A E R A iR Y 24 http: //www. biother. org

. 630 - Chin J Cancer Biother, Dec. 2014, Vol. 21, No. 6

doi: 10. 3872/j. issn. 1007-385X. 2014. 06. 014 ° ii * 2 5% ¢

AEFEFES MFRIEFE R X E 355 5 (00 4 B0 35 78 70 1 g Y =2 1

HECIET IWE AL L RE, EATW L, EZR RE (L ANKFES —WBER A minis TP
3, F ) FRON 4500525 2. FMN K F S B ER APEAL, FTd FH 4500525 3. FM K F AGHFR, TE H
N 450001; 4. FEMKFE—WBEER FHAF, 7d #M 450052; 5. THESFFREREF T EFHAK
F¥E, A FN 450052 )

[ T] O @ BUERFEGIMRE %I B A8 7R R XTI F5% T 2303 eytokine-induced killer, CIK )4 S ity 4 it 1y
REMUSEIR . 2 ik < 2R AE 6 DI SR 5 AN I, 70 B AR AR A AN, 4 FEOR [R) ML 5 S5 5 7R 380 8 4. GT-T551 1533k + i
AARILIE L GT-T551 K5k + @R A M E 4 . GT-TS51 15353k + FBS 2 GT-TS551 53 L4 RPMI 1640 5373 + B3 A
W4 RPMI 1640 5395 5E + {@5E AT 20 . RPMI 1640 153535 + FBS 2 M2 RPMI 1640 B35 54, SR CFSE J (775 46 100 4 fifd 384
TEfE ST, WA AN M ARAGI CIK 408 CD3* CD8 * T £ Jifd J% CD3* CD4 * T £ Jifd i 47 B B . IFN-y . 25 FL 2 5943 445 B & LA 3 1AL
NB4 K562 40 g 4R 40t CD3 * CD56* T 4l .CD3* CD4* T 4ifi % CD3* CD8* T #HMKTH CD107a M F ik, £ F:CI-
TS51 Ki a5 AR #H AR MIE A CIK AR HE A T8 4 0 2 5 T AL 41( P <0.05 ). GT-T551 r3w3knl RPMI 1640 55373k
IR BRI 20 CD4* T 24 MU UKL G B A% 53 W4 7K - 349 b 25 T it e A Il i 280 ( 22,85 £3.50 )% vs (113.28 =
1.75)% ,(22.57 £3.45 )% vs (15.37 £4.08 )% ,34 P <0.01 ], T H GT-T551 + & AMRIMLIE L CD8 * T 41 A /b IFN-y 1 RE
T REE TR AMIEA P <0.05), LAF MM ZE NB4 F1 K562 20 04 o #0 40 i b, #30 CD3 * CD56 * NKT 2 Jitd % 1
CD107a fY3%ik , GT-T551 BEFRHE P A RS AR IS AL T g i A v 28 (7.10 £1.94 )% vs(2.73 £0.79 )% ,(8.00 =
1.82)% vs (3.03 £0.78 )% , P <0.01 ], [G BT RPMI1640 + 35 EH KIS (4.45 £1.96 )% .(3.30 £1.47 )% ,P <
0.01 1. # #:GT-T551 B FERANBE E R AIF IR REAFITF CIK 4NAEAYRE5E AN DR 75008 e & FEAR 5 D B , A
YEH CIK A 7Rk 5

[ SR ] UM TS R AR s B 37555 5 M 5 358 5 AT 5 1 s 4

[ FESZES ] R735.1; R392.12 [ XEfFRERD ] A [ XEHE ] 1007-385X( 2014 )06-0680-07

Effects of different cell culture medium and different sources of serum on
proliferative and functional activities of cytokine-induced killer cells

Gao Qun'’,Wang Fei'”, Wang Liping’, Yang Li' ,Zhang Zhen'”, Yue Dongli'*, Wang Meng'*, Zhang Yi'*"( 1. Biolog-
ical Cell Therapy Center, Zhengzhou University-Affiliated First Affiliated Hospital , Zhengzhou 450052, He’ nan, China;
2. Department of Oncology, Zhengzhou University-Affiliated First Affiliated Hospital , Zhengzhou 450052, He’ nan,
China; 3. College of Life Science, Zhengzhou University, Zhengzhou 450001, He’ nan, China; 4. Department of Gastro-
enterology, Zhengzhou University-Affiliated First Affiliated Hospital, Zhengzhou 450052, He’ nan, China; 5. Key-Disci-
plines Laboratory of Clinical-Medicine of Henan Province, Zhengzhou 450052, He’ nan, China )

