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Fig. 1 Overexpression of PROL4 reduced dependence on serum and soft agar colony-forming ability in LTEP-a-2 cells
(a) Validation of single clone by RT-PCR. (b) Growth curves obtained by MTT assay at serum concentration of 0.5%. m—m: A2-pl; e—e: A2-Neo. (¢)
Statistical analysis of cell clone numbers. (d) Shape of cell clones formed by A2-PL and A2-Neo cells. *P<0.05, n = 6.
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Fig. 2 PROL4 suppressed tumor growth of LTEP-a-2 cells in vivo
(a) Tumor growth in nude mice. (b) Bar graph of tumor growth. B : A2-pl; [0: A2-Neo. (c) Average weights of tumor tissue in nude mice. (d) PCR

analysis of PROL4 expression in tumor tissues. ¥*P < 0.05, *¥*P<0.01, n =5.
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Fig. 3 Regulation of tumor involved genes caused by PROL4
(a) PROL4 caused gene regulations in LTEP-a-2 cells (P represents A2-PL and N represents A2-Neo) and (b) in H446 cells, H226 cells and tumor
tissues. /: H446-PL; 2: H446-Neo; 3: H226-PL; 4: H226-Neo; 5: Tissue-PL; 6: Tissue-Neo. (c) Detection of differential gene expression in couples of

lung cancer and adjacent normal tissues. T: Lung cancer tissues; N: Adjacent normal tissues.
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Fig. 4 PROLA4 enhanced sensitivity to cisplatin in cancer cells
(a) Histogram of LTEP-a-2 cell survival rate after a cisplatin treatment for 24 h at different concentrations and (b) after treatments of cisplatin at
3 wmol/L for different time. Il : A2-PL;[1: A2-Neo. (c) Survival rate of PROL4 transfected H446 cells. ll: H446-PL; [1: H446-Neo. (d) PROL4
transfected HeLa cells after cisplatin treatment for 24h. l: HeLa-PL; [J: HeLa-Neo. *P <0.05, **P<0.01, n = 4.
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Fig. 5 Influence of PROL4 on cisplatin induced apoptosis
(a) Apoptosis of A2-PL and A2-Neo cells induced by different cisplatin concentrations for 24 h. (b) Bar graph representing early apoptotic cells, (c) late
apoptotic cells, and (d) total apoptotic cells in image A. *P < 0.05, **P<0.01, n = 4. : A2-PL; [J: A2-Neo. (e) Expression of Bcl-2 and Caspase3

in untreated A2-PL and A2-Neo cells. (f) Changes of Caspase3 in cisplatin treated A2-PL and A2-Neo cells. 7: 0 pwmol/L; 2: 2 wmol/L; 3: 4 pmol/L; 4:
6 wmol/L.
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PROLA4 Elevates The Sensitivity of Lung Cancer
Cell LTEP-a-2 to Cisplatin Treatment

HE Jin-Jun", LIU Chuan-Jun"", LIU Dan-Hui?, LIU Ji-Fu®,
WU Shan-Shan?, XIAO Xue-Yuan"™, HE Da-Cheng"™"
(" Key Laboratory of Cell Proliferation and Regulation Biology, Ministry of Education, Beijing Normal University, Beijing 100875, China;
Y Zhejiang Provincial Key Laboratory of Medical Genetics, Wenzhou Medical College, Wenzhou 325035, China;
Y Cardiovascular Surgical of Beijing Military General Hospital, Beijing 100700, China)

Abstract PROLA4 (proline-rich protein 4) was screened out in lung cancer cells for its defective expression in our
previous study. By transfection of PROL4 into lung adenocarcinoma cell line LTEP-a-2, a stable cell strain was
acquired. It was shown that in PROL4 expressing cells, compared to the vector control cells, the serum dependence
of cell growth was markedly enhanced, soft agar colony-forming ability was suppressed. The tumor growth was
also significantly restrained by PROL4 in vivo experiments. Furthermore, PROL4 transfected cancer cell strains
were found to display an elevated sensitivity to cisplatin treatment than mock-transfectant control cells, and the
sensitivity up-regulation was closely related to the rate of cell apoptosis induced by PROL4 and cisplatin
cooperately. These results suggest that PROL4 is potentially a new genetic engineering target to enhance the
chemotherapeutic effects of cisplatin in lung cancer treatment.
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