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Construction and identification of the chimeric mtb8. 4 /hiL12

eukaryotic expression plasmid
LI Hui ,et al
(Department of Infectious Disease , the Second College of Clinical Medicine , Chongqing Medical University)
[ Abstract] Objective : To construct and identify the chimeric mrb8.4/h1L12 eukaryotic expression plasmid. Methods : Firstly mtb8. 4
— linker was amplified by PCR and cloned into the single Nhe I and Mlu [ cloning sites of pCl — neo, so pCl — neo — mtb8. 4 -
linker( pML) plasmid was constructed. Secondly hlL — 12 was amplified by PCR and cloned into the single Mlu I and Sal 1 cloning
sites of pML. Finally correct pCl — neo— mtb8.4/h1L12 (pMIl) plasmid was identified by PCR, RE digestion and DNA seguencing.
Results: The accuracy of pMI plasmid construction was confirmed by a number of molecular biological techniques. Conclusion : The
construction of mtb8.4/hlL12 chimera by linkage of M. tuberculosis mtb8. 4 gene to human 1112 gene provides the possibility for in-

vestigating a new tuberculosis vaccine.
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polymerase ANTP JEITE A DTRG0 B 1 DE TR
Al ; T4 DNA EHREW B Promega 25 a] . o) ARG A
B PCR T8 b iR 2 A Promega 28 0] B ETEH
S A Omegs 2] BB T RBRME R FfEE aa
WPUC— mix Hl PUCI9DNA/Msp 1. PCR {3 & 98 [H HY-
BAID 7= B 5 OMN-E.,
1.1.2 SEEFERGI$Et SR oy A8
H37Rv #& nub 8. 4 MFEEIF#] 4 fLA 1L12 7591 GenBank
B3RS AFIR0562 fl AF180563 )i it. P T mib 8. 4 4
A9 TR RE SRR R b, & Nhe | {25 RS ATG fI
KOZAK JF 9] 3 P2 B4k, B lnker # Mlu [ fir s, A~ 28
IEEWEP3E M T fd  AEEGEER P F Sal [ i fl
B # R TTA AT hIL — 12 56 Ay A 5 i PO HE 38 Ao
B ES S Rt T T RAR S,
1.2 F#
[.2.1 nub & 4/hIL12 #58 DNA F# 38 MR s

(1) peDNA3. 1{ + ) — b 8. 4 fil pORF — hIL12 R ki
DNA IR EC F 11 Promega 25 A 790 B 7748 B ) 4 L 1%
i 79 A b AR

(2VEECE A9 AER L DL peDNA3 L+ ) —muth 8.4 FREY
AR PL.P2 g 90, 47 B8 nub 8.4 — linker 3 A H B PCR

SfEZ 40k 04T FIAEPE Sran. #0820 E D 94T T8

Imin, STC 38 2k 30s, 72T ZE{# 1. Smin, 77 30 M HHE.
72°C A 10min. Bl pORE — hILI2 BEE AR, P3 P4 45
#1474 RIL - 12 B PCR & E2 808 94T AU Smin,
PRSI A 990 TEHE Trin, 30T 38 A 305, 7270 ZEH 1. Snan,
HEFT 30 GG 727 2EAE L0min.
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ik, AKT5EY 300bp Y mub8. 4 - linker BBz, WWHE 1.
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[ Ay | BEEIF=H 5 BLpcDNAZ. T{ + ) -~ oubS. 4 Bk
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9% mtb 8. 4/hIL12 T4 i & BTk, o =4 5 &
HTHA E. coli ToplOF" B 5 MM, ¥ (L i Th iy

MEFELE & T & Z M LBl Luriz — Bertani ) & {%
BEAREE LA . ML PR e UE KR T

%, W E S Promega 45 8169 /8 T R BUS 7]
GAREURRL, BT R H T % E

m 1l 2 3 4 5 m,

HS pMIsxEREaSsETEE
M, Lambda—pUCmix Marker 1 pMIERERELS Mun
| BBl 4 2 pMIEERAE Koo | 8B~ 3
pMURE RALE Nhe | /Sal | WEY=H 4 pMI&E
FRHIEE Miu [ /Sal | SUBEEIF=4 5 pMI & FERES Nhe
[ AMlu [ REETI& M. pUCI9DNAMsp [ Marker

My I 2 3 4 5 My

Bo PMIERANPCRETH

M Lambde—p UC mix Marker | L pMI #R & BRI D

BL,PLE P ASIMRMI PCR = 2 Bl pMIBRESREeESNE
L, P3F0 P BB PCR S 3 B pMI S RE R E

.01 50 P2 438 PCR =4 4 BRI pCl -
neo M AEE) 5 REVLEKZTAHR 6
pUCIYDNAMNsp | Marker
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2
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Bi;pML HZHFRALZ Nhe I 1 Mlu [ XUBY] f5, B
KA L 300bp 1 5. 4kb B B, JR AL pCl — neo
Nhe I il Mlu T XUE§E] )5, X 5. 4kb Bt 4#R
A 3,

(2)PCR %5 : L P1.P2 5|4, pML AL A
B &Y 1% 4129 300bp FI7P=4, M LA pCI — neo [FbL
SAREAR B4 BRVE X BB D R 7 XA /K 25 X IR YR RE Y
AR =Y, W 4,