[ Abstract ] Objective: To investigate the effects of different culture media and different sources of serum on proliferative
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and functional activities of cytokine-induced killer ( CIK ) cells. Methods: Mononuclear cells were isolated from peripher-
al blood of 6 lung cancer patients and were induced to differentiate into CIK cells in 8 different culture conditions: GT-
T551 + autologous serum, GT-T551 + serum from a healthy individual, GT-T551 + FBS, GT-T551, RPMI 1640 + au-
tologous, RPMI 1640 + serum from a healthy individual, RPMI 1640 + FBS, and RPMI 1640. After induction for 6
days, cell proliferation was assessed carboxyfluorescein diacetate succinimidyl sster ( CFSE ) labeling assay, and CD3 "
CD8 " cell proportion, CD3 " CD4 " T cell expression of Granzyme B and IFN-y and perforin and the expression of CD107a
on CD3°CD56", CD3 " CD4 " and CD3 "CD8 * T cells in the presence of leukemia NB4 and K562 cells as targets were as-
sessed by flow cytometry. Results: The proliferation index of CIK cells cultured in GT-T551 medium supplemented with
autologous serum was significantly higher than that in other culture conditions ( P <0.05 ). The expression of Granzyme B
on CD4 " T cells was significantly higher ( P <0.01 ) in the GT-T551 + autologous serum group [ 22.85 +3.50 |% than in
the GT-T551 + healthy serum group [ 13.28 +1.75 ]% and significantly higher ( P <0.01 ) in the RPMI 1640 + autolo-
gous serum group [ 22.57 +3.45 % than in the RPMI 1640 + healthy serum group| 15.37 +4.08 ]% . Furthermore, the
amount of IFN-vy secreted from CD8 * T cells was significantly higher in the GT-T551 + autologous serum groups compared
to GT-T551 + healthy serum group. In the presence of killing NB4 and K562 cells, the expression of CD107a on the
CD3 " CD56 * NKT cells was significantly higher in the GT-T551 + autologous serum group ([ 7.10 +1.94 1% , [ 8.00 =
1.82 ]% ) than in the GT-T551 + healthy serum group ( [2.73+0.79 1% ,[3.03+0.78 )% ; P <0.01) and in the
RPMI 1640 + autologous serum group ([4.45+1.96 1% ,[3.30£1.47 1% ; all P <0.01 ). Conclusion: GT-T551 me-
dium supplemented with autologous serum appears the optimal in vitro system to stimulate proliferation, cytokine secretion
and enhance the cytotoxicity of CIK cells. This finding may have some clinical significance in CIK therapy.
cytokine-induced killer ( CIK ) cell; culture medium; serum; proliferation; cytotoxicity; leukemia cell
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Fig.1 The proliferation index of CIK cells cultured with
different medium and serum in day 7-12( % )
1:GT-T551 + Autologous serum; 2:GT-T551 + Healthy
Serum; 3: GT-T551 + FBS; 4:GT-T551; 5: RPMI 1640 +
Autologous serum; 6: RPMI 1640 + Healthy serum;

7: RPMI 1640 + FBS; 8:RPMI 1640
" P <0.05 vs the other group, respectively;
2P <0.05 vs 2, 3 or 4 group, respectively
*P<0.05 vs 6,7 or 8 group, respectively
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Fig.3 Influence of different culture conditions on Grazyme-B expression of
CD4" T cells and IFN-vy or Perforin expression on CD8* T cells ( % )
1: GT-T551 + Autologous serum; 2: GT-T551 + Healthy serum; 3: GT-T551 + FBS; 4. GT-T551;
5: RPMI 1640 + Autologous serum; 6: RPMI 1640 + Healthy serum; 7: RPMI 1640 + FBS

**P<0.05 vs 2 or 6 group;
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Fig. 4 Influence of different culture system on the
CD107a expression in CIK cells againest leukemia NB4 cells
1: GT-T551 + Autologous serum; 2: GT-T551 + Healthy serum;

3. GT-T551 + FBS; 4: GT-T551; 5: RPMI 1640 + Autologous serum;

6: RPMI 1640 + Healthy serum; 7: RPMI 1640 + FBS

* P <0.05 vs the other group, respectively; “P <0.05 vs 5 group
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Fig.5 Influence of different culture system on the CD107a
expression in CIK cells againest leukemia K562 cells
1: GT-T551 + Autologous serum; 2: GT-T551 +
Healthy Serum; 3: GT-T551 + FBS; 4: GT-T551;
5: RPMI 1640 + Autologous serum; 6: RPMI 1640 +
Healthy serum; 7: RPMI 1640 + FBS
"P<0.05 vs 2 or 5 group, respectively
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