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vector of MTb esat6 gene
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[Abstract]
esat6 gene was amplified by PCR, then cloned into pQE30 plasmid, sequenced and then cloned into pET32a( + ) plasmid. Thus two

Objective : To construct prokaryotic expression vector carrying esat6 gene and express in E. coli. Methads: The MTh

kinds of prokaryotic expression veclors were constructed. Results: After being transformed into the E. coli and inducted with ImM
IPTG, no protein was expressed in the pQE30 — ESAT6 system, but a recombinant protein, about 19 kla, was expressed in the
pET32a( + ) — ESAT6 system. In the presence of ImM IPTG for 4h., the protein was expressed to the maximum. The protein existed
in cytoplasm in soluble form and represented 42% total protein of E. coli. It's antigenicity was confirmed by Western blotting. The
protein was purified through the Ni = NTA resin and the purity reached 92% . Conclusion: The prokaryotic expression vector
(pET32a( + ) —ESAT6) was constructed successfully,and the rESAT6 was obtained, providing an experimental basis for application
of rESAT6.
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B EE I, AR FGHREUAT IR MTb DNA.
1.2.2 esatb HFER I8 BWit—3514 (5555051 A
BamH 1 # Hind I 8 ¥J i %) : 5" — ccggatee — atgaca-
gagcageagtg — 35 - ccaagctt — ctatgcgaacatcccagtga — 3.
L4 H37Rv DNA A#4R , A pluDNA B 5851 1% 288bp esat6
HE A B, b1 &4 2. 95T 180s. 95T 30s, 57T 30s,72T
305.727C 300s, 3£ 30 MEFR.
1.2.3 F pQE30 — ESAT6 FUki a2
1.2.3.1 HEKABEMHE R pQE30 Bk, i BamH
1# Hind MAEWEGY]. B 30p(2pg) Bk, 20U BamH T |
20U Hind T .44 10 X buffer . 2l 225 F /K A 40p] 5 L &
R, E 37TCIKIB RN 4h, 1% BRRE W BE B i 1K 5 B2 BT i 4 14
3400bp KHEX.
1.2.3.2 esat6 ZEFMHI % B ENMY esat6 F[H PCR 74
288bp B, B BamH 1 # Hind M V& XUEG YT, FH 525 7= 47 (=]
WK LRSI IR A 4 o B G 2 B3 A FE RS o 0 B Y
E3
1.2.3.3 #EHEMEFEL B LR 8ul(0. 8ug)esatd HF A B
M2pl (0. lpg) MIAKF B, 5 10ul ZEAA IRAIGE
16C ##% 1h, REF LKl &1 Topl0 BZARHE, HE
100pg/ml Amp B9 LB BRE SR EEH T
1.2.4 4 pQE30 — ESAT6 ki i % &
1.2.4.1 MYI%E W BamH 1M Hind M % pQE30 —
ESAT6 B4 BURHE T B Y] € , R W 2 k[E 1.2.3. 1.
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HREREEFESMNE , B KEEED A E TR
1.2.5 WM pET32a( + ) — ESAT6 Fk:
1.2.5.1 HHMERMHE HMWFEHANEH pQE30 -
ESAT6 ki Topl0 B & 100pug/ml Amp By LB ¥ E 31T
YEEE ARERUBORL, B BamH 1 . Hind T 3 HAE AUEE Y, 1% 35
SR B A PR 1K B BT 288bp esat B /S F Bk .
1.2.5.2 pET32a( + )R E K KA BHE A BanH
1 Hind M 3LEEY] pET32a( + ) UKL, B FIR 5900bp &k 2
(N
1.2.5.3 #&5%k R1.2.3.3.
1.2.5.4 WEsY % E pET32a( +) - ESA6 ik [ 1.2,
4.1,
1.2.6 esat6 EEMIESERE HEH pQE30 - ESAT6 &
K pET32a( + ) — ESAT6 ki 43 5l ¥% fk DH5a #1 BL21
(DE3)#, 4 51 F & 100pg/ml Amp + 25pg/ml K15 £
100pg/ml Amp 1) LB FRETFERMIEE, RAREHFHE
T 3TCHFE Agpy = 0.6 ZHB, A HE X 1mmol/L
B TPTG 1% 1 ~4h, ISEH .
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ST RBE.
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FUILYE . SDS - PAGE 437 rESAT6 Rk &
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Ay ALA TS JE 80§ lambda 1, 58 %2 1EF R 5]
V)il E B TR F 51, esat6 FEF CDS 5 GenBank
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Z
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Immol/L IPTG #% | ~4h J5 ,SDS— PAGE A WL4%
REFETYH ,FERINEABARSIEREY . B8R
EgamERH REEALSHEKLEAN 2%, &
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WEEAHEF(E 1),
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H(ES5).
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LA TREEARREE 2. pET32a( +) — ESAT6 BL21 B
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303 i

ESAT6 H MTb RD; fii &i I #7 esat6 % [H
(288bp) i fd, & 95 N HER. KB FEN
9904 Da, f SDS — PAGE 1§ K #& ESAT6 WL
RGHT8 N 6kDa LR ETHL U, ESAT6
FEE MTb F15£15, Frf BCG T4k FIIE BUR 41 AL
FHiAFEE, ESATe B4 T 400 B 408 &
B & BBHUR R (DTH) A3, B G R BE R
A E B AL A 0 ) S VB D B R R R
Kt ESAT6 A B Kl MTb iR
B, KRB REERX 4 MTh H SRR Y BCG #5 LA
B AEBUR M 7 RO B R a7 LA

TR EPRRIMREEAAPMIERX, BHE
MABEAMASBEAS . pQE30 k2 —
g & FAH A, KPR ESMNEEBMN N 5 Al %
6 MM, FIFH Ni - NTA B g el LR 77
ErE MR EAMNAEE A B 28 K. pQE30
kLAl & #6358 ESAT6 XHEM/MNY FREHR, R
BN FH LM, At FRE&= 08/, Kk
FEYIARE A S A AN E S TR, N,
A58 & 20 pQE30 — ESAT6 K WL B i 5k 4,
pET32a( + ) BURLE— il & 3k Bkl , AR SRR T
RERSZESMER A N mdafid 6 M AR A, 1L hE
B4R EL B 04 JH T B8 ( Thioredoxin, Trx) 5 #MEE
HElE #ik, ESAT6 5 Trx IR & Fis AR &
THEEFERENE. AR TEAEAN T &
K, 7E SDS — PAGE it B A 5 %K w . SMNEE
H 5 Trx Z 8134 H A 1 800G A i & 0 R0 fr 82
AL BT Trx, f§ rESAT6 MM R R iGH 5
KR ESATO Bigii, AMAREN TR KB KES
SHEE ARG TR rESAT6 M7k, BIF & UL tE-
SAT6 NFEFHER MTb 242 Wi 7 (ELISA ik
AR UK B T SRR
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