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Abstract ; Objective

To construct prokaryotic expression vector of SIRT5 and prepare its polyclonal antibody. Methods

Total

RNA isolated from mice liver cell was RT-PCR. Sirt5 was amplified by RT-PCR and cloned into pET-28a plasmid,and the recombi-
nant plasmid was transformed into E. coli BL21(DE3). After induction by IPTG, the fusion protein of SIRT5 was produced, the pro-

tein was purified by Ni*" -NTA afinity chromatography. Bal/c mice were immuned with the purified protein of SIRT5,and mice ser-

um was collected for identification. Results

SIRTS5 was successfully constructed and highly expressed in E. coli BL21(DE3). The

purified protein was used to prepare polyclonal antibody. Conclusion Using moleccular cloning techonlogy, purified SIRT5 protein

can be obtained and prepared its polyclonal antibody,which may provide an foundation for further investigation.
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Sirtuins 2 T4 2k & B SR [ 28 2 ZBEAL A . b Sirtuins
FWALHG Sirtuins 1-7(SIRT1-7) , 55 4 i 5 5 | I8 1= AR 3 i
PR B AR 1 Rl Sirtuins B9 437 4 BF 5T W 6 45 0
B E I Bty sk W] fELS, SIRTS 5 {7 T4k A L i b, e &
AR T 335 A 244 . SIRTS #] LU 45 CSPL i 2 Z Bk Ak »
FE /I BT 2 I [ oy ARt SR S 38 v, STRTS 3% 1 14 58
SIRTS {5 14 (¥ o 728 T RE 5 40 i 1% 48 LA e B i % A2 7 — 5 R
FRUT (R I A bR 40 e BF 5 v ) L A A 2 o R AR 1 O
NI, FFREH s T /R Sirts B9 JEAZ RS E AR, IR Hl & T
BB R Z SRR T — S B R R A K
S 2K PRI TE b R A 3 0 3 R v 2 3 1 0 29 kA
1 ME5FE
L1BH
LT EERR IR Ak B pET 280, KI5 £
i (Escherichia colD) B #k E. coli BL21(DE3) fi A 8L 55 = - 7 .
1.1.2 T HAEAEA  DNA &, KRG v U EG, T4
DNA & $2 lf .BSA (- 135 36 & A1) ¥ 8 Takara 24 7 7= & . 3
JiE B S SRR R S B 3K L TR B e N NI R R LT 4 T e
%4 Biolin 23 & 7= fh . & AR, BEEIY W B OXOID,
IPTG 5 N 3 AR-B-D 2B FLE 1) Il A MERCK 2y A, 8 i
WM 2 37 &5 O Bio-Rad A )™ . B BRI Yd 1
L LAFE M. PCRP*Hyaid il & e a0 & 5k 52
BOA 5 & Omega A ™= 4, Ni*7-NTA i JI§ 5 H Novagen

polyclonal antibody

Aw . BRI E ALY (HRP) 45 40 B 1eG 1 A Sigma 23 A ,
ECL %501 B Thermo 22l . AWF5E B i H: k27 18 77 1
F T AR L 525 T K 3 0 Milli-Q B 4l .

1.2 Jiik
1.2.1 5 RNA #£H & RT-PCR - B/ B IE , 16 R 0F B8 )5 ffi

FH Trizol 55, 4 SRUE WA A5 $2 BUEL RNA I 52 252 3 0 17 3 i
RO BB P UK A3 0T o AR 390 % S el R & BB B 4T RT-PCR.,
1.2.2 Sirt5 JEF Y PCR 1 FIsi B L cDNA R R,
JH Primer 5. 0 3 & 151 W9 44, Hoi Sirts B H 5 gil
118130585 46-978, F i 51 4 Sir5-up-EcoRI: 5" TGC GAA
TTC ATG CGA CCT CTC CT'3 fI F i8] 4 Sir5-down-Hin-
dIll;5" CGG CAA GCT TAA GAA GTC CTT TCA GTT '3,
PCR §"J# Sirt5 #i#3 X cDNA, 7&_F F#E 5194 43 53 51 A
7 5 EcoRI il HindIII, 58 Ci# k #E4F 30 4 PCR 1 35 )T I »
H /7= 4 Fl EcoRI /HindIII X i V) 5 5 4 [F] £ BUEG V) 1 2 14
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2 XHEY) AN PCR B8 Ji5 26 0 7 26 4
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20 mmol/L Tris-HCl,pH 7. D VR & 1 ¥ . 48 )5 B Bl 75 i
g . v R Tl A FAH N -NTA SERZHHE,
R J5 B AS TR ¥ B imidazole (30 mmol/L,60 mmol/L,100 mmol/
L.250 mmol /IR YR BEME . ARG 5 SR A8 iy 15 A0 4 %o I 1
Ve, SDS-PAGE H, Jk £ 36 20 B J5 1 17 3% #7 » 75 A PEG20000
W4 ] Bio-Rad 24w A= 7 i 81 1 B v B8 I 5 a7 4 0 o 4
JBT A e BE & e S a3 LM R AT —20 CEl—80 C,
1.2.4 /NREZPUAF AN 20 pg bW EAEA S
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FTHRELH RNA J& A4 4% 1. RT-PCR J5 LA cDNA #5847 i 47
PCR, " 3415 32y 933 bp M55 5 Mk il 5 T 45 A0 7F L 3L
U1 )5 % 3% 3 pET-28a kL, % A KA #F I E. coli BL21
(DE3) 41 i » 28 320 W V) 36 UE J5 3047 4 45 BRI o 000 ) 45 R 1E
T 19 P £ 4% pET-28a-Sirt5, WA 1,
1 2 M 3 4 5 6 M2
S bp bp

28 000
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7% 1000
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A HLTKA BT/ BUFIE 8 RNA B PCR 43 Sirt5 3£ ; C. [ ) &
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RNA £ 9kl 3 fll 4 PCR 7y ; 9kl 5. 241 FokLs Ukt 6 T 41 b
XU .
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AAMER. SEHMEARD . $RBEEH-WEL
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pET28a i kkoxt e ; kil 3 Ml 4. 4ifkb iy SIRTS & H .
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Fx1  WDFELHNE

s 1 2 3 4 5 6 7 8
T RRA %L 500 1000 2000 4000 8000 16000 32000 64 000
N 1455 1.444 1,154 0.904 0.897 0.828 0.779 0.351
JNELD 1577 1.396 1.267 1.069 0.978 0.687 0.546 0.310
X} EE/INE 0.083 0.081 0.076 0.073 0.068 0.084 0.086 0.064
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WG BRI BRI - 4878 B0 28040 A e 45 R AIE D T Jt
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x®1 Hey MEEMESE R R (TEs)

21 3] n Hey(pmol/L) R (pg/L)
X AL 40 10.35+1. 32 9.98+2.00
i 13 1 26 24 18.816. 64" 6.20+3.85"
i 45 BE 21 39 18.35+6.35* 6.25+3.01"

* L P<<0. 05, 5 % B 20 Ho 4 .
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B2 ST I A B R e AT REAT Hey K IR K
SEREAT AN LIRS B R R AT EE B T, — H A B Hey 3w 11
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