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[# ZE]a & WEEE BB (Mycobacterium tuberculosis, MTB )& i {2 F A(Resuscitation—promoting factor, ARpfA )
IR SRR TR, HERAT B thR I Mgl & . RAR GBS (PCR)TENG A BHTE H37TRy ZHE 4 DNA i 1
i RpfA 2 (1 224bp), RE XA VIEBIEALSS , 5 ABEHEILE) pET32a a (+) BIKER, % AKMATHE Topl0; FHMERZREM
BBUIAN DNA WFF4E . WP IEM)S H EA N B B RATE BL21 B, 2 IPTG %, 1 T7 58I FR#ERE T RpfA &
B ; I His—tag in—gel Stain X RIXEAHTEE  BAX HHOEQMTHL & R IS E YT R BN SELSEM
7, WP R S R RIE —3 . 4 SDS-PAGE 4} #l His—tag in—gel Stain $EHKH 66ku MbA R RMEEARMN . 46 MR
REJFHE T RpfA ZEE A1 %K A AL pET32 a (+)-RpfA, H3R18 T RAENEBEHE L, AUENRARREE T &t

[ X817 MM BFF B 5 RpfA ; Sl s R 1K 44k
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Expression,identification and purification of the resuscitation—promoting

factor A of mycobacterium tuberculosis
XU Lei,et al
(Department of Biopathogy,College of Basic Medicine ,Chongqing Medical University)

[ Abstract] Objective:To construct the Resuscitation—promoting factor A(RpfA) expression plasmid of Mycobacterium tuberculosis,
and express and purify it in E.coli. Methods:RpfAgene of Mycobacterium tuberculosis was amplified with PCR method from the
H37Rv,cloned into pET32a(+) vector,and then transformed into E. coli Topl0. After identifying by restriction digestion and
DNA sequencing,the constructed recombinant plasmid was transformed into E.coli BL21,and expressed the recombinant protein
under the control initiated by T7 after induction with IPTG.The target protein was identified by His—tag in-gel Stain and
purified by using affinity chromatograghy. Results:The size of the RpfA gene digested by restricted enzymes accorded with the
theoretical size and the DNA sequence with the reported one in literatures. 66ku protein was found by SDS-PAGE and
His—tag in—gel Stain. Conclusion:The recombinant expression plasmid pET32a(+)-RpfA was successfully cloned and constructed,
and the recombinant protein with high purity was obteined; which laid the basis for further study.
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1.1 #M#
1.1.1 AN SEHK SR AR H37R KA E
Top10 BEFN BL21 ¥k . B FR pET32a(+) B A ALK ER
o
1.12 FERA TaqPlus DNA B-48 T4 DNA HiEME.
FREIE N VIBE BamH 1 1 Hindl W H TAKARA AF; &
sratifbimiRidm g, BEIRH PCR F=P4ifbiXRlEsm A
HESEEYA . BINEBR - B -D- RELEET (IPTG ) h
Sigma YFIF=5 . PCR 51¥9F 5 H LiBEY TEARIE R,
BN B RREAFHIE R LEEY TRAR TR,
His—tag in—gel Stain 1 BenchMark His—tagged Protein Stan-
dard I 5 invitrogen NGB
12 F#k
1.2.1 589iEit R4E Rpfa #FE K cDS FHigit—xt
1% IR I ABYILE . 51 FEFIIT NS YL
J=F

