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Construction of recombinant adenovirus vector containing human survivin gene and ex-

pression in dentritic cells
LI Hong, LIU You-sheng , WANG Chang-song, GE Xiao-dong (Department of Pathology, Southwest Hospital, Third Military Medical
University, Chongging 400038, China) z

Abstract: Objective To construct the recombinant adenovirus vector containing human survivin, and transfect
it into dendritic cells. Methods Full length survivin cDNA was obtained from recombinant plasmid pCITE-survivin
by PCR. The PCR product was double-digested with restriction endonucleases Kpn | and Xhol | , and inserted ori-
entationally into pAdTrack-CMV. The plasmid of pAdTrack-survivin was lined with Pme [ , and the fragment con-
taining survivin was reclaimed and transfected into E. coli. BJ5183. Afier having been screened, the extracted plas-
mid of positive bacteria was transfected into HEK293 cells with liposome and was identified by the green fluorescence
protein (GFP) expression and by PCR method. The virus was transfected into dentritic cells, and the expression of
survivin was proved by the GFP expression and Western blot analysis. Results
was constructed successfully and the titer was about 1.65 x 10° pfu/ml. A band was observed by Western boltting and
its relative molecular mass was about 16.5 x 10°. Conclusion A recombinant adenovirus vector containing human

The recombined adenovirus-survivin

survivin was constructed successfully, and the survivin protein was expressed by dendritic cells.
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Fig 3 Expression of survivin protein

3 it

survivin ZEPE—FUg BT TR A, BT E A
it 4 - (inhibitor of apoptosis protein, IAP) % % ) i
0, B FRIA T2 AT W 2, A IE #4241 L
T AR, TE 0l 240 0 00 T M B 1) A SR vl K
BEVEVERT, 28] survivin 3697 0] RADE 2F Asd 40 B o 7 9
P A, 6 IE A2 LT AT AS B S e [ T Rk
Fr S R TE BRI TG YT B 55 . AR ST et %t
pCITE-2a( + )/ survivin UKL 474, FH PCR £ AR B3 -
A IE8 77 50 9 N survivin JEP B BE. SFRFSE A sur-
vivin K51 A I S BT 54 A DC 40 o #4 & DC JE Y
BE5E L

B survivin HT AL K I 1 B & A R S A
DC, A {ff B J5 i 2 3K JF: d0) P& 7= A A % A 3 1
B RS AR T S A 0 B i a8 1 8 RV, BB TE
DC N &5 ik MR i, i MHC | 288 218 5] 5553 18
St DI 7 A BB i A1) 4 9% 380 K BB D 5 B e IR Dt 1 4
HIFEE DC B FH0 MHC &2 49 i 25 s 41 s MHC 43
R0 AR T 40 6 928 13 25 T 7 A= 1) AS 8 2 g
e FE 3k [R5 2 T4 4 988 18 A 755 900 52 00 3 R )7 441 I ) MIHC
PR Y Bl A DG MHC B 1 JIK 2 07, B — g St e R e 2
1 DC a] 4] 3% 2 4~ 15 4 MHC {7 5 B il (9 5 52 45 S 4
CTL B R, {s HLAAT e 4 i i

SCHG T f IR  BF AdEasyXL™ 2 45, HoA 48 Ok
pAd-Easyl (2% 8 ZPUHE ) WA 75 85 1 A6 20 3 A
1, B 48T BIS183 AMUED BIS183-AD-1 %4
PR RS 1 el T T 4 20 4 O AT 5 1 (4 75 5L, ff
H A5 5y R & A R AL IS & ORI sefE . 53 4b, %
WRIGKL pAdTrack (R AREE Z Btk ) B A & 4 % a5 X,
{58l E . coli BIS183 41 14 N 185 &4 14 W) U5 T 2 L - itk
TroiA: Z sk , al LLTE AR 50 % s (] P 5 3] 75 40 1 o
ki, PR TAIEE Pac | BEY) 2 BRI ori
MIRARE R U e A A, 5% H O 45 K v 86 TTRs i



824 B = F K X

2w i

R

%), AT P Sfe 2 i 214 14 4502 40 it fn 293 5% 911 40,
530 ik AN IR AL R A TR AL I B L O B AR T SRR
IR G0 T AR R

SEI R IR T HEHE A survivin 20 (4 T 20 AR 7
AR, ARG T 0T A TR TR, 00 A A E A
o T e 2R A Y, 75 BB A SR B A R A I I 55
M Fek kB IR BRI ) H 19B50E TR .

B %30k -

[1] Zeis M, Siegel S, Wagner A, et al. Generation of cytotoxic responses in
mice and human individuals against hematological malignancies using sur-
vivin-RNA-transfected dendritic cells[ J]. J Immunol, 2003, 170(11):
5391 - 5397.

[2] Heiser A, Maurice M A, Yancey D R, et al. Human dendritic cells trans-
fected with renal tumor RNA stimulate polyclonal T-Cell responses against
antigens expressed by primary and metastatic tumors[J]. Cancer Res,
2001, 61(8): 3388 — 3393.

o S AR S

[3] Ambrosini G, Adida C, Altieri D C. A novel anti-apoptosis gene, sur-
vivin, expressed in cancer and lymphomal J]. Nat Med, 1997, 3(8): 917
-921.

[4] Altieri D C. Validating survivin as a cancer therapeutic target[ J1. Nat Rev
Cancer, 2003, 3(1): 46 - 54.

[5] Schmitz M, Diestelkoetter P, Weigle B, et al. Generation of survivin spe-
cific CD8-T effector cells by dendritic cells pulsed with protein or selected
peptides J]. Cancer Res, 2000, 60(17): 4845 — 4849,

(6] i 4, FAUE. AW IR0 B AN R KR T34 m-1( ]
~ IV %) (4 2 PR v e B AR g Ak R ik [0 ). A il
54 Pt , 2002, 29(4): 625 - 630.

[7] Sallusto F, Lanzavecchia A. Efficient presentation of soluble antigen by
cultured human dendritic cells is maintained by granulocyte/macrophage col-
ony-stimulating factor plus interleukin 4 and downregulated by tumor necro-
sis factor alphalJ]. Exp Med Volume, 1994, 179(4): 1109 - 1118.

[8] Olie R A, Simoes Wust A P, Baumann B, et a/. A novel antisense oligonu-
cleotide targeting survivin expression induces apoptosis and sensitizes lung
cancer cells to chemoatherapy[ 1]. Cancer Res, 2000, 60(11): 2805 - 2809.

(%# #HEX)

S R o R Rl R R o K R o R R Ao Pt B ol oo o A Aot e R R K A oG A A Sl A Ak R A AR e



