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Abstract : Objective To construct prokaryotic expression plasmid of metallothionein 2A (MT-2A) and induce the expression of
constructed plasmid in E. coli BL21(DE3). Methods The MT-2A ¢cDNA was amplified by PCR from skeletal muscle library and in-
serted into expression vector pET32a. The recombinant plasmid MT2A-pET32a, which could express the fusion protein of MT-2A,
was then transferred into E. coli BL21 (DE3). The target protein was identified using SDS-PAGE. Affinity chromatography was
used for protein purification. The immune reactivity of purified MT-2A was identified by Western blotting using anti-MT2A specific
antibody. Results A gene fragment of 186 bp was acquired by PCR,and the constructed recombinant plasmid MT2A-Pet32a was

confirmed by DNA sequencing. The expressed recombinant protein was with relative molecular weight of 29X 10°,and was identi-

fied to be target protein by Western blotting. Conclusion
and the fusion protein could be expressed in E. coli.
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4@ Wi 25 1 (metallothionein, MT) & 5. M\ 55 B v 3 5 1
Ko —HARM X4 TR A B AL E R, B IR AR,
RSEBRE T4 WEFAETEYROMAFNEA R,
WS H L P EEESA 4 F MT, B MT-1.MT-2.MT-3 I
MT-4, MT-2A J& MT-2 i —H A EY¥ThREMNEA
JREY, BRI R MT-2A ANUHAG B4 8 07 5 5 b A b2,
PR B E A LG P AT M E TR S 5 40
MOSEFE AT R L Rl MR Y K A R R AT 25 S A T, AR
WA T MT-2A R R BRI, HERBRAE PSSR
ik O HE— 2 oY H R B T Ak
1 MRE5H&E
1.1 % pET32a Fiki fl IM109 . BL21 B P ¥ B A % R 12 .
NBBNLAN ML cDNA CEE AD Jiki iy A i 41 #™ ; Tag
fiti \ T4 DNA jE$#:H .EcoR [ . Xho [ I DNA 2r T4ric ¥ A
TAKARA A+ s A4 THRIEY . PCR 7= ¥y 4l 1k iR 7] &% A
A T W) s His6 2 58 EHLIA N A Tiangen 24w ; His « Tag

recombinant;

The recombinant plasmid MT2A-pET32a was constructed successfully

Escherichia coli

il A 3 [ 24k 7] & A BugBuster Z4i# 7 W B Novagen 2\ 7 5
Hi. MT $ifkM 3 Santa Cruz 227 .

1.2 Fik

1.2.1 S5 R4 MT-2A J#31] (NM_005953. 2)
FH OLIGO # % it51 %1, L 51 % MT2A1 K. 5'-CCG
GAA TTC ATG GAT CCC AAC TGC TCC T-3',H 5' s34
EcoR T W VI A7 & s FF51 4 MT2A2 J.5-CCG CTC GAG
TCA GGC GCA GCA GCT GCA C-3', 3 5" s 414 Xho | Bl
sk . BlWH B TARA K.

