showing representative images and corresponding statistical analysis for each group (scale bars, upper: 50 μm, lower: 20 μm). n = 6 in each group, *P < 0.05 vs. control, one-way ANOVA followed by Sidak’s multiple comparisons test for multi-group.




3.3 Overexpression of CHRDL1 inhibits BMP4-induced SMAD phosphorylation in pancreatic cancer cells

CHRDL1 is a BMP signaling antagonist, exhibiting high affinity for BMP4 in particular (21). CHRDL1 has been demonstrated to exert its effects in various breast cancer cell lines by antagonizing the BMP/SMAD signaling pathway (17). Therefore, we attempted to use recombinant BMP4 protein (2.5 ng/ml) to verify its effects in the progression of pancreatic cancer cells. The PANC-1 and SW1990 cell lines were overexpressed with CHRDL1 lentivirus, followed by treatment with recombinant BMP4 protein for 1 hour. In the PANC-1 cell line, CHRDL1 overexpression significantly increased protein levels compared to the control group, confirming successful overexpression at the protein level. Subsequent experiments revealed that CHRDL1 overexpression led to a moderate reduction in RUNX2 protein expression and SMAD1/5/9 phosphorylation levels. While recombinant BMP4 protein treatment markedly enhanced both RUNX2 expression and SMAD1/5/9 phosphorylation, these BMP4-induced effects were partially reversed in the context of CHRDL1 overexpression (Figures 3A, B). Parallel experiments conducted in SW1990 cells yielded consistent results, demonstrating similar regulatory patterns (Figures 3C, D). These findings collectively indicate that CHRDL1 functions as an antagonist capable of inhibiting the BMP4/SMAD signaling pathway across various pancreatic cancer cell lines.

[image: Panel A and C show Western blot analyses of p-SMAD1/5/9, t-SMAD1/5/9, RUNX2, CHRDL1, and GAPDH proteins under different conditions: OE-NC, OE-CHRDL1, rhBMP4+OE-NC, rhBMP4+OE-CHRDL1. Panels B and D present bar graphs illustrating relative protein levels, with data represented in four conditions as identified in the legend. Stars and hash marks indicate significant differences. The graphs highlight variations in protein expression levels.]
Figure 3 | Overexpression of CHRDL1 inhibits BMP4-Induced SMAD phosphorylation in pancreatic cancer cells. (A, B) p-SMAD 1/5/9, t-SMAD 1/5/9, RUNX2 and CHRDL1 protein levels in PANC-1 cells were detected using Western blots. The immunoblots were calculated by densitometric analysis using GAPDH as the internal reference. (C, D) p-SMAD 1/5/9, t-SMAD 1/5/9, RUNX2 and CHRDL1 protein levels in SW1990 cells were detected using Western blots. The immunoblots were calculated by densitometric analysis using GAPDH as the internal reference. n = 6 in each group, *P < 0.05 vs. OE-NC, # P < 0.05 rhBMP4+OE-NC, one-way ANOVA followed by Sidak’s multiple comparisons test for multi-group.




3.4 CHRDL1 attenuates BMP4-induced malignant biological behaviors of pancreatic cancer cells

The BMP/SMAD signaling pathway is always regarded as a promoter of malignant behaviors in pancreatic cancer cells (22). Gordon KJ et al. found that recombinant BMP enhances the migration and adhesion abilities of pancreatic cancer cells (23). Thus, we aimed to determine whether CHRDL1, through its antagonist properties, could reverse this effect. Using our established PANC-1 cell line with stable CHRDL1 overexpression, we investigated its biological function by treating cells with recombinant BMP4 for 1 hour and observing effects after 12 hours. Compared to control groups, BMP4 treatment significantly enhanced cellular migration and adhesion capabilities, effects that were partially reversed by CHRDL1 overexpression (Figures 4A–D). Parallel experiments in SW1990 cells confirmed this antagonistic effect of CHRDL1 against BMP4 (Figures 4E–H). These findings collectively demonstrate that CHRDL1 functions as a BMP4 antagonist capable of suppressing malignant behaviors in pancreatic cancer cells through modulation of the BMP4/SMAD signaling pathway.