L #51%(P1):5"~ATAGGATCCATGAGTGGACGCCACC
-3’5l A BamH | BBV,

TW518(P2):5-GCCAAGCTTTCAGCCGATGACGTACG
- 3’5|A Hindll YIS,

P1,P2 M AR HERRAL
1.22 SHAEATEEFEM DNA (R BUCBABHTH#
H37Rv BRIEF T RS8P 37 CHFE 4 B, BOGERERY
FEET 50n] AR P ET 55CKIE 10min (FEAR K K
i HE.OCREE, AR - SR, DK CBE, BT
20l k&R
1.2.3 RpfA EEMFERFAFRAOBE UEEIEF
B H37Rv ZEEIZ] DNA SRR, 52 LT R S 7k & AR Pt AT
PCR, RALEMAFR 50w 1, & ddH,0 38.0.1,10 x buffer 501,
dNTPs 4011, DNA 4% 0.5 w1, 357 15 3% 1.0 1, Tag-
Plus &5 05 w1, A 5+f4:94°C Smin FAE;94°C 60s,57°C 60s,
72°C 150s, &% 36 1R ; T2CTREEM 10min, I 5wl
Bk, MR T ML R . PCR ZHEWS 4 BamH 1 F1
Hind 1 XUEEY] , LA 0.89% J7 6 1 5% 5 v, Tk e T 465 28 3 e [ i
DNA KF Bk, [F#E, ki pET32a(+) %2 BamH | #1 Hingll
KB, 0.8% SR HE SIS B3 1K JE S [RIICR B, RIS A R )
FEARUTIRR ) HAITEER N :RpfA DNA KA B 8ul,
pET32a (+) DNA KH B 2 w1, %% buffer(Solution I )10 1,
16 CHEEIR .
124 FHAFKNMEE HESYEHE Toplo 5, Piks
BB BRI BN, 3 R R PCR FHL bk %5 ; PR
FEEA BamH 1 71 Hind I AEFYIELALBURL, LABTASHEEEL
HLPKA I 45 7 ; B /5 1T DNA W F 447 .
125 HAFKKEE BRFEROEHARNELXE
FFE BL21 #krb BRER 4 DRI FERE S IEERN T 2ml BEYH

B RN LB BB, 37 CIRG SR, 4 31H 100 1 B NE
A 2ml SR EEE LN LB EFE P 3TCIRGEFR 2~
3h, BINA PTG (EHA MW E H 2mmol/L, # R 4h, #H1T 12%
SDS-PAGE , % i3 22 Ju 6, JFif i e 2 ARl & Hak
RE,

126 FEFYHEE FRIRAFEABSEAERAERRE
#1T SDS-PAGE, #1352 BUS /NG BU BE B, B 200ml %8 ¢
5 W R B R RS2 1h; SRS PR SR YRR EER 2 R, T
JHi His—tag in—gel Stain §%5 1h, 1] 20mmol/L. pH7.8 BYHE
FRERZE MRS DERCIE 2 R, TS P B & A PR AR LAY S SR
FHCRERR.

127 EAEAXRFERNMT BB RAFEAR
B Fk 3R U R 1A, LA 3ml/g IR B L0 AR S 28 rhil
B, 36955 FE 09 S 75 VK R B (T 28 360W, SB[
30min, FoA AR FE T 3s, (BB 3s), B0 J5 4 BUIREE LR
FLTEBIEIRIA) , L SDS-PAGE 4 EHE R ATE R,
1.2.8 A RpfA EAKAME ¥ LAKSHFNEREES
FE&Em¥ A (0.5mol/. NaCl,20mmol/I. Tris—cl, Smmol/L B
i, 8mol/L FR & ,pH7.9) 5, VKA HEHE th, (LRI E 26
4%C,10 000r/min B.C» 10min J&7 , %% b7 i A B FI B 75 28 wh
LB Ni-NTA agarose H I, 8R/5 431 F 10 HEfF A
BYZE oK A,6 £+ 7K B B 22 W (0.5mol/L. NaCl,20mmol/L
Tris—cl,60mmol/L BKM 8mol/L FRE ,pH7.9),6 {5 A&
Wik C(0.5mol/LNaCl, 20mmol/L. Tris—cl, Immol/L Bk , 8mol/L
RE,pH7.9)% H B OHITERMN , 425 U, BE 4 1.5ml,
BABEBER 1S, MUEER 2 x BH LHE buffer RS, &
# Smin J5 1T SDS-PAGE % K &H BNEANEESR
¥

129 RAFEAMEN REESBEREREHNFTE T
FEABBTHRE, B EHENEATELLIEF BRSNS,
TE 4CT R & 6mol/L . .4mol/L.. 2mol/L . 1mol/L FR Z B2
WRHATRE BT 4h, BT R EMEOHRBBE T -20CHK
o

2.1 PCR ¥¥>HmisE iR

T PCR 514, M5 BAF T H37Rv
F K20 DNA TR 38 1 RpfA 2 B ST H
BR/MEFF(E 1),
22 FHREREDY KGR LR

RpfA 2K 5 pET32a(+ )vector 3 /5 HIE 4 i
$ifn 4 pET32a(+)-RpfA. LU 4H Bk B 1T
PCR, 3 $k %k PHE 5L BB #E4T BamA 1 F Hing TN XUES
U1, Bk B Al & 2 HGE R pET32a-RpfA, AEFY]
JErEHE 1 224bp HIHER(E 2),
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