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Influence on biological characteristics of dendritic cells by transfecting B7-HI1 anti-
sense gene

WU Miao, YU Pei-wu, ZENG Dong-zhu, WANG Zi-qiang, ZHAO Yong-liang, LEl Xiao, ZHU Zi-man ( Department of
General Surgery, Southwest Hospital, Third Military Medical University, Chongging 400038, China)

Abstract; Objective To investigate the effects of B7-HI antisense gene transfection on the biological
characteristics of dendritic cells ( DCs) in human. Methods Human DCs were transfected with Ad. ASB7-H1
or Ad. LzeZ as positive control, and the untreated DCs served as normal control. Then the phenotypes of DCs,
transfected with Ad. ASB7-H1 or Ad. LzeZ or normal, were detected of B7-H1, CDI, CDI14, D80, CD83 and
HLA-DR, with flow eytometry on post-transfection day 1, 3, 5, 7, 9. Enzyme-linked immunosorbent assay
(ELISA) was used to detect 11-12 level of supernatant,’H-TdR to detect the capacity of the DCs transfected of
Ad. ASB7-H1 to activate T lymphocyte proliferation. Results The expression level of B7-H1 on transfected
DCs was inhibited from 24 h after transfection, but the expression levels of CD1, CD14, D80, CD83 and HLA-
DR were not significantly changed. Ad. ASB7-H1 transfection significantly increased the potency of secretion of
IL-12 by transfected DCs and enhanced the ability of DCs to stimulate T cell proliferation. Conclusion DCs
transfected by Ad. ASB7-HI1 can inhibit B7-H1 expression and the biological characteristics of transfected DCs
changed correspondingly. B7-HI may be a promising target for improving the biological effects of DCs vaccine.
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1 #ME5E%

1.1 #H#

J& 4 ML ( Hyelone, USA) , DMEM ( F54#%) ( Gibeo, USA) ,
thiL-2  rhIL4 A rhGM-CSF ( Promega, USA ) , thTNF-a ( Sigma,
USA) ,3H-TdR(1 mCi/ml) ( v [ [a] {37 % 2% A) 3k 5057 REOF 5%
fF) , 4 A HLA-DR .CD1a,CD83 .CD14 K B7-H1 #u i [ 5 {4
( Gibco, USA) , it 240 M 4% ( Beckman coulter, USA) . Ad. LacZ .
Ad. ASBT-H1 43 5l R 4847 B 2= FLB 1 B 5E 5 Fi iz S B7-H1 Kt
P ) ol o T A 8, T HEE 24 6.5 % 10" pfu/ml™
1.2 Fi&

12,1 SERsre A #1100 MOT Ad. ASB7-H1 #;4v4, B
21 :100 MOI Ad. LacZ % Us2l , C 20 ASE P IEH DCs 4 .
1.2.2 Ad. ASB7-H1 %% DCs 41 B PBMCs fin A K5 3% i
o1, 00 DMEM 8 3% 0 (% 10% BG4 03 ), fil A thGM-CSF
rhIL-4 {5 H 20 1 43 51 f 100 ng/ml 50 ng/ml,37 °C 5% CO2
S 24 h fS W 2 REFEWE , F Ad. ASB7-H1 #1 Ad. LacZ #& MOI
100 F5 3417 5 5555 A 1 DCs, LRI A 5 35 40 i ok 1,37 C 5%
CO, WFH 1 h )5, 25 Bk 20 #5083 FiE 2 thGM-CSF 100
ng/ml thiL4 50 ng/ml {155 35 4k &5 15 7

1.2.3 DCs B53: & Ad. ASB7-H1 #4t DCs A f5 DCs 7 8 {25
b BEYLEEE 1.3.5.7 K9 KALS AHFAH S LA A RS
Ml B7-HI 3848 1E, {5 DCs i PR FEMFERIGH 3 5.7 X9
KAFHEM CDL,CD14 D80, CD83 K HLA-DR Fik{if i, 4
Y2 CHk[ 4] 7.

1.2.4 ELISA £ A Ad. ASB7-H1 # s DCs 43 1L-12 fiE
J1 SR HMERS KA D R R A U AT AR R
PR EVERE AL AT, D (EL1E A A b2 i b o th 25, 8 ik b A 1) D {i
TEATHE 2 1A e

1.2.5 'H-TdR 8 A 4  Ad. ASB7-H1 £ % DCs i S (19 1R
B  HEFREE 7 RUUE S 41 DCs i} DMEM K 35
FEVR R 1 x 10° 4/ ml, A 22 4% 25 pe/ml 37 G,
I F 45 min, JH PBS P 2 WK, SRJGHRAE SR [ 5] B ik ik it A7
R W AR, [F]a AKS SR 34 DCs 1 B % R

1.3 BuitF 947

PR EAE A & 5 o R HI SPSS 10,0 AT « 545 K 1 A
RITEIHT.