[image: Panel A and B show images of lung tissues from OE-NC and OE-CHRDL1 groups, with a ruler for scale. Panel C and D present bar graphs comparing lung weights, indicating a significant difference. Panel E and G display histological slides of lung tissue, with magnified views showing cellular structures. Panel F and H present bar graphs showing the percentage of tumor area relative to total lung area, with significant reduction in the OE-CHRDL1 group.]
Figure 4 | CHRDL1 attenuates BMP4-induced malignant biological behaviors of pancreatic cancer cells. (A, B) Representative wound healing images of CHRDL1-transduced PANC-1 cells treated with rhBMP4 at 0 and 12 hours, along with statistical results of migration distance percentages for each group (Scale bars: 100 μm). (C, D) Migration and invasion assays of transfected PANC-1 cells treated with rhBMP4, showing representative images and corresponding statistical analysis for each group (scale bars, upper: 50 μm, lower: 20 μm). (E, F) Representative wound healing images of CHRDL1-transduced SW1990 cells treated with rhBMP4 at 0 and 12 hours, along with statistical results of migration distance percentages for each group (Scale bars: 100 μm). (G, H) Migration and invasion assays of transfected SW1990 cells treated with rhBMP4, showing representative images and corresponding statistical analysis for each group (scale bars, upper: 50 μm, lower: 20 μm).n = 6 in each group, *P < 0.05 vs. OE-NC, one-way ANOVA followed by Sidak’s multiple comparisons test for multi-group.




3.5 CHRDL1 inhibits pancreatic cancer metastasis in vivo

Given that the effects of CHRDL1 primarily targeted tumor migration and adhesion rather than proliferation, we established a xenograft model to evaluate its impact on in vivo metastasis. Using stably transfected PANC-1 and SW1990 cell lines (OE-NC or OE-CHRDL1), we intravenously injected these cells via the tail vein into 4-week-old male BALB/c nude mice to assess lung colonization capacity. Specimens collected after 9 weeks revealed that compared to the OE-NC group, both OE-CHRDL1 PANC-1 and SW1990 cells exhibited significantly reduced metastatic potential (Figures 5A, B). Lung weight measurements showed marked reduction in mice injected with OE-CHRDL1 cells versus OE-NC controls (Figures 5C, D). Histopathological examination (H&E staining) of harvested lung tissues demonstrated fewer tumor infiltrates and lower tumor-to-lung area ratios in OE-CHRDL1 groups, whereas OE-NC groups displayed extensive pulmonary tumor colonies (Figures 5E–H). These results conclusively demonstrate that CHRDL1 overexpression suppresses tumor metastasis and pulmonary colonization in vivo.

[image: A multi-panel image depicts cell migration and invasion experiments. Panels A and E show wound healing assays at 0 and 12 hours, with three conditions: OE-NC, rhBMP4 + OE-NC, and rhBMP4 + OE-CHRDL1. Panels B and F present bar graphs comparing migration distances across these conditions. Panels C and G display migration and invasion assays with stained cells under the same conditions. Panels D and H feature bar graphs showing the number of cells for migration and invasion. Different colors indicate various experimental groups, and significant changes are marked with asterisks and hashtags.]
Figure 5 | CHRDL1 inhibits pancreatic cancer metastasis in vivo. (A, B) Representative lung images of BALB/c nude mice at 9 weeks after tail vein injection with OE-NC/OE-CHRDL1 stably transfected PANC-1 cells (left) or SW1990 cells (right). (C, D) Lung weights of BALB/c nude mice at 9 weeks after tail vein injection with OE-NC/OE-CHRDL1 stably transfected PANC-1 cells (left) or SW1990 cells (right). (E-H) H&E-stained lung sections and corresponding quantitative analysis of tumor area/total lung area from mice injected with OE-NC/OE-CHRDL1 stably transfected PANC-1 cells (left) or SW1990 cells (right). Scale bars, upper: 2 mm, lower: 100 μm. n = 6 in each group, *P < 0.05 vs. OE-NC, two-tailed Student’s t-test.





4 Discussion

With the advent of an aging society, the global incidence of pancreatic cancer has increased 2.3 times from 1990 to 2017, affecting approximately 441,000 patients (3). Besides genetic factors, risk factors such as smoking, heavy alcohol drinking, high body mass index, and diabetes continue to play significant roles in the risk of pancreatic cancer, exacerbating the global burden of the disease (24). Our study provided evidence that CHRDL1 inhibited the progression of pancreatic cancer in a mouse xenograft model. Overexpression of CHRDL1 inhibited the migration and adhesion of pancreatic cancer cells (PANC-1 and SW1990) and significantly reduced the tumor weight and size in mice. Mechanistically, CHRDL1 exerts its tumor-suppressive effects by antagonizing the BMP4/SMAD signaling pathway.

