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BECELES MrSir2 BYREZZFRIAN
SEME ST

3RER, Kk, BETF, BIEE
(4 dr Rk K RSB ARE IR, #ab XX 430070)

HWE: REBELRLEF I E, A cDNA Ksgbigy 38H K (rapid-amplification of cDNA ends, RACE) 33| 7 4r & 4rwh i) +40
%6 & CBALEE mrsir2 B &9 T % cDNA 57|, 2% 53] (coding sequence, CDS) # 1539 bp, %44 512 ANRILER, 44—/~ SIR2
EORFEMR. ARYEKIATE 69 BT 69 RAFIAT mrsir2 B2\ BATHAL, HALE 69555 pET-28b HAREZEHANGE LH E. coli
BL21 ¥ 347 IPTG #5-A &, MR ELEM, FREREY: £ 16 CHRFTALREA 025mM ¢ IPTG #7425 16h B, B
6 MrSir2 T ia M AR BAF, N2+ F o BAT 440G 89 MiSir2 408 &) 4 SDS-PAGE LR 74 —4£%) 75 ku KA #4&%, &4
FFIREIZX 1.97 mg/mL, 2 Western blot 552 4 B 49& 4, NFEZEH 78.5(0D/min/mg), 780 uM #9 —£ A 2% (dihydrocoumarin,
DHC) *f MrSir2 & & 69855374 5 A 47%. MrSir2 & @ 69T it Z & A 2 T R EBEF AR T A0, L AR TR G0 EAE
T Mk,

KR LEawmE, WEG L LBULEE MiSir2; RAZEK; BEESAT
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Prokaryotic Expression and Enzyme Activity Analysis of Histone

Deacetylase MrSir2 from Monascus ruber

GUO Mei-yue, ZHANG Jing, YAN Qing-ging, SHAO Yan-chun
(College of Food Science and Technology, Huazhong Agricultural University, Wuhan 430070, China)

Abstract: According to the sequenced genomic DNA information, the whole cDNA sequence of mrsir2 gene was obtained by
rapid-amplification of cDNA ends (RACE) corresponding to coding sequence (CDS) with 1539 bp, which codes for 512 amino acids and
contains a conserved domain of SIR2 protein. The CDS of mrsir2 was optimized according to the codon preference of E. coli. The CDS of
mrsir2 was ligated to the pET-28b vector and then transferred into the host strain E. coli BL21 to be induced expression by IPTG. The expression
condition was optimized. The experiment results showed that the target protein MrSir2 was expressed well in soluble way when the host was
induced by IPTG at a final concentration of 0.25 mM for 16 h at 16 °C. The soluble recombinant protein was purified with Ni** column affinity
chromatography. Result of SDS-PAGE showed a band with the molecular weight of approximate 75 ku.The protein concentration was as high as
1.97 mg/mL. The target protein was identified by western blot. The enzyme activity was 78.5 (OD/min/mg) detected by Epigenase™ Universal
SIRT Activity/Inhibition Assay Kit (Colormetric). The inhibition rate of 780uM dihydrocoumarin(DHC) to MrSir2 was 47%. The soluble
expression of MrSir2 provided materials for understanding its enzymatic characteristics. Results will provide the foundation for exploring the
interaction of protein-protein in vitro.
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MR E SR R  B R R B 207 10
Z—, M HAEN OB IAH E E 2 OB
Bl R pOsh A e A, e e o S AN K]
FIE S50 R EEEEHP . Sir2 Csilence
information regulator 2) ZJ & —FR R M 41 B £
R L S A L (R TR A RS iR (NADD)
W A2 (25 ZBALEED), JRATFRCA surtuin 5%
o FRYRZIEMR T HIRF AL, surtuin FEAT BAST R 4 28
M, REIZEHIM sirtuin B 7 BAT 8 AR 2 ZBAG/EH
4b, TIREIEEA HARLIRE.

BRI EERE (Saccharomyces cerevisiae) ] Sir2
HARE MR sirtuin KiEEH. 25, HE
PoRirb ) Sir2 [FIPRIE ARk ro bl B Sir2 5
EREFRHRN , EAHEA FAEY) T R DhRER A W2 .
FESR MR, Sir2 JERLEIE INK Fl Foxo {5 5ili( 25
W H 4R T R, T (Arabidopsis thaliana)
AtSRT1 Fll AtSRT2 FEHAKEKLE S1&F P AAEEH]
781, JKFG (Oryza sativa) OsSRT1 2 54EHE3E K ZH 4
sEMEAEE DNA #0305, A Kb RIEEE A,
HESERE (Canidia albicans) Sir2 415 Vst X 3,
(SRR R Y WIS (Aspergillus nidulansa)
SirA WA IR AT B 2 A th 25 R R
s, K (Uspergillus oryzae) AoHstD 5734
T ARGA A ity A P R e i 32 A O,
PR RE Sir2 81 I K500 1 AR KA AN (1)
A ant.