(3)DNA F5 43t 2. LR EA R EH
pML fFk: Nhe I 1 Mlu I B V)67 5 2 18] 9 0 2 )7
FISATIIRE 45 R 5T AL BT E H3TRv #
i mtb 8.4 ZEFEMN 45bp X F P52 &MFSY, %
B pML E4H R WE R,

2.2.2 mth8.4/h IL12 EHEAE B (pMI) B K
5E :

()RR HI AT B HEALE E . pMI #iR8 RALE
Mun [ Y5, B K AT WL 1920bp H1 5. 4kb B H EX;
% Kpn I B8Y1Ja, 7T WL 1510bp F01 5. 8kb W i Bt &
Nhe I #1 Sal T X E§Y] /5, 7T WL 1923bp f1 5. 4kb B
FEGZ Mlul 1 Sal [ B Ja , Bk WT WL 1614bp
5. 7kb B BL; 2 Nhe I #1 Mlu I SUE§YI G, ik
u] I, 300bp A1 7kb B H B, WA S5,

(2)PCR %52 : UL P1.P4 2514, pMI & ks
B ED 2 1. 9kb 8975 ¥, B mth 8. 4/
hIL12 # & 3 HE M L pCI — neo FkL AR i BH 1
of BN K B W 7k 25 % RS BB 386 by AL R P 400 5
LI P3.P4 A514), pMI # & R AR E Y3 444
1.6kb BI7=4, Bl hIL — 12 3 5; L4 PL.P2 %314,
pMI # & RN AEAR &Y 34 5 29 300bp #97=4, BY
mth 8.4 — linker ZEH, WHE 6,

2.4 WMAEEE

¥R A pMI B # A b Nhe I 1
Sal I BV S Z RIREF I, SR 5 NGB
FFE H37Rv #:#9 mtb 8. 4534 & A IL — 12 (Gen-
Bank &% 5 AF180562 fll AF180563) i 3 B v 3
T4 MR, & Z M43 45bp Bk, £8 pMI #
BEERETRHERD .

3 it i
BT 254> AP )12 % 4% \HIV/AIDS ¥

KERTMADRSFRE, FH5ZR AR B
AIEERPER T E AL TA R, 58 T  Eirtta8

mAKES, AMREEIF RN ERH BIFRE
FPNRNESE AR BN H—REE.

Mitb 8. 47 7 NG BAT# H37Rv BRIE SR I8
W(CF)P4ibrBd—M s FEEATE, &
FHABAEAAFESFY)HFEH 8. 4kD M
154 . EH Mtb 8.4(rMtb 8.4) fEi% F R P IEA K
B RN ; FE A R K B IgGl 1 [gG2a; BEE T
C5S7BL/6 /MR =58 ZIH Mth 8. 4 ¥ R4 Thl &
M S SR, 4300 7K B TFN — v, 7= A X ik g
MMA EEBEESI WA E T T 0K (CTL) , B
G B RE AN P A B B, R/ D RIR B B 4
BAFE T . M Mitb 8. 4 6% RS BAT RS
B BAL R Al P 24 W] R U 3] Mib8. 4 I RR R
CTL, X 5HESEHE R G EETIRI Ag8SAH
FTANIR] , &5 BT B TR e L Ay e A0 i b T 3 A 3
Ag85A FeRtE CTL, @3 &/ A, Mib8. 4
BT I 5 BCG S tH SR 77K F, HS ESAT
—6.MPT64 . MPT63 #1 KatG MU DNA R B &
GBI = M R R PUKE MR, B R ZUEAERK
RIFFR T S, 7T S8 B A S5 4% DNA 5 i i e 3L
JR A A T B R B B 4, T A5 TS

HAMM 4 F 12 (interleukin — 12, IL — 12) X 4
40 Hg Bk B2 40 B AR #4 B F (cytotoxic lymphocyte
maturation factor, CLMF), 8% B 2R 2 4 40 e R & A
T (natural killer cell stimulation factor, NKSF) , &—
FhorF 820 75KD R B, 1 40kD F 35kD B4
WHEHABRMFE _RIE, BHETZHRERN, 7T{2
ARG T 40 iy B 3458 B R e A R
MMEFIHUHR IFN - v M50 E SRR
WENYE T 4HE(Th) 4 Thl BAME), Kim %804
BAERIL- 12 #ZEMENSEE HIV -1 HiRE
B B SRR & it/ DR, KB/ DR R CTL R
BRI, BAEMRENDS,IL- 12 FEAA M6
A HAERFE R B ER Thl BN, B
I 1L - 12 AR RSB w RN .

iR — Mtb 8. 4DNA £ 1 I S Be (R 3k
AR S BOT R ol A I B R E
FA# Mth 8.4 F1 hIL — 12 4B R —F Rk
(Gly,Ser); | —&, #7HEEH, B mb
8.4/h IL12 & Bk, X P E LRt T B M=
F] FIE %KM, BE{8 meb 8.4 fl hIL— 12 REHTFHE,
L RBRAFBERNERSF AM(TH#E 587 )
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Kl E &Y, (ERRE SRR S T8 N RS 3
. YA MMRAEA 8 M 18 FETER, =F 2K
LEA BRI, X Trophinin Z5 M 4 F#— 2
RITIREBF 50K A Bh T8 R BE L& RV B R R A Z
Pl
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