CHRDL1 is a secreted glycoprotein and a BMP antagonist associated with various cancers (25). The expression of CHRDL1 is downregulated in gastric cancer, thyroid cancer, lung cancer, malignant melanoma, and breast cancer (17, 18, 26–28). In our study, we found that CHRDL1 expression was lower in pancreatic cancer tissues compared to adjacent tissues using RT-qPCR, Western blotting, and immunohistochemistry. Meanwhile, lower CHRDL1 expression was associated with poorer prognosis in pancreatic cancer patients. Analysis of the TCGA database indicated that CHRDL1 was downregulated in pancreatic cancer cells. Additionally, we validated the lower expression of CHRDL1 in PANC-1 and SW1990 cells when compared with normal pancreatic cells. This suggests that CHRDL1 is lowly expressed in pancreatic cancer and is correlated with poor prognosis in pancreatic cancer patients.

We further investigated whether CHRDL1 plays a role in pancreatic cancer progression. Tumor metastasis in vivo primarily involves five key steps: local invasion, intravasation, circulatory survival, extravasation, and colonization (29). Our study demonstrated that CHRDL1 overexpression suppresses the migration and adhesion of pancreatic cancer cells (PANC-1 and SW1990) without significantly affecting their proliferation, which aligns with the reported effects of CHRDL1 in breast cancer and melanoma cells (17, 28). However, this contrasts with findings in gastric cancer (18), where CHRDL1 was shown to inhibit proliferation, suggesting tissue-specific differences in CHRDL1-mediated signaling. To further examine the functional impact of CHRDL1 in pancreatic cancer metastasis, we intravenously injected CHRDL1-transfected tumor cells into nude mice and assessed their metastatic potential. Overexpression of CHRDL1 in both PANC-1 and SW1990 cells significantly reduced the number of lung tumor nodules and their relative occupied area. These results indicate that CHRDL1 overexpression effectively suppresses the metastatic spread of pancreatic cancer cells in vivo.

BMPs have the ability to induce tumorigenesis and regulate cancer progression at various stages (30). During early tumor development, BMP signaling may promote epithelial-mesenchymal transition (EMT) through SMAD1/5/9 phosphorylation, while in advanced stages, it may potentially suppress excessive proliferation of metastatic foci (31, 32). CHRDL1, as a BMP antagonist, possesses repeated cysteine-rich (CR) domains that prevents binding of BMP ligands to their receptors, thereby blocking the activation of BMP signaling (10). Studies have shown that CHRDL1 promotes the proliferation and migration of gastric cancer cells by antagonizing BMPR II (18). Besides, high levels of CHRDL1 inhibited BMP4-induced Smad1/5/8 phosphorylation, thereby suppressing tumor growth (17). We also aimed to verify whether CHRDL1 regulated the malignant behaviors of pancreatic cancer cells through the BMP/SMAD pathway. We found that overexpression of CHRDL1 significantly decreased the protein levels of BMP and p-SMAD1/5/9, which was consistent with previous findings. Notably, SMAD4 - a tumor suppressor gene frequently deleted in pancreatic cancer - may form a feedback loop with BMP4 regulation (33). The enhanced dependence on the BMP/SMAD1/5/9 pathway in SMAD4-deficient contexts could potentially explain why CHRDL1 exhibits more pronounced metastasis-suppressing effects in pancreatic cancer (34). Subsequently, we added recombinant BMP4 protein to CHRDL1-overexpressing PANC-1 and SW1990 cells and observed impaired cell migration and adhesion abilities. This indicates that CHRDL1 exerts its effects on inhibiting the malignant behaviors of pancreatic cancer cells by relying on the inhibition of the BMP/SMAD pathway.




5 Conclusion

In summary, our study confirmed that CHRDL1 exerts an inhibitory effect on pancreatic cancer both in vitro and in vivo, with its mechanism illustrated in Figure 6. As a BMP antagonist, CHRDL1 desensitizes pancreatic cancer cells to BMP-4, thereby inhibiting BMP-mediated SMAD1/5/9 signaling. Ultimately, CHRDL1 suppressed the malignant behaviors of pancreatic cancer cells and the progression of pancreatic cancer in vivo. By inhibiting the BMP/SMAD signaling pathway, CHRDL1 might elucidate crucial mechanisms in pancreatic cancer and represented a potential therapeutic target for the treatment of this disease.

