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[ Abstract] Objective To analyze the influence of bone morphogenetic proteins (BMPs) from CT26 on PD-L1
of dendritic cells and macrophages. Methods  In wvivo, we respectively inoculated CT26 colon cancer cells
subcutaneously and intraperitoneally to BALB/c mice. The mice were randomly assigned to three groups and treated
with O normal saline; @ BMPs inhibitor LDN193189; @& BMPs inhibitor LDN193189 combined with paclitaxel,
respectively. The treatments started on the eighth day after inoculating, when the tumor volume reached 150 mm® or
the abdominal circumference was greater than 6 cm. After 2 weeks of treatments, the mice were sacrificed. The
counts of dendritic cells and macrophages and the expression of PD-L1 in tumors or ascites were detected by flow
cytometry (FCM). In vitro, the dendritic cells and macrophages from normal BALB/c mice bone marrow were
exposed to: (D no treatment; @ CT26 supernatant; @ CT26; @ CT26 supernatant and LDN193189; @ CT26 and
LDN193189; ® CT26 supernatant, LDN193189 and paclitaxel; @ CT26, LDN193189 and paclitaxel. BMPs from
CT26 was detected by ELISA. The counts of dendritic cells and macrophages and their PD-I.1 expressions were
detected by FCM. IRF-1 expression was detected by real-time (RT)-PCR and Western blot. Results In wvivo,
LLDN193189 treated mice had the greatest tumor size or abdominal circumference, with least dendritic cells and

macrophages and expressions of PD-L1. In vitro, ELISA test results showed that the concentration of BMPs in
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CT26 supernatant was (0. 594 0. 09) ng/mL. FCM, RT-PCR and Western blot showed that dendritic cells and
macrophages exposed to CT26 supernatant and LDN193189 or CT26 and LDN193189 expressed the least PD-LL1 and

IRF-1., which was close to those without treatment. While added the PTX to the above treatment. the expressions

of PD-L1 and IRF-1 increased in the test results. Conclusion BMPs from CT26 up-regulate the expression of PD-L1

in murine dendritic cells and macrophages.
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Fig 1 Size of tumor and abdominal circumference of tumor-bearing mice

* P<C0.05, vs. control and LDN193189+PTX groups at the same time point; # P<C 0. 05, vs. LDN193189+PTX group at the same

time point
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Fig 2 Counts of dendritic cells (A) and macrophages (B) and their PD-L1 expression in malignant ascites of tumor-bearing mice
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Table Counts of dendritic cells and macrophages and their PD-L1 expression in subcutaneous xenografts or malignant ascites of tumor-bearing mice

Tumor tissue/ % Malignant ascites/ %
Group n Probortion PD-L1 Proportion PD-L1 Proportion PD-L1 Proportion PD-L1
opr(‘s expression of macro- expression )prC% expression of macro- expression
n in DCs phages in macrophages ¢ ) in DCs phages in macrophages
Control 3 2.740.34 89.7+2.44 2.74+0.44 68.7+2. 14 25.8+3.34 77.3£5.440 28.1+2.94 95.3+2.28
LLDN193189 3 1.3+0.64 78.2+1.24A 1.7+0. 14 55.2+£5.04 10.8+2.14 45.2+3. 14 18.2+1.74A 79.9+£3. 1A
LDN193189+PTX 3 3.7£0.4 96.5+2.9 2.6+0.2 66.6+3.2 15.6+1.9 56.4+6.0 25.3+3.1 92.5+1.6
P 0. 000 0. 000 0.000 0.000 0. 000 0. 000 0. 000 0. 000

AP<C0.05, vs. LDN193189 group; A P<C 0.05, vs. LDN193189+PTX group
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Fig 3 PD-LI1 expression in BMDCs (A) and BMMs (B) detected by flow cytometry ( x P<0. 05)
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Fig 4 The expression of IRF-1 mRNA in BMMs (A) and BMDCs (B) detected by RT-PCR ( * P<C0.05, % x P<{0.01, % x % P<(0.001)
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detected by Western blot
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