o 2876 - E AR I E ¥ 407 2018 48 12 A 4 39 %4 23 #] Int ] Lab Med,December 2018, Vol. 39, No. 23

W - BRHRE
SCHEBHEKE N-CHEEER BR 2 RUBERNEEERE

kAR R B ATRE RS A B KA
(1. THRIPABRIFERFRE. I Fik 31510052, it ESH S5 E83%K, 3 7k 315100

i E.HHN SN2 FEeHHRE N-CBHERK6-FR 2 F M A R (APE)# AT o K2 5 2k, H
HRRADHA R T RBEAZTIRIE, AE RARSGB#ZAR L (PCROY % APE AR . ¥y =i 5 R
MAK B pET-32a(+) %4 M AKX APEW TAM L . FZAREAELIBAFRA TGl AFRRA L, 4
PCR. R By % J6 Ao R ik 15 £ K AFH BL21(DE3) . st 6 L i it 1T 4 S BT+ A B M- &
WL R B IR vk R ME T KA EAK pET-32a(+)-APE, £ 37 'C &5 @ & -3-D s ¥ JUE 5 3% 5 0 3117
RELVRANEGRAMS S TFREH 45.2X10°, it APE AR RF ABIN R X RENFKTT R,

XERNEHRA . 2% E; HUBEKRERR; AB.AM; ARERE; N-UBHEBEKE-G-BR 2-FHEE

DOI:10. 3969/j. issn. 1673-4130. 2018. 23. 008 FEESEER378.1+1

NEHS:1673-4130(2018)23-2876-03 XEkFRIRED : A

The cloning and expression of N-acetylmannosamine-6-phosphate 2-epimerase gene from Staphylococcus aureus”
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Abstract: Objective  To clone, identify, and express the N-acetylmannosamine-6-phosphate 2-epimerase
(APE) gene from Staphylococcus aureus in order to provide reference data for the design of new antibacterial
drugs. Methods

inserted into pET-32a(+) ,transformed into Escherichia coli TG1,and plasmid DNA was extracted,and diges-

APE gene was amplified with polymerase chain reaction (PCR) from Staphylococcus aureus,

ted with restriction endonucleases. The right insertion was retransformed into E. coli BLL.21 (DE3). The cul-
tures were loaded onto SDS-PAGE. Results

expressed in the presence of isopropyl-beta-D galactosyl thioglycoside at 37 C, The relative molecular mass of

The expression vector pET-32a(+) -APE was constructed and

the expressed protein was 45. 2X10°. Conclusion The APE gene was successfully cloned into the expression

plasmid and obtained the expression.
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acetylmannosamine-6-phosphate 2-epimerase
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1.3 U8 EMHEKR VITEK 2 Compact 4 [ 3
YA TR % E U BT R 52 55 [ Bio-Rad 7K OF #1 2R H
g,k ## . Bio-Rad PowerPac Basic H 3k 1% . ¥ E Ther-
mo Px2 PCR 4" 3§ 4% . 75 i+ 4 A1 %2 48 24 w] SW-CJ-IF
AW AR L ST T AR AR ZF-20D AR X5 Ah )
P .25 E Wealtec Dolphin-Doc plus %8B 812 2 #7
ARG LI KRG HAEFEAMNAT THZ-98 1H iR #%
K i [E Heraeus Biofuge stratos & 2\ = 3 ¥ % & O
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1.4 Jii:

141 BORMHI&E 48 EMHABKE ATCC 25923
5 1 TRl P A F52 R T A T TR & e TR A T R
TR 37 “CHE SR 24~48 h (L 48 2 WK 5 PRECR A
W EAi R R 2 H sl 4R 28 2B i R 50
Y E N AP PR BGE AR IR YA 5 mL LB ik
Wi, 220 v/min 37 CIRFELK . #H = KAH
FEPIZ] DNA /i il 4 3500 6 Ud B A5 #04  3R A5 B 1A
21 DNA,

1.4.2 Bl¥Yiit #H4E GenBank (JF 515 CP009361)
oA A AR N- B H 20 -6 R 2- 4 Il
FEH (APE) 781, ok FH A 9 3 44 Premier 5. 0 B it 4
SAESI Y, N T 0 e ke L E LR ES 8 5 0 43
] A BamH [ (GGATCC) #l Hind [ (AAGCTT) [iff
YIfi f5. Bl FE % APE F.5-CGC GGA TCC
ATG TTA CCA CAT GGA TTA ATA GTA TCT-
3" APE R.5-CCC AAG CTT TTA ATC TTC CAT
AAT TTG AAC AAA ACG-3',

1.4.3 HMEREEY R D4 w5 % ek 5 W4l
DNA i, I Br i i 19 1E 10 51 9 F1 s 1] 51 9 9 3
APE JEH . AR 50 pL, 5 %45 200 nmol/L,
i 400 ng,2X PCR Master Mix 25 pL, 94 °C A8 4
5 min, SR 54 94 °C 30 s.50 °C 30 s.72 °C 60 s fi#
30 K .dxJ5 72 ‘CHEMP 7 min, JZHLE 10 g/L B b
B8 I HL VK I AE 22 AMAT R PR ORI S H A R B BE I
F 5 = K DNA B 8]0 551 & 150 B 45 #84 [l i, 15
FH R .

1.4.4 HMEHEWwE HERSE K pET-32a
()5 Y) . P S BER b 6+ 1 IRA)L7E 22.5
C .4 T4 DNA FEHEFER 1 h, IF A2 B R IG T
W TG, ¥ bR T 100 pg/mL AR HFHERN
LB 3fg 10, 37 “C R 3= ab . P IR AN T % L 45 A
T 100 pg /mL Z N ER R LB WAL SR, 37
CHFE R . H 3 2 R ORI 1 b 2 380500 & 48 BT
% DNA, 317 BamH [ #1 Hind [l XS ¥ 4 #7 1
PCR %5,
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J5 1 pET-32a(+)-APE FBuhi #4742 B, $4 16 L iR W
Fk BL21(DE3) . K54k iy BL21(DE3) K i #1  £2 Ff
T 5 mL LB k55735, DL pET-32a(+H)/E b B 1

XFHRL37 CHRG R FR 0 . K H B Z B DL 1% Lo Bl
AT LB R B SR e rh . 37 "CH 3 & OD600 fH
0. 6~0. 8, Ml 57 N FE-p-D B A F FLBEHF (IPTG) L
WS 1 mmol/L,37 ‘CHRZ IR H5 57 4 h. 43 5| LS &
5 283K TR B HL X B TR #E 1T SDS-PAGE 43 17
% s i R250 Jeta Jf i 6 )5 AR 45 21 .
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7 : 1. DNA Ladder Marker; 2. pET-32a(+) (BamH [ /Hind [[);
3. pET-32a(+)-APE(BamH [ /Hind[ll) ;4. APE 3Ky PCR ;=4
E 2 BEARMN pET-32a( + )-APE g1 £ EE

2.3 SDS-PAGE 4+#7 pET-32a(+)-APE # 1L 1
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FTAR R 43 i Ry 45. 2 X 10°, 5 R /h—3%., H
B2 IR R E AR 53%. 1 & %5 Bk pET-
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k. LA 3,
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