[image: Research diagram outlining the inhibition of pancreatic cancer by CHRDL1. The TCGA study investigates CHRDL1 and pancreatic cancer correlation. In vitro, CHRDL1 overexpression reduces malignant behaviors in PANC-1 and SW1990 cells. In vivo, it inhibits metastasis. The diagram shows BMP4, SMAD1/5/9, and RUNX2 pathways, highlighting their regulation by CHRDL1 impacting cancer cell behavior.]
Figure 6 | Schematic illustration of the mechanism whereby CHRDL1 regulates pancreatic cancer. In general, CHRDL1 functions as a BMP antagonist that desensitizes pancreatic cancer cells to BMP-4, thereby inhibiting BMP-mediated SMAD1/5/9 signaling activation. Ultimately, CHRDL1 suppresses malignant behaviors of pancreatic cancer cells and impedes tumor progression in vivo.
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Supplementary Figure 1 | (A-D) Western blot was performed to detect and quantitatively analyze CHRDL1 protein expression in the stably transduced PANC-1 cells (left) or SW1990 cells (right). The immunoblots were calculated by densitometric analysis using GAPDH as the internal reference. (E, F) Relative expression level of CHRDL1 mRNA after lentiviral transfection and establishment of stable PANC-1 cells (left) or SW1990 cells (right). (G, H) No obvious effect of CHRDL1 on cell viability of PANC-1 cells (left) or SW1990 cells (right), indicated by CCK-8 assay. n = 6 in each group, *P < 0.05 vs. OE-NC, one-way ANOVA followed by Sidak’s multiple comparisons test for multi-group.




References

	 Mahajan UM, Oehrle B, Sirtl S, Alnatsha A, Goni E, Regel I, et al. Independent validation and assay standardization of improved metabolic biomarker signature to differentiate pancreatic ductal adenocarcinoma from chronic pancreatitis. Gastroenterology. (2022) 163:1407–22. doi: 10.1053/j.gastro.2022.07.047, PMID: 35870514


	 GBD 2017 Pancreatic Cancer Collaborators. The global, regional, and national burden of pancreatic cancer and its attributable risk factors in 195 countries and territories, 1990-2017: a systematic analysis for the Global Burden of Disease Study 2017. Lancet Gastroenterol Hepatol. (2019) 4:934–47. doi: 10.1016/S2468-1253(19)30347-4, PMID: 31648972


	 Klein AP. Pancreatic cancer: a growing burden. Lancet Gastroenterol Hepatol. (2019) 4:895–6. doi: 10.1016/S2468-1253(19)30323-1, PMID: 31648975


	 Klein AP. Pancreatic cancer epidemiology: understanding the role of lifestyle and inherited risk factors. Nat Rev Gastroenterol Hepatol. (2021) 18:493–502. doi: 10.1038/s41575-021-00457-x, PMID: 34002083


	 Assenat E, de la Fouchardière C, Portales F, Ychou M, Debourdeau A, Desseigne F, et al. Sequential first-line treatment with nab-paclitaxel/gemcitabine and FOLFIRINOX in metastatic pancreatic adenocarcinoma: GABRINOX phase Ib-II controlled clinical trial. ESMO Open. (2021) 6:100318. doi: 10.1016/j.esmoop.2021.100318, PMID: 34837745


	 Ergun,Y, Ozdemir NY, Guner EK, Esin E, Sendur MA, Koksoy EB, et al. Comparison of Gemcitabine monotherapy with Gemcitabine and Cisplatin combination in metastatic pancreatic cancer: a retrospective analysis. J B.U.ON.: Off J Balkan Union Oncol. (2018) 23:116–21., PMID: 30722120


	 Chin V, Nagrial A, Sjoquist K, O’Connor CA, Chantrill L, Biankin AV, et al. Chemotherapy and radiotherapy for advanced pancreatic cancer. Cochrane Database Systematic Rev. (2018) 3:CD011044. doi: 10.1002/14651858.CD011044.pub2, PMID: 29557103


	 Zhang X, Zhang J, Bauer A, Zhang L, Selinger DW, Lu CX, et al. Fine-tuning BMP7 signalling in adipogenesis by UBE2O/E2-230K-mediated monoubiquitination of SMAD6. EMBO J. (2013) 32:996–1007. doi: 10.1038/emboj.2013.38, PMID: 23455153