2 BR

2.1 Ad. ASB7-HI1 #t 42t DCs B7-H1 #4 % ik 69 % vf
[ SCBT-HI B35 1.3 .5.7.9 d 455 A~ A5 LA i 2 40 g
(UK B7-H1 Fik 4L, 5 Ad. LacZ FEHeX] BRAL(B 41) Fok
HEYLER (C 4H) A LR, DCs T B7-H1 433 sl 4 ), o e
Je U d BEFGG HY B BT-HI kil B0 %, Fe L IS 40 3 KRB
BEERER(P<0.05),55.7.9 KERIEWBE(P<0.01),
W#EL,
2.2 Ad. ASB7-HI #% % 2} DCs £ & 64 %
1615 S DCs [ 1 B o, 41 i 3 1 CDla., CD8O, CD83 K
HLA-DR )35 R SEATVETH R, CD14 2k & W71 T B s 1

iR 6 ~8 d, EIRARL A A R Bl e S A fk L (EFE
P55 3.5.7.9 d # il DCs # i CDI,CDI4 D80 ,CD83 %
HLA-DR (#4550, e 05 AR P Y IEH DCs [LAL, Ad. ASBT-
HI 8 4e Xt DCs M ik Bk Rt 7 K EF o (P >
0.05) W#*2.3,

£ 1 Ad. ASB7-H1 #: DCs f5 DCs & B7-H1 Tk ( xx5) % |

fffi] (d)
0 1 3 5 7 9
Al 28.24£2.06 30.47+2.13 44.64+2.86 46.34+3.08 47.29:3.44 46.73+3.36
B#fl 28.24:+2.06 43.96:4.68 59.69+6.03% 81,47 +6.95b 86,84 +7. 83D §9.72+7.68b
C#l  28.24+2.06 46.3524.16 60.5545.64% 80,62 +5 84b 88,34 +6.35b 91,25 +6.870

a: P<0.05, b: P<0.01, B A #1642

L

£2 EXDCs RERZEN[(x25)%]

CDla CD14 D8O CD83 HLA-DR
4d  16.13+1.36 75.17+7.12 15.89+1.20 14.65+1.46 16.13 +1.07
6d 31.28+2.57 42.62+£3.57 26.34 +3.89 22.73 £3.40 22.17 £2.46
8d 72.94+5.78 18.87 £2.13 69.57 £5.13 71.08 +6.16 68.59 +5.71

fii (1]

3 Ad.ASB7-HI ##: DCs J5 DCs REMTEWL ( xx5) % |
CDla CD4 D8O €83 HLA-DR
3d 17.2241.54 76,26 £6.53 13.92£1.06 15.74 +1.55 17.22 £1.36
Sd 33.65+£3.84 41,89 £4.84 27.61 £3.56 27.03 £2.95 26.44 +2.19
7d  70.67£6,41 18.15£2.02 71,29 £6.64 72.47 £6.66 71.37 +6.44
9d  76.53+732 B.4941.08 76.45:6.78 71.81 £6.56 77,75 £6.76

|

2.3 Ad. ASB7-H1 -4 ¢4 DCs 3&4c L ¥ 1L-12 #m

Ad. ASB7-H1 #E3eg] (A 4]) £55F Bifp IL-12 () & i 3%
B, LW T Ad, LacZ 5 e BRAL (B 41) FiAfE Ju2A (C
), 2EREE(P<0.05) FE45 8 K4 i BEUH 5 55 5
K(P<0.05), Ad. LacZ ¥ 3exf B2 (B 41) FIARFE Y41 ( C 41)
DCs Z [ 4 22 7 A i % (P >0.05) , i3k 4,

F*d4 HEDCs FFHEFHAERE IL-12 &8 (pg/ml, x+5)

fisf 1] Al B 4 C 4l
54 440.0 +25.0 298.3 +13.1° 312.5 £18.6°
8 d 788.3 £43.7 531,3 +35,9° 571.9 427,30

a; P<0.05, 5 A s

2.4  Ad. ASB7-HI #4549 DCs i &) B # R4 &
LY Y- A
ASB7-H1 %4y DCs 7EASP T T 9 L 40 Mo b s 45 9 B
Ad. ASBT-H1 5 YU % e 20 (A 4H) A8 T 3k 50 4400 6 96 42 1) R
F18 Ad. LacZ ¥4 HAZH (B 41) FIA S 341 ( C 41) DCs 38,
A RENE(P<0.05),
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B7-H1 T4 3 S R FK) — Fob 200 Jt 2 1 B 2 11,
T B7 LB F LR B . BT W] B7-HI 5 &Z &
PD-1 8543 I ] e s —Fl T 28 00 ) 1 3 55, F
2 Pk BT-H1 3 BOYLA UM SR B d , BA
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A5 b B At g A 60 BT I W 5T K WIAE DCs
JEILRAER DCs 45 J/KF B7-HI ik, AHF
FERFHFRA F4 et i) FeE ik Bz S BT-HI #3641 IR 5
# Ad. ASB7-H1 %63 DCs, #5157 DCs 32 i B7-H1 ()%
X DCs A2 5 PE RS20, | 76 N i — 2445 BT-
H G LA 5 AR 200 0 Ay S5 il 1o fe 987 B 22 v 19 4
B — i SR

