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[ ZE] BN PRI AMEEES B CD4'T UM THZE v (IFN-y) B H 5 37 ZA KT, 3% : ELISA il i 4
(n = 30) Jefgt AT HEZH (n = 30) 13K TEN-y /K ; SREREER M0 BT AM R I CDAYT 4 (n = 8) , $2HL DNA J5 4830 fii i A 2L 15
i ,PCR 438 TFN-y 3£ 5 347 TA SEREIT WP 45 SRR A W15 18 A A 4T s S A BN CDAPT 20 -5 il A9
Ytk SPC-AT {RZL Transwell FEEFRIE R (n = 6) , BN CD4T N RAAIRS 77 A4 BE4L, 35 5% 5 d SR Bl cD4+T 41
i, CDA*T 4iifgdse EiREERE T TA FaREF, FI CD4'T 412 anti-CD3  anti-CD28 Hl# 6,24 h, ELISA A M4H_E3& IFN-
v #2iK/KF  RT-PCR K CDA'T 4 IFN-y mRNA kK, Z5R . M glmmg IFN-y /K 5258 TR R4 [ (69.30 +
38.56) pg/ml vs (92.62 + 34.75) pg/ml,P = 0.017]; Mi%E4H CDA'T 40 IFN-y 3P 5 3 7 P L4k K 7 5B 25 T e i 2e
(84.6% vs 68.6% ,P < 0.001); Flifg 3 3% TFN-y K5 HILRE 3h FH AR L MK (r= -0.850 3,P = 0.010 7)., {5k
Transwell FEREFEI0 b | S50 BAA L, S0HK4H CDA'T A anti-CD3 anti-CD28 4l 6.24 h, IFN-y F&ik/KFBE F% [6 h:
(14.53 + 7.12) pg/ml vs (36.14 + 23.51) pg/ml,24 h: (7.81 = 4.02) pg/ml vs (24.85 = 15.58) pg/ml],6 h X HEZH CD4*T 40 fiy
TFN-y mRNA Fik/KF R LR 1Y 2.37 fi5, SL9841 CDAT 4 f TFN-y B 3 W 34k K 2 3/ T XTI (85.4% s
70.9%) ., L5 WAL A5 S CDAYT 40 TFN-y 3 5 31 & A i P 34k, JE T3 30 IPN-y JER KT, rTREXT Bl o
1 G P i e A

[%#3A] DNA HFIAk; THZE-v; CD4'T 4kt ; filvm 4t H
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The mechanism of downregulation of IFN-y expression in CD4*T cells by lung cancer cells

QIN Xue-jun,PAN Shi-yang * ,WANG Fang,PENG Yin,XU Juan,HAN Yue,SUN Rui-hong,ZHANG Li-xia,
WANG Hong, XIE Er-fu, GAO Li,PANG Zhi-rui

(Department of Laboratory Medicine ,the First Affiliated Hospital of NJMU,National Key Clinical Department of
Laboratory Medicine , Nanjing 210029, China)

[Abstract] Objective:To investigate whether lung cancer cells can directly influence the methylation of IFN-y gene promoter in
CD4°T cells. Methods: The plasma level of IFN-y was determined by ELISA in the lung cancer patient group(n = 30) and healthy
control group(n = 30). CD4*T cells were isolated by CD4-positive isolation kit from peripheral blood of lung cancer patients (n = 8)
and healthy controls (n = 8),and genomic DNA was extracted using QTAamp Mini Kit and bisulfite treated. IFN-y gene promoter
methylation was analyzed with methylation specific sequencing method and the result was analyzed by bioinformatics software; A
Transwell culturing system was also established (n = 6). CD4* T cells of healthy volunteers were co-cultured with SPC-A1 as the
experimental group and CD4* T cells cultured as the control group. After culturing for 5 d,CD4* T cells were collected to analyze
IFN-y gene promoter methylation using methylation specific sequencing method as described above. Meanwhile,CD4* T cells were
stimulated by anti-CD3 and anti-CD28 antibodies for 6 and 24 h. The IFN-y of supernatant was detected by ELISA and RT-PCR was
used to determine the mRNA transcript levels of IFN-y. Results:The level of plasma IFN-y was significantly lower in lung cancer
patients (69.30 + 38.56 pg/ml vs 92.62 + 34.75 pg/ml,P = 0.017). The hypermethylation status of IFN-y promoter in CD4* T cells of
lung cancer patients was 84.6% (control,68.6% ) (P < 0.001). The concentration of plasma IFN-y was negatively correlated with the
percentage of methylation at the IFN-y promoter in the patient group(r = —0.850 3,P = 0.010 7). In Transwell culturing system, after

[(E2TH] ERARPAHEA(30972821,30901344, 30901262) , 11754 S Y52 Wi H 0 S 40 48 14 (XK201114)
SHIHAER , E-mail ; sypan@njmu.edu.cn



—660— Mo BE OB Ok o

FaRBEESH
20124F 5 A

stimulation for 6 and 24 h,the expression of IFN-y in the experimental group was significantly lower than that of the control group [6
h:(14.53 = 7.12) pg/ml vs (36.14 + 23.51) pg/ml,24 h: (7.81 = 4.02) pg/ml vs (24.85 = 15.58) pg/ml]. The mRNA transcript

levels of IFN-y of the control groups were increased 2.37 fold after stimulation for 6 h. The hypermethylation status of the IFN-y pro-

moter in CD4* T cells of the experimental group was 85.4% (control,70.9% ). Conclusion: Lung cancer cell can induce the hyperme-

thylation of IFN-y gene promoter,which downregulates the expression of the [FN-y gene,and it may play an important role on the im-

munosuppression of lung cancer patients.

[Key words] DNA methylation; IFN-y;CD4* T cells;lung cancer cell
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Figure 1  The comparison of percentage methylation of 6 CpG
sites in the IFN-y promoter of CD4*T cells between

lung cancer patients and healthy controls
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Figure 2 Correlation between the percentage of methylation and

the IFN-y concentration in the lung cancer patient
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Figure 3 The comparison of expression of IFN-y between CD4*T
cell cultured with SPC-A1 group and control group
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Figure 4 The comparison of percentage methylation of 6 CpG
sites in the IFN-y gene promoter between CD4*T
cell cultured with SPC-A1 group and control group
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