	 Kim HK, Lee JS, Kim JiH, Seon JK, Park KS, Jeong MHo, et al. Bone-forming peptide-2 derived from BMP-7 enhances osteoblast differentiation from multipotent bone marrow stromal cells and bone formation. Exp Mol Med. (2017) 49:e328. doi: 10.1038/emm.2017.40, PMID: 28496198


	 Liu T, Li B, Zheng X-F, Jiang S-D, Zhou Z-Z, Xu W-N, et al. Chordin-like 1 improves osteogenesis of bone marrow mesenchymal stem cells through enhancing BMP4-SMAD pathway. Front Endocrinol. (2019) 10:360. doi: 10.3389/fendo.2019.00360, PMID: 31249554


	 Liang C, Peng S, Li J, Lu J, Guan D, Jiang F, et al. Inhibition of osteoblastic Smurf1 promotes bone formation in mouse models of distinctive age-related osteoporosis. Nat Commun. (2018) 9:3428. doi: 10.1038/s41467-018-05974-z, PMID: 30143635


	 Hamada S, Satoh K, Hirota M, Kimura K, Kanno A, Masamune A, et al. Bone morphogenetic protein 4 induces epithelial-mesenchymal transition through MSX2 induction on pancreatic cancer cell line. J Cell Physiol. (2007) 213:768–74. doi: 10.1002/jcp.21148, PMID: 17516553


	 Brazil DP, Church RH, Surae S, Godson C, Martin F. BMP signalling: agony and antagony in the family. Trends Cell Biol. (2015) 25:249–64. doi: 10.1016/j.tcb.2014.12.004, PMID: 25592806


	 Walsh DW, Godson C, Brazil DP, Martin F. Extracellular BMP-antagonist regulation in development and disease: tied up in knots. Trends Cell Biol. (2010) 20:244–56. doi: 10.1016/j.tcb.2010.01.008, PMID: 20188563


	 Wu Q, Zheng Z, Zhang J, Piao Z, Xin M, Xiang X, et al. Chordin-like 1 regulates epithelial-to-mesenchymal transition and metastasis via the MAPK signaling pathway in oral squamous cell carcinoma. Front Oncol. (2022) 12:862751. doi: 10.3389/fonc.2022.862751, PMID: 35494000


	 Dong H, Tian Y, Xin S, Guo Y, Jiang S, Wan Z, et al. Pan-cancer analysis of CHRDL1 expression and its mechanistic role in inhibiting EMT via the TGF-β pathway in lung adenocarcinoma. Front Cell Dev Biol. (2025) 13:1557761. doi: 10.3389/fcell.2025.1557761, PMID: 40230414


	 Cyr-Depauw C, Northey JJ, Tabariès S, Annis MG, Dong Z, Cory S, et al. Chordin-like 1 suppresses bone morphogenetic protein 4-induced breast cancer cell migration and invasion. Mol Cell Biol. (2016) 36:1509–25. doi: 10.1128/MCB.00600-15, PMID: 26976638


	 Pei Y-F, Zhang Y-J, Lei Y, Wu W-d, Ma T-H, Liu X-Q. Hypermethylation of the CHRDL1 promoter induces proliferation and metastasis by activating Akt and Erk in gastric cancer. Oncotarget. (2017) 8:23155–66. doi: 10.18632/oncotarget.15513, PMID: 28423564


	 Wu X, Xie W, Gong B, Fu B, Chen W, Zhou L, et al. Development of a TGF-β signaling-related genes signature to predict clinical prognosis and immunotherapy responses in clear cell renal cell carcinoma. Front Oncol. (2023) 13:1124080. doi: 10.3389/fonc.2023.1124080, PMID: 36776317


	 Guo R, Berry LD, Aisner DL, Sheren J, Boyle T, Bunn PA, et al. MET IHC is a poor screen for MET amplification or MET exon 14 mutations in lung adenocarcinomas: data from a tri-institutional cohort of the lung cancer mutation consortium. J Thorac Oncology: Off Publ Int Assoc Study Lung Cancer. (2019) 14:1666–71. doi: 10.1016/j.jtho.2019.06.009, PMID: 31228623


	 Blanco-Suarez E, Liu T-F, Kopelevich A, Allen NJ. Astrocyte-secreted chordin-like 1 drives synapse maturation and limits plasticity by increasing synaptic gluA2 AMPA receptors. Neuron. (2018) 100:1116–1132.e13. doi: 10.1016/j.neuron.2018.09.043, PMID: 30344043