Ad. ASB7-H1 #:3L DCs J5 25 i 2 40 Mo A 4 ) B7 -
HI FikM784L, &n DCs K B7-H1 431k g
il , XD B R Y S 1 d BUF LR L, 55 3 KA
HENXER(P<0.05),55.79 REREH R EP
<0.01) . i Ad. ASB7-H1 #t%f DCs J5 CDI1 ,c014‘
D80 ,CD83 J¢ HLA-DR 4§k Bff 43 - i) #2 35 Jo W I
Wi o 47 5L BT-HI fiE A5 &% 14 401 i) A DCs éH]h‘fm
B7-H1 JEH &0k, FEF A 485 DCs DhfE & 4 &
SRR ARSI 4y 7 55 SR OE M DD AL B AdL
ASB7-H1 7€ DCs tf & H5AF AT A 24 il e Sk, 5 3¢
Bk 7 JHREA AT A

IL-12 EEH T DCs B W40 %% APCs, DCs 43
WA TL-12 (O RE VAT DCs DIRBR A A 24545, K
1T S B0 45 5L i R 2 S B7-HI 84 DCs |5 , AMYEE
8 DCs =4 1L-12, 1 H H: DCs 4330 1L-12 (K V488 4k
e e R Bt okt MR B g . AT DRI, FRATTAN N
B7-H1 A fEfL s 1 ) il TL-12 A1 5 HE P 2 3k 49 £ P
Y58, i B7-H1 2 X RNA 0] 45 % () B % (5 538
B 425 DCs 40 1L-12 ()REJ7. IL-12R(CD25) %
FIETUALAY T 40 M 7 2 5% 1e ) NK 4 ifd, 1L-12
HATMEIE T 40 i 59 5 1 IEN-y TNF-B %5 41 ifd & -1 4
MARIAE T, [ sf HLAE T 4R 4 & P Y Thl/Th2 #2188 h
HAEEER, JLFES T 4000 Th 4046 o
Jal R IL-12 5% Thl/ Th2 4kt (6] Th2 % 4
PiFE , TEN-y 3 000820 |l BIL 1A S 328 W 40 B F7 R A1, T
AR B S 20 M A LA k30 oR e F A A 1) &2
BIEEZ - E G, FRATA K L B7-H1 &4 DCs
& AT 458 DCs ﬁrﬂﬂﬁmﬁﬁ Xt Th 4 A5 i 4t g
Jo e B (e E

DCs JER A BIBERESR 1 APCs | ALAE A 8l T
P EEL A, T ELAE RS m] A 05 T () S A T 1
2 M A O AR BE T A 4R I T2 TFN-y 240
LR 7t B oy AE R OE— 2B R 0 T 40 ) 1 5
DCs PRIE Bt oA Ry 2S00 T 96 €0 200 b e 8 o2 A4 4 M
DCs FI 3% [R)Ff T 36K L4 200 it 13 50y 408 10, s Ji iy A 4 r’a
By B3 ORI I B R B 22— A Sl R
an, JGiE At Ad. ASBT-H1 #% Ye 4] if k4% 4y DCs 4]
5 7 A P SR T A L B AN . ER R X
B7-HI {&4fi DCs 21 (7 e 4] ) BRI Y 2 HL AT s i)
F T A G SE AN . gE FLBRUA, — i T RE S BT-
H1 2 3L RNA &4 DCs 5 TIL-12 43 344 fin 45 5%, 75 1L-

12 /ERF T 4 a5 G4k, 7= A TFN-y 112 B2 TNF-
B 25 41 i R, T A A0 38 T 40 I B4 B A I R
B S 4h, R BT-H1 i AT i B T am ad B7-HI
@R ) DCs YA A 8T P 47 B7-1 . B7-1 534
PEAG S SRk IR BRI 3%, PR 2 B L % B 3
I M R AE

27 B TAR, 2 X B7-H1 &4 DCs,DCs 44 2%
PE&AE TR A, AT 20l DCs i B7-HI
Yk, X DCs HoAth AU oA b 2 n , W] if AT 4 55 DCs
A3 TL-12 1) 38 (] R S 0k T 40 8 4 1 BB ), 1 9
DCs By RsJH ThaE. B7-H1 845 AT RE U DCs Sy 3k
Tl A BUIRTAE 0 I6T T B — A AR (A 25
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