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Abstract: Objective To express rattus His-AMPKa1®" truncated fusion protein in E. coli, the expressed product for its bioactivity
were purified and analyzed. Methods The truncated AMPKal gene was amplified by RT-PCR and inserted into prokaryotic expression vec-
tor PET28a( + ). The constructed recombinant plasmid YH2/PET28a( + ) was transformed to DH5« E. coli for expression under induction of
IPTG. The expressed His-AMPKa1*' fusion protein was purified by Ni** -NTA Agarose affinity chromatography and identified for reactogenic-
ity. Results The DNA sequence of amplified truncated AMPKal gene was consistent with that reported in GenBank. Recombinant plasmid

YH2/PET28a( + ) was constructed correctly. The expressed recombinant protein,with a relative molecular mass of about 38kd , showed good

312

reactogenicity. Conclusion The His-AMPKal
laid a foundation of further study on the function of AMPK.

truncated fusion protein was successfully constructed and purified with bioactivity, which
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1.1 ##

S EUEL BUSAC O LA i 5 Tripure isolation reagent (TIR) ;Tr-
izol RNA; ReverTra Ace-a-TM-RT-PCR Kit ( TOYOBO ) ; DNA
Marker DI1.2000 ( TaKara ) ; Taq DNA 2 & [iff ( MBI Fermentas ) ;
DNA 810 i 7 45 (TIANGEN ) ; J B/ B 00 £  Asyeen)
AMPK-apan Hi {4, B2 1, AMPK-o 14 ( Upstate ) ; PCR 1% ( ABI
PCR System 2700) ; 2 38 I 25 0o HL ( Beckman ) ; 5 H2 A5 43 H
AYi(BioRad) ., Anti-His Antibody I [ RARAALFHE (JLAT)
ARAT ;s 5N E-B-D-B AP FUBEH (IPTG) S — i J5 Bl i
(DDT) g A BBI A7,

1.2 &%

1201 JooRokg g Fin i 1 2Rk A6 AMPKaol JE R4 1 B
Az Wistar RELL AL, 0. 125% JRE A BEHL &, EAE
15% /N IILTE ) DMEM 55 37 B& i 15 5% Lo, ) 26 3 0 e 7
B AR LA I A S-IR B EUR BERE 0. 11 mmol/L LA
RO WLANEIGHT . K7 48 h SIS, Trizol 1557 4 M4 M
¥ RNA, DIH KA AR, #% ReverTra Ace-a-TM-RT-PCR Kit & |
B VLA AT 22 SR G A cDNA L LAA ) eDNA AR,
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cDNA 25— AR, #£ 4T PCR ¥ 344843 1 011 bp [ prkaal
(R AMPKal JE[H) KR BB . 512 ARYE prkaal K BE 3k
HF5 BTt 519 P s 3k 1, RN 494 CAEPES
min, 2R J5 I PCR ¥ :94 °C 60 s—55 °C 60 s—72 C 60 s, 3k
35 MG, 72 CIHEE 10 min ,4 C{E7E, PCR ¥ /=42
1. 2% By R WHGE I L UK 55 76 o

x1 s|9F5
HH SEREERS JFHI(53) TR
prkaal F:5’ -ATGGCCGAGAAGCAGAAG-3’
NM_019142 1011
(AMPKal) R:5’-GGCTTCGTTCATTATTCTCC-3’
£:5” -CATGAGAAGTATGACAACAGCCT-3’
GAPDH NM_017008 1011
1:5" -AGTCCTTCCACGATACCAAAGT-3’
F2:5” GGG GGATCCATGGCCGAGAAGCAGAAG-3’
e prkaal  NML_019142 (FRIZky BamH T BEDINLR) 936
(AMPKal) R2:5’-A GAATTCTTAGTACAGGCAGCTGAGG-3’

CFRIZ:H Hind I AL 0245

H A A5 ] Y 5 B - D prkaal 936 H i1 56 K 7 Be iy 47 44
PCR 4784 prkaal 936 [ {9 3£ P8 195 4 42 fL 455 priaal 936 3£
FP3 BATI, IRE i BOR o A R % T, R BoZe G i
G390 F BamH 1 F1 EcoR I BEUIML AL, SIF A AR 1, 974
HBR/NA 936 bpo SR S5 :94 CARME S min, SR )5 TT 4R
PCR {§2£ :94 °C 60 s—55 C 60 s—72 °C 60 s,3L35 PMEIR, 72
CHE 10 min 4 CLRAF, DNA HIIKWERAE . QY nfs v
BOTEHE T #ATFI o YIRS, A IRDCia 0] & 13 1 . JF
%42 T-vector, [ F=H) 4.5 ul, T-vector 0. 5 pl, Solution [ 5
pl,4 CHI i, B YA DHSoE. coli, ¥ LB (Kan Hith)
B ,37 Cib . PRIEAATE V% , 3 T 3 mL LB (Kan $T1%) 4
i dlh 37 CHRRII R . T/ BORLI AR & 42 IUBORE, 7351
FH Hind I A0 Xba T XCEFY) A1 BamH T 1 EcoR T MY, 1% B

