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[Abstract] Objective To construct the DNA vaccine pIRES2-MLAA34-HSP70, and to detect its immune effect. Methods
The acute monocytic leukemia associated antigen gene MILAA-34 and heat-shock protein (HSP)70 gene were extracted by using
RT-PCR. The specific overlapping primer was designed, and the fusion gene MILLAA34-HSP70 was amplified by using SOE-PCR
technique. Then the DNA vaccine pIRES2-MLAA34-HSP70 was constructed, and BALB/c mice were immunized with this DNA
vaccine. The splenic lymphocyte killing activity was detected by using MTT, levels of 11.-2,11.-4 and IFN-y were also detected by u-
sing ELISA. Results The MLLAA34-HSP70 gene (2 956 bp) and the DNA vaccine pIRES2-MLLAA34-HSP70 was amplified and
constructed successfully. The killing efficiency of DNA vaccine pIRES2-MLAA34-HSP70 in U937 cells was significantly higher
than that in other experimental groups and control group (P<Z0. 01),and levels of I1.-4,11.-2 and IFN-y in DNA vaccine pIRES2-
MILAA34-HSP70 group were significantly higher than those in the other experimental groups and control group (P<C0. 01). Con-
clusion The DNA vaccine pIRES2-MILLAA34-HSP70 is constructed successfully. It is shown that the DNA vaccine induces strong

humoral immunity, which could enhance immune responses to tumor cells and specificlly kill MILAA34 positive cells.
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1.2 5I¥kit 5468 A BUR pIRES2-EGFP £ 5 B i 25
il % B EcoR 1 F1 BamH 1 B ¥) {0 s #F 17 2 K 7% .
MLAA-34 3£ (GenBank: AY288977. 2) 4™ 14 A By 3 i K & h
1 014 bp, HSP70 J£ K (GenBank: NM_005345. 5) ¥ 14 K- B 1

GGC GGC GGC. 51 ¥y thy 2 T Ay TR CL) By A PR vl 75
I, WA 1.
®1  SIMEERFT
i BIEIF51 (53D
Pl GCG AAT TCA TGA AAA AAA TGC CTT TGT TTA GT
P2 GGC GGC GGC GGC GGC TCA AGG GGC CGT TTT CTT CAA G
P3 GGC GGC GGC GGC GGC ATG GCC AAA GCC GCG GCG ATC
P4 CGG GAT CCC TAA TCT ACC TCC TCA ATG GTG

1.3 4l H % 57 B 5 TN 2 K
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U937 4100 pLAE y B ik EL 48 B 255 195 175 4 S 6 1% 408 44t i .
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B0 5 min, fIN 5 28 LT 4000, & 1024 1R 4 L3 9 RPMI
1640 #5757 ILIEVE 3 W IF AR E S 1107 /mL,
1.8 JEK 40 AR5 16 A R OB SRR 1.7 & R Mk
S Mt L A LU R RE . 96 FL 2 i B SR AR 4% B Rz AL A B
100 pl, fFERCH LA B 50 £ 1,25 ¢ 1,12.5 ¢ 1 Al
6.25+ 1(&B 3 MEF)IE 37 C 5%CO, FIFF 24 h, il E
B 2 /0N BRURE S P O O PR R A E k. OSSR G B LA
20 pL MTT TAEW,37 C /e pid h,F 2 MTT 2 5 i » 45 7L
A T H TR (DMS0)200 pl, 5 i IR % 10 min, B b5 X E
570 nm Zh WG BE(E (Asro ) o BRI B 400 M0 3% 40 06 1 (Do) =[1—
R R FL Aszo — 800 41 IS BRFL Asro ) /#0840 i %t BB AL Asro 1 X
100%
1.9 ANAE P oK ROR I 25 B 1.7 A A MR O 40
WA 96 FLANMLEG FE 4 . AL 100 pL (&K ¥ 3 MR FL).37 C
5%CO, Ji 9% 72 h, DLglifb iy MLAA-34 & H (20 pg/mL) H 3
Pilst. PLJTEHE A ACConA, 10 pg/mL) Jy B X B8, &R A4t
J AL S B X B BE SR 48 h S WA B W ELISA B il
A M R, A4 B 40 A 2 (TL) -2, 104 F1 T 48 2 -y (IFN-7) K
- O™ A B G Ul BB .
1,10 ZEit~#ab 3 SR SPSS19. 0 S8 i+ 3k 14 47 48 11 43 #r
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1:hRI040 s 2: MLAA34-HSP70 filt &5 3% [ ; 3: HSP70 % ;4. MLAA34
A
1 MLAA34-HSP70 @& E R &R
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EcoR [ /BamH | Mg, % FH T4 % 25 MLAA34-HSP70
RGN 5 pIRES2-EGFP #k 4 % # , #4 # F 41 i ki pIRES2-
MLAA34-HSP70 , $k B PH ¥ 5 [ 3, 3 384 I 42 B0 4 Sk b 47
PCR J EcoR T /BamH T XUEEY) % 52 . 4 1. 0% B g b v vk %
LA 2,

2.3 LUK S A0 B SR S PR R AN R A R R 1 43 A AR N B
S5 A I A R L 40 X U937 4 R 5 R, g 2,
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F IL-2.1L-4 #0 IFN-y K F 01 &5 F AB.C 4, 22 R A 4t
2R N (P<C0.01), BALAI C 4 Bk & 40 N 7 /K F 0 8 &
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& 2 FE AR pIRES2-MLAA34-HSP70 & E

*x2 /I BR BB K BB B B R A E ML B (n = 10,715, 0)

AL

215

501 25+ 1 12.5: 1 6.25: 1
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B4l 9.03+1.98* 6.53+1.27" 4. 88-+0. 69" 3.37+0.53"
CH 8.8241.25" 6.93+2.07" 5.3340.91" 4.3240. 74"
D4 42.61+5.17 31.87+4.52 27.1243.45 19.4241.94

. P<<0.01,5 D4
x3 INBRRRHEBERAEEFKFE
Lk (n=10,7=%s5,pg/mL)

el 2 T4 TFNy
A 28.58+10. 53 26.23+6.61% 25.2749.12%
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C4y 208. 2543124 7 126.23412.34* % 155, 38422, 94 %

D& 412.65+45.12 211.35424. 35 522.3253.77
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PR R b 2 b 5 L B A BT 0 R D) RE L RE R 2R S R L
X T 9 0 DA A G 2 S B 9 T 5 LA 7 A o S T T 8
BEDL - LA HISP Sy RE Gl 16y o 80 8 v 2 A I R 2 A F 9 R
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PR RGN PCR ™38 7 4 A 3 2 00 17 AH [ ) 7 B 45 3l
i B Y A R PCR 38 1 B B 1k SR, TR 75 4~ B B9
e [Nl 7 — 3 o A B T BRI A DA 70 R S T 70 R I i 5 4
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AR AER SR TR B T R AR ST
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