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(granulocyte-macrophage colony stimulating factor, GM-CSF ) 221 il K F-175- 5 il 2V 24K 41 g (dendbritic cell,DC) ,ifiid DC A
3 LMPs Z P IFb 45 R8T RELAI0E, 45 LMPs-CTL, CCKS8 Al LMPs-CTL X} SUNE ARG/ ; ELISA R3¢
FEZE T FERELBEFATE I NS (carboxy fluoroscein succinimidyl ester, CFSE) Y (@261 LMPs-CTL 43 IFN-y S HA8%E | 458 . LMPs-
CTL %F SUNE 4HfI AR5 3AE 12 h I 24 h 535149 (4347 + 1.93) %A1(77.15 = 3.18) %, B E R T X HRAAI(11.45 + 3.06) % I
(24.27 + 13.20)% (P < 0.05), SUNE 40 0 )38 5 , LMPs-CTL 14 58 B 7 %%t 18 2 A W B B 5 IFN-y 4> W 835 %] (613.40 =
121.77) pg/ml, B3 T X5 BE2H (86.90 + 3.70) pg/ml(P < 0.05), £5i% i id DC AL fazk LMPs IR & £ T 548 AL LMPs-
CTL, %F LMPs BH P WA i 20 A5 4505 i SR A5 1E
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The cytotoxic effect of LMPs specific T lymphocytes on nasopharyngeal carcinoma cells

Li Wenjie', Tang Xiaojun®, Xiong Siping®, Chen Zhi', Jiang Shuai', Feng Zhenqing?,Zhu Jin®, Chen Renjie'*
("Department of Otolaryngology ,the Second Affiliated Hospital of NJMU, Nanjing 210011;’Key Laboratory of
Antibody Technique of Ministry of Health,NJMU ,Nanjing 210029 ;’Huadong Medical Institute of Biotechniques ,
Nanjing 210002, China)

[Abstract] Objective:To study the biological characteristics of cytotoxic T lymphocyte (CTL) originated from dendritic cells (DC)
loaded with the Epstein-Birr virus latent membrane proteins (LMPs),and to detect the cytotoxic effect of LMPs-CTL on the LMPs
positive nasopharyngeal carcinoma cell SUNE. Methods:The mononuclear cells were isolated from human peripheral blood by
lymphocyte separation medium. The adherent method was performed. Cytokines of IL-4 and GM-CSF were performed to induce mature
DC. Loaded with LMPs polypeptide antigen,the mature DC presented antigen to autologous T lymphocyte for preparation of LMPs-
CTL. The cytotoxic effect of LMPs-CTL on SUNE cells was detected by the CCK8 method. The secretion of interferon-y (IFN-y) of
LMPs-CTL and cell proliferation was detected by ELISA and carboxy fluoroscein succinimidyl ester (CFSE),respectively. Results:
The killing efficiency of LMPs-CTL for SUNE was (43.47 £ 1.93)% in 12h and (77.15 £ 3.18)% in 24 h,which were higher than
those in the control group[ (11.45 £ 3.06)% and (24.27 + 13.2)% (P < 0.05)]. The ability of LMPs-CTL cell proliferation simulated
with SUNE cells was stronger than that in the control group. The IFN-y secretion level secreted by LMPs-CTL was (613.40 + 121.77)
pg/ml,which was significantly higher than that secreted by the control group (86.90 + 3.70) pg/ml (P < 0.05). Conclusion; LMPs
specific CTL can be successfully induced by mature DC and possess preferable specific killing activity on LMPs positive

nasopharyngeal carcinoma cells.
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SY U7, 2B AL, R R O B AR A
(lymphokine activated killer cells, LAK) } CD3 $ri&
G BG4I (CD3 McAb activated killer cells,
CD3AK) B9 HAT T 35U A R S e A i
b LAK Sy ik U2 290 75 fA A1 28 1 240 LAY 3R (inter-
leukin, IL) -2 36 4 Y, CD3AK & TL-2 $it CD3
SERETURDMAIVE IS R LAK & CD3AK 1ERTT
BLLE b i EL A — T AL (HEA TP B RE A
BR AR S PEUMR T AR, X AL B R 1 RS A
W B RIVE R X SR A B TR G R BRI A2
FIFRAN™, B ZEIRAM (dendritic cells, DC)FERSIMA
BB VO T A A R R e A R T
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(Epstein-birr ) JiEEAHIC I 4% B #4085 bk I 2H 2 58
ZELMESEHN  (posttransplantation lymphoproliferative
disorders, PTLD) BVEYFHELBUS T W &Ira0,
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brane proteins, LMPs) N3t (RSP il 25 EB 3
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Al EE) AR TL-2 TL-4 A 40— 5 g 4 a4
TEH I R 1 (granulocyte-macrophage colony stimulat-
ing factor, GM-CSF) ZE 41l fifl [l -7 (PeproTech /A F] , 3¢
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), CCK-8 ik & (M 2 = KA H ), IFN-y ELISA
R & R AL DO IR WS RR R B AT M AR (car-
boxy fluoroscein succinimidyl ester, CFSE) 15l (e-
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I ECL A 5 B R B 0, e ) R S AN
I PR 4% 40 Bl (peripheral blood mononuclear cell,
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CO, S5 PSR 2 h J5 W5 B35, IxPBS B2y 1%
FEM 1 IRAEBR ARG REAA, A5 1L-4(800 U/ml) |
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FRIEVE 3, A 3 NS, 1 x 10°/ml
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Figure 1

Biological characteristics of the mature DC
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Figure 2 Feature analysis of T cell proliferation
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Figure 3 The cell phenotype of LMPs-CTL detected by flow cytometer
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Figure 4 DC stimulation effects on T cell proliferation
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IFN-y 70 iR ik 5] (613.40 + 121.77)pg/ml (&l 6),



3455 6
2014 4F 6 A

2SN  LMPs 5 T bk 0 2 0T S5 WA 98 40 B 9 2 3 1 1 -709-

BT LSy (86.9 + 3.70)pg/ml A B 47
B (P <0.05),

*# 24 h

FrS ARG (%)
P N 0
(=] (=] (=]
1 I ]
*

\e]
[=]
|

-

0 —
ucsc SUNE

15 UCSC 41HA, "P < 0.05; 5 12 h LLEE, P < 0.05 (R £ 5,n=3),
K5 LMPs-CTL AR SMES74E3% 15 1
Figure 5 The specific killing activity of LMPs-CTL in vitro
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Figure 6 The secretion of IFN-y detected by ELISA
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TELS MR AN oA B R AR S Al e ik 1 5E
DA KA ACER B OIAR G ™, A HFFEHIE DC e 4
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AOTRBOR , ROTBERREBIA R 40% LA E13 ) ¥R IR
1 2(latent membrane protein 2, LMP2) 7£4E+F EB ¥
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Bl B B HENIER, S8 LMPs IRE ZEN &
MR SR S VA 7 RO IR, DUDIRE A% IR 3 B S i %
T AR SR RN B e e S AR RICR R H
DC VE A LA P4l 326 52 Ty B d5e e 1) 40, 45
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ROREE (2427 + 13.20) %AH L, IMPs-CTL X} 5256
2H SUNE 4l AR5 T (77.15 £ 3.18) %), iE
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