1.2.2 MT-2A B9 35 %3k Fok MT2A-pET32a 14 i
ARS8 . B B LA cDNA SCE AD Jkz 3 38
MT-2A DNA Jy B, R i i & B R 50 pl, H gl 9
MT2A1,MT2A2 % 25 pmol,10 X PCR 2w 5 pL. Taq fiff
1 U.ANTP 44 (10 mmol/L)4 pL AD ik 1 ul, RIS
R .94 °C 5 min, 94 °C 30 .58 °C 30 s.72 °C 1 min,{F¥ 35
W72 °C 10 min, B 1 pL PCR =¥ 847 196 35 5 i vl
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VK485 BLUF 9 PCR 74 i PCR ik ik 7] &0 7 48 - Br 43
AT BN Aifk . PCR =45 pET32a # {443 3 28 47 S V) , Wil
PIF= 4y & gifh )5 7 T4 DNA EERF/ER T .16 CHEZEIR.
1.2.3 EAFRKMMEE DHEEZYHRAERBRAH
JMI109; BRHUER 5w BE T V8 T 5 mL & 20 % PG AR LB 5555, 37
C 15 35 1 B AR ORL s 42 R A5 R R AT B 4L TR PCR %658 o
PCR 45 5 5 U ARST 09 ok % BG4 TA R T 7 52 .
1.2.4 HWMEALKRBHIEZE BL21(DES) b ik I K 5E
PSS T8 TE ) 09 SR MT2A-pET32a % 4k K i ¥ A 1 BL21
(DE3) ; JRERHLTE B B V% T 10 mL & &% FE AR LB K5 323
37 CREFFABHERRILL 15 20 A F B A9 10 mL & &
POM M LB 55 389, X Ases 3 0.5 B IPTG &AW B 1
mmol/L,37 ‘CiES ik 4 h; E M %% 7 U0 IE ] BugBuster
2R E R, KPR RIS, ERIFE 10~20 min, 535
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TS 3% R O vR AT 40 o 2 6 R WOF & N Y His-bind
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1 Western blotting % 7F .
2 % 7
2.1 MT-2A BFAY K PCR =M% 1% T I5 4 e el vk
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2 1 Y0 BN BRI IS HL K L FE 100~ 250 bp 45 — I B 45717 - 54l A
FBRAN—8CE D, Wy 45 5%, 14500k 6 A7 3 5
GenBank At MT-2A £: A cDNA(NM_005953. 2) F %] —F .
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WL TN E O R A, K1 15 mL BRI . BE— P
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ANENE —EPAR RS - MT g2 b i —F. MT 3%
B A A E 7 A R AR T A R A L AR P Y
HGUE L S B i AE Ak . Woo S50 4R 38 #8 B BRI 2R B I
MM D MT & & He e BG 2 W AR 4 2 s MT
FEEAERTEN TP, Cherian 1l Apostolova'" I\ Sy 4l iy %
MT & 1 T 5 5 s T X B sk A 56 . 4% MT AT g B A i
P40 e DNA R; 1k 40 M T 1R AT, MT R T mife s &
AN HTIA T B = MT 23K B9 40 Cin MT 5 B i BRO X 2
i R A FRAIL A i 3 e L o P P 40 i 458 s 25 30 410
M TR PR T AT ST S 8L MT B B B4 AT 46 L o G
T AR H B2 . MIT 78 40 I R 20 I 3 2 TR i % 02
i 52 ) 240 i J] SU0 A 2 o 7 L R 0 5 T i R N v L R L RETE
ST A S G A0 M AZ i I 2 MTH . MT 43 F EIFARAE
TEEMLAE 5 o i MT [ 4% 56 3% 3 28 % 40 Mo R ik 4K 3 o (5 2L AL
WA MT-2A & MT-2 il — B A £ Y= D RE Y
AT AR AR R R S B A A A
. B Kayaalt 02 RIE MT-2A-5 A/G B0 8§ X 3
M2 250 D HH Y A K .
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*2 ZHEMNFME IL-6.1L-8 84 R (T+s)

21 31 1L-6(pg/mL) 1L-8(pg/mL)

X R AL 37.50+3.50 62.50+5. 43
R4 108. 7546, 354 250,006, 782
aysetil 67.5647.80% 85.00+7.86%
IRATUL 71.25+5.63%* 86.00+9.65%*
SRk 56.25+8.137*V 68.00+1.23%*V

AL ER A, P<T0. 0557 R R L, P<{0.05;* . 5%
e H# . P<<0.05; 7 . SR~ 41t #, P<<0. 05,

K] i
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FERIZE 13 ALTAST /K F i (P<C0. 05) , R W] i B )
HETE 0 TS B S R AR A o AN B AR R A A
SV G AN ISR A AR AT . AR R L R AT
A S P T 20 M A 0 B X A 8 R 40 M G 8 A 4 e 1 4
VB AT VB A S 3 30 11 700 F AR B A R 5k 3697 B B Sy E
RS 3 AR 4N B 7 1L-6. 1L-8 7K P % T 455 1Y 21
(P<C0.05) , Ut WA 2 1 | o5 AT T 38 18 I AT A 700 280 BB A5 3 M AIK f
925 M S 5 B TR /N BRI 16,108 K F, 5 & R4 41 1k
BB B ARAT A R AL TL-6 . TL-8 7K F-FEAIK (P<0. 05) , Ui B
RS AR AT A I b B R AR AT B — P 2 T R R IR AN R
L3 TL-6 118 7K -,

g5 TR . BB VAR AT LB B AR AT A 70 38 8 R ALK S I
RS R/N BR L TL-6 N 1L-8 /KK, B HE AR AT & FI0 T i L ok
AT Bl R 2 5 W B2 A7 B SR AT TR T 1 UE 8 05 R Il T
1L-6 .\ 1L-8 /K V-1 B & HLH 25 7 SO0 42 K TS 0 7 o
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