OB P DRAGLI , i SR PR IE R o S5 YH2,

H AR ORI R K YH2 OB AT PET28a( + ) 2351
BamH [ 1 EcoR 1 XUAFY] , 43 7 B BEDI A B, S5 RE A& 2 - YH2
B =4 4.5 wl,PET28a( + ) Bl =4 0.5 wl,Solution 15 pl,
4 CHW . EH YA DHSAE. coli, ¥ LB (Kan $iiPE) ¥4,
37 Cid o PRHCRAFYE 4% T 3 mL LB(Kan $i1% ) MR 57
Berfr, 37 CHRIRE B, TN UKL ) & 52 RUSORL, 4330 1
Hind [T F1 Xba [ XA F1 BamH 1 F1 EcoR T XY, 1% B gk
R VKA, BT $ Bk IE A . 4’5 YH2/PET28a( +)

B R 75 5 328 5 A B 100 pl YH2/PET28a( + )
IR T 4 mL LB(Kan HU0E) AR 775,37 CRERKE R 2
0D600 7£ 0.6 ~ 0.8, i A IPTG i#5'5 3 h, 43 HIBE SR AE S
J5 B RAE SDS-PAGE 65
1.2.2  AMPKal*" 25 (4L B Y prkaal FRIKTH
B 200 wl #:fd LB £232%E 800 ml.,37 °C,250 r/min 3.0, 3 1%
g% i 28 IPTG E e E 1 mmol/L, 4k Z2155% 4 h, 5 000
r/min.0 15 min, BOWCEE R A, 15 mL PBS 2% i o 8 1K
TUKH A R B A S L 12 000 o/min &0 1S min, 5354 |

H MU . B E—FBRIE M TTIE, /332 4 8 mol/L JRE
7,12 000 r/min &0 15 min, BOH F 35 & B IKEE M. 5
S EE— BB e RFE) I8 4/ B3 Gie b B3 )
O3 £ P KR o HL KRR R AT 10% TR T s TBE U U5 JRE H Tk
(SDS-PAGE) . #4I03EH 3 mL 8 mol/L bR ZE it I, it B2 BB
TEEEREAT: 50 mmol/ L BRI 5 Y B 4% , 300 mmol/L WK M 75 ¥ 0k
R IEUR SR 24k 25 1 prkaal , T 10% SDS-PAGE & I 2 [ 4l B
1.2.3  FEHIEE M Western blot %5 BaifbmEAEA
17 10% SDS-PAGE J5 , R > T ik % Ep & PVDF J [, A
5% RSB 1 h Ll AMPK-pan o $ifA&(1: 1 500 Fi#%),
37 °C W% 2 h, B4 HRP BRICHOEST R TG (1510 000 Ff) H
ZHLEE 1 h YRS FRER R B

2 H#R

2.1 BeARGKA

TE prkaal K F B[R RT-PCR ¥ 3 1 34 6ili 1 A HL prkaal -
936 HE Bt DNA LK ILER %22 : B 10 wl PCR P=¥)7E 1%
BRI W EE I P FL Yk, i DL2000 Marker {4 DNA 43 F 1 b 1fi
W Rt HANBEHY L MEEIE B . 255 WL 936 bp i
PRS2 (B 1), 50 B 3EE RN & .

2.2 EU A REE S R BRI E W B AT

4 PCR 7= ¥y M3 3% 3 & PET28a( + ) 43 5| ] BamH [ F1
EcoR T YUY, 4251, 3% 427 W) b DHS Q. coli, HEHLHL
ATTE  F/INE R SR BUTOR:, #5104 51 [ ) R 1
433 Hind I F# Xba [ XUEEY) 1 BamH [ 1 EcoR [ XU ],
1% TR e VR DU, BT 42 R IE TR (1B 2) o BH Pk i pE 3% In-
vitrogen A= W4 ARA BRAA F] (L6 ) P, 25 SRESE B 34 1) pr-
kaal BEH 51 56 42 1E 4, 55 GenBank $#E FE R 791 58 & —
I TR AR B, K ZEA TR A4 5 YH2/PET28a
(+)o
2.3 BWEGNFFERERAN

AGF L) ) prkaal Fe3K PRARE S FE T B TE . B 100 pul
YH2/PET28a( + ) Wik #% T 4 mL LB (Kan $iuPk) 4 Bs 37 3%
1,37 CHRIREFEE 0D600 76 0.6 ~0. 8, JIA IPTG 5 3 h,
W TTEE , 730 1 2 4.8 mol/L JRZ ik SDS-PAGE &l
L5 L prkaal JE IS B A5k 0K, IF HORER /- T 8
mol/LFRZ (& 3a) o H45UTIEH 3 mL 8 mol/L R E 5 , il 48
BN S A, 50 mmol/L BR IS Pk 4%, 300 mmol/ L W 1 75
W VeI AR 4 fL 25 1 prkaal 4T 10% SDS-PAGE 5 I & (1 4fi
BB 5E R R N 3b,

2.4 F4EK G4 Western blot X&

Western blot 4317 i 7~ , 41k 09 T 41 8 A 1T 5 R bt KR
AMPK-apan B {45525 6 FEARN 431 i 29 38 kD Abw] ULAA
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