2L TE (Monascus spp.), X", 22—
PN 2R IUES, 3R B2 1) 25 P A= P o
U R R A T B AR, I e
BFIL Mt (Monascus pigments, MPs) M7, [l
WS PR BN T Ak K- (Monacolin KD 1™, [ 1fi i
Ay y-Em BT (GABA) P9 KARHUEAL K4y
Dimerumic acid? FI#& Fhfig 225, koo dh @ pkae
PP E R E A R K, R A
PRI AR ek D A FAR T A — B A
PR A

RUHIETFE R B Sirtuins ZOREAIHNHIFI —EEE R

(dihydrocoumarin, DHC) FZWRZL AL M7 4
KA A, ARG R st R e, fF
87 HHEGEERN 'S mrsir2 SRRHERNE
T 50 DHC FIgE R EeE—5Y, H#E0 DHC Al fig
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I HE] MrSir2 B REER . 2R Tk, AR
cDNA ARufidd HHE AR (RACE) ¥ 3815 2140 Hh iR
mrsir2 ZEKH) CDS, ¥ mrsir2 LRSI FHitk, &
THEH His A28 00 JFAZ R IA %8R pET-28b |, FFRL
S HAE RIGATE BL21 (DE3) HalEtERis,
EMFEME, 40T DHC X Mrsir2 FIHIHHEH . ZF5%
S5 50T DHC X2L Mg i AL AL 17 0E,
HOAREST MrSir2 2L B AR5 & & IR HL I 2E
5E it

1 HNSEE

L1 A#

111 EHESEA

2121 #i M7 Monascus ruber M7), KK E. coli
DH5a. E. coliBL21 (DE3), 5uhE#iA pMDI19-T, J&
RILH AN pET-28b
1.1.2  BaFaiX i)

Nde 1. Xho 1 [RH#il1%ANVIEEH T4 DNA Ligase
WHEED TR K% FRAF; RIEHR (Kan)
4 E 2 [E Amresco A7]; IPTG I H Biosharp A F];
PMSF 4 H Sigma A ]; DNA B [l ik i 71 &%
HibR X E&AEMBHARAR; TR &
H3HE Axygen A7]; Epigenase™ Universal SIRT
Activity/Inhibition Assay Kit (Colormetric)¥J [ ¥ 35
RIEAEIRAT: EZ-10 DNAaway RNA /NESEHGAT
S EATAY TR RARAF: $T His br
Py B At e e R AR A PR A F .

1.2 F&

12.1 £&srihif M7 % RNA #4948
4TI TR M7 T PDA 5555388555 3 d, $hEUE
L2 ARE IS REUS. RNA, BRI D RS IR FifgE
TR AR AR EZ-10 DNAaway RNA /NE#HE
BURFI & . RHERE RNA AT EUIEEELR Hik DAL
I e,
122 & siwhi M7 F mrsir? cDNA 2K 5
3| 69 RAF
PLA L M7 /5 RNA NRERRGEST cDNA
Kbk 8, BTS840 E R PG 4 iE
M. P EIISIRE 1.
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=1 mrsir2 cDNA 431888559
Table 1 Primers for cDNA of mrsir2

HE ] B7) 53’ Wik
GSP1 GTACCAGCACCAAACGGAGAGAG 3 cDNA A7 9 8] B By 4§ 55140
GSP2 TGATGCTGTGAAATTACTCCGAG 3 cDNA A7) 8] i By 4§ 55140

3’0OligodT  GCTGTCAACGATACGCTACGTAACGGCA

3°GSP1 CTCAGTCTCTTTACGAAGATGCT
3°GSP2 GGATTCTACCACCAGCGTTTCTC
3K GATACGCTACGTAACGGCATGACAG
53k 514 GACTCGAGTCGACATCGA(C);
5°GSP1 GCATCAGTAACAGAATTGTACCG
5°GSP2 ATTCAGACTGCGATACTTCCTCCGC

3 3° K% cDNA A7 6955 5140
3 3° K% cDNA A7 6944 73140
3 3° K% cDNA A7 694§ 33140
3 3° K% cDNA A7 695 5140
I3 5° K% cDNA 7695 5140
138 5°3% cDNA 7| 694¢ 5514
1738 5°3% cDNA 576945 75140

1.2.2.1  §34 mrsir2 JEF F[E]E 531 cDNA 751

PLH KRR M7 B RNA YRR T RT-PCR ™
1, 3K75 cDNA 55—2%8%. DL sir2 ZERRT TN
PR BETH P 265 51 5190 GSP1 A1 GSP2, DL RT-PCR
SN PN T H L PCR 31, 3-95 mrsir2 vh
[E] 573 ¥) cDNA XU . PCR P4l 4l iRk 7 &l
el s, 5 pMDI9-T #ikiER:, #1k DHSa 52
ASYUPRJG YA PCR S FH I H AL T ISR HUTURL, K56
WEIERA R RS B 34 T AR A BR A J1 A,
FHoHTI TR .