	 García de Vinuesa A, Abdelilah-Seyfried S, Knaus P, Zwijsen A, Bailly S. BMP signaling in vascular biology and dysfunction. Cytokine Growth Factor Rev. (2016) 27:65–79. doi: 10.1016/j.cytogfr.2015.12.005, PMID: 26823333


	 Gordon KJ, Kirkbride KC, How T, Blobe GC. Bone morphogenetic proteins induce pancreatic cancer cell invasiveness through a Smad1-dependent mechanism that involves matrix metalloproteinase-2. Carcinogenesis. (2009) 30:238–48. doi: 10.1093/carcin/bgn274, PMID: 19056927


	 Ye Z-M, Li L-J, Luo M-B, Qing H-Y, Zheng J-H, Zhang C, et al. A systematic review and network meta-analysis of single nucleotide polymorphisms associated with pancreatic cancer risk. Aging. (2020) 12:25256–74. doi: 10.18632/aging.104128, PMID: 33226370


	 Pan Y, Wu L, He S, Wu J, Wang T, Zang H. Identification of hub genes in thyroid carcinoma to predict prognosis by integrated bioinformatics analysis. Bioengineered. (2021) 12:2928–40. doi: 10.1080/21655979.2021.1940615, PMID: 34167437


	 Deng H, Hang Q, Shen D, Zhang Y, Chen M. Low expression of CHRDL1 and SPARCL1 predicts poor prognosis of lung adenocarcinoma based on comprehensive analysis and immunohistochemical validation. Cancer Cell Int. (2021) 21:259. doi: 10.1186/s12935-021-01933-9, PMID: 33980221


	 Shen Y, Dong S, Liu J, Zhang L, Zhang J, Zhou H, et al. Identification of potential biomarkers for thyroid cancer using bioinformatics strategy: A study based on GEO datasets. BioMed Res Int. (2020) 97104021-21. doi: 10.1155/2020/9710421, PMID: 32337286


	 Mithani SK, Smith IM, Califano JA. Use of integrative epigenetic and cytogenetic analyses to identify novel tumor-suppressor genes in Malignant melanoma. Melanoma Res. (2011) 21:298–307. doi: 10.1097/CMR.0b013e328344a003, PMID: 21606880


	 Wang Y-P, Liu I-J, Chiang C-P, Wu H-C. Astrocyte elevated gene-1 is associated with metastasis in head and neck squamous cell carcinoma through p65 phosphorylation and upregulation of MMP1. Mol Cancer. (2013) 12:109. doi: 10.1186/1476-4598-12-109, PMID: 24063540


	 Zhang L, Ye Y, Long X, Xiao P, Ren X, Yu J. BMP signaling and its paradoxical effects in tumorigenesis and dissemination. Oncotarget. (2016) 7:78206–18. doi: 10.18632/oncotarget.12151, PMID: 27661009


	 Zheng Y, Zhao Y, Jiang J, Zou B, Dong L. Transmembrane protein 100 inhibits the progression of colorectal cancer by promoting the ubiquitin/proteasome degradation of HIF-1α. Front Oncol. (2022) 12:899385. doi: 10.3389/fonc.2022.899385, PMID: 35928881


	 Kim S, Jeong C-H, Song SH, Um JoE, Kim HS, Yun JS, et al. Micellized protein transduction domain-bone morphogenetic protein-7 efficiently blocks renal fibrosis via inhibition of transforming growth factor-beta-mediated epithelial-mesenchymal transition. Front Pharmacol. (2020) 11:591275. doi: 10.3389/fphar.2020.591275, PMID: 33364962


	 Bardeesy N, Cheng K-H, Berger JH, Chu GC, Pahler J, Olson P, et al. Smad4 is dispensable for normal pancreas development yet critical in progression and tumor biology of pancreas cancer. Genes Dev. (2006) 20:3130–46. doi: 10.1101/gad.1478706, PMID: 17114584


	 Kim YH, Choe S-W, Chae M-Y, Hong S, Oh SP. SMAD4 deficiency leads to development of arteriovenous malformations in neonatal and adult mice. J Am Heart Assoc. (2018) 7:e009514. doi: 10.1161/JAHA.118.009514, PMID: 30571376







Publisher’s note: All claims expressed in this article are solely those of the authors and do not necessarily represent those of their affiliated organizations, or those of the publisher, the editors and the reviewers. Any product that may be evaluated in this article, or claim that may be made by its manufacturer, is not guaranteed or endorsed by the publisher.


Copyright © 2025 Li, Zhong, Song, Wang and Jiang.. This is an open-access article distributed under the terms of the Creative Commons Attribution License (CC BY). The use, distribution or reproduction in other forums is permitted, provided the original author(s) and the copyright owner(s) are credited and that the original publication in this journal is cited, in accordance with accepted academic practice. No use, distribution or reproduction is permitted which does not comply with these terms.


OEBPS/Images/fonc-15-1633464-g006.jpg
In vitro

Overexpression of CHRDL1 Inhibits
Malignant Biological Behaviors of
PANC-1 and SW1990 Cells

In vivo

d A A CHRDL1 Inhibits Pancreatic

TCGA explores CHRDL1-pancreatic Cancer Metastasis
cancer correlation

BMP4

I - = = =
CHRDL1 ‘ Malignant biological behaviors
1 of pancreatic cancer Cell





OEBPS/Images/fonc-15-1633464-g001.jpg
Transcript per million

200

—
wn
(=3

8

50

Percent survival

0.6 0.8 1.0

0.4

0.2

0.0

Relative protein level

Disease Free Survival

1.5

1.0

~—— Low CHRDL1/GAPDH TPM
— High CHRDL1/GAPDH TPM

... Logrank p=0.031
: HR(high)=0.49
p(HR)=0.034
n(high)=45

n(low)=45

40 60 80

1.5

1.0

*
Relative mRNA level

Adjacent Tumor






OEBPS/Images/cover.jpg
& frontiers | Frontiers in Oncology

Chorordin-like 1 inhibits pancreatic cancer
cell migration and invasion: involvement of
the BMP4/SMAD pathway





OEBPS/Images/fonc-15-1633464-g004.jpg
OE-CHRDLI

OE-NC

OE-CHRDLI

OE-NC

T Q@ 9 =
s o o o

(3) Bun JoyBom

T 49 a9 =
s 8 o o

(3) 3ung Jo 1Brom

<
=)

OE-NC OE-CHRDL1

OE-NC OE-CHRDLI1

T

*
(=3 (=3 =3 =3 (=]
o o A N
(%) eore Sun| [ejo}/eaIe JOWN]
*

=3 = =1 =]
® = - o

(%) eare 3un| [Rr0yBIR JOWN ],

OE-NC OE-CHRDLI1

OE-NC OE-CHRDL1





OEBPS/Images/fonc-15-1633464-g003.jpg
A

p-smad1/5/9

oo R

CHRDLll—'—————-—...|51KD

B OE-NC
I OE-CHRDLI
B 7] rthBMP4+OE-NC
y 7] thBMP4 + OE-CHRDLI
* #
23
5 * ®
g2 # #
* *
3!
p-SMADI1/5/9 / t-SMAD1/5/9 RUNX2 CHRLDI
N\
v
¢} Q$9
N N ~
c & 2T
S

P

[ OENC
[0 OE-CHRDLI

D 71 thBMP4+OE-NC
171 thBMP4 + OE-CHRDLI

E

#

w

Relative protein level
— N

p-SMADI1/5/9 / t-SMAD1/5/9 RUNX2 CHRLDI1





OEBPS/Images/crossmark.jpg
©

2

i

|





OEBPS/Images/fonc-15-1633464-g005.jpg
Oh

12h

Invasion

Oh

Invasion

Number of cells

Number of cells

o
3

S

Migration distance (%)
o
s

1500

g

g

o

1000

500

Migration

I Control
2 rhBMP4 + OE-NC
[0 thBMP4 + OE-CHRDL1

Invasion

I Control
0 thBMP4 + OE-NC
0 thBMP4 + OE-CHRDL1

Migration

Invasion





OEBPS/Images/fonc-15-1633464-g002.jpg
A Control OE-NC OE-CHRDLI

oo}

Migration distance (%)
B & 8
E *

Control
I OE-NC
1 OE-CHRDLI

Invasion

E
Control OE-NC OE-CHRDLI F
| TR 60
g
8
g4
;g *
=
=}
£ 20
5
=
0
N ) O
& o“"é &
&
H

Number of cells
1= @
8 8

g

2000 Control
70 OE-NC
=] OE-CHRDLI
*
*
0

Migration Invasion