1222 4734 mrsir2 ZEK 3> K351 cDNA J741)

PLH R Bk M7 & RNA AR, 3°OligodT 5£4%
TR BB N B 51 03ET RT-PCR 714, 3715 3 A
(125 —%% cDNA % .

FRAE 1.2.2.1 HRIAJERS> cDNA XUBE I 45 5,
T PRI 514) 3°GSP1 A1 3°GSP2. 45 LA RT-PCR
SSEFER SRR » 3° GSP1 A4 & 514 3°Oligod T 2%,
SIIRTEAT PCR §18, 3R18 mrsir2 2 3 K
cDNA XU

NiE—PEGAE PCR N RS S PR3 =4 17
FLMEF YL, L EIR PCR RN P=Y MR, 3°GSP2
A3 kB A RS | AT PCR §74, PCR 971
PR AR AL RIS, 5 pMDI19-T #
WS, ik DHSa B2 54000 )5 V& PCR BGIEFH
FAL T IHARBUTORL, IR IERA I FUREE B B A T
AR R A ST, FEotTlrasR.

1223 734 mrsir2 ZEKH 5° K361 cDNA 741

RT-PCR #4 5°J7 M 5—2% cDNA #: LA M7 &
RNA AR T RT-PCR ¥4, 3k15 5° Kuniffi s —5%
cDNA 5. 32| RT-PCR =¥, $RJ5X11331) RT-PCR
PP T AL AL B

RT-PCR b= & : Bl aifh f5 ) RT-PCR =4
10 pL, MNEMAEZRINF: RT-PCR 4ifki=4) 10.0 pL,

5xTdT Buffer 10.0 uL, 0.1% BSA 5.0 pL, dGTP(100
mM) 2.5 uL, TdT(14 U/uL) 1.0 uL, ddH,0 21.5 pL.
FIARR 37 ClRMNEE (4912 h), AN S5 uL #I5
mol/L NaCl A1 1 uL ] 0.5 mol/L EDTA (pH 8.0) 453k
L, K= tAT Ak

PCR "1 5° K3 cDNA Xk 5 1.2.2.1 dir
[R5 cDNA WUEEMIMIFFEE SR, Bit W44 5 = )
514 5°GSP1 #l 5°GSP2. JcA4iifbf¥] RT-PCR JnE,™
YA, 5°GSP1 5 5k 5| WA 5 1 %] 4T PCR
1, IRE3 mrsir2 2R 3° AR cDNA XU, Aidk—
SR PCR N (RS 1 F 0 = i & LAE - [
¥, BA iR PCR M =YAtsitk, 5°GSP2 5 543k
S| YN B W%t AT PCR 471

PCR # =&t R ai il sn satitb Rlis, 5
pMDI9-T #ikif$z, ik DHSo B2 AMIL)E HETE
PCR Bo ik FHPEFEAG 7 IR BUTRL, K50 UE IERf ) TR
R B TAMBEAARATR, FHoHr 7
®.
1224 cDNA JBUHHEE BARFIE b

ST SRAF ) = Bk cDNA FE 41 (R 45 SR kA7 1t
B2, RHELEA: ProtParam 28T MrSir2 & 4L,
PE; TMpred 7 HTESBEIX s SingalP /347155 ik ; Pfam
I T TI OR ST S A
123 2@ MrSir2 & &4 69+ R &R A
12.3.1 HEHAFIEEIRMIE

SRR BB RTAm L, EA SR AR
AR R, X mrsir2 FEREATSEE T4 . R
Nde 1 F1 Xho 1 WiFpRHIYE N DI S ) mrsir2
JFHIA pET-28b # AT W), BV G IR 2571
DI e gtifk, SRJ5 ] T4 DNA ligase 4%, #1bK
JkT P DHSa B2 5400, fE&RIBER (Kan) 1)
LB “PAR LBt sk, %o B ve b SR B R A T
PCR MEFYIRAE, AT A A AT 24T .
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1232 PFAMEHEALT RIS T

DN A P BE P S R R LR IB TR bR E.coli
BL21 (DE3), #E&RAF&HER (Kan) 1 LB PR i
WERAPETORE, HYA PCR WA, K IEAABH M BT p
KEEFRJGIRTE -
1233 HEAEAMISESRE KL

¥ R S e 45 R 2 HE R REIGE B TSR
HF#& 2 (Kan, 50 pg/mL) [ LB BrardEdid kg3
75, $% 1:100 HERRELGIRAE, 37 CHEFEE ODgoo N
0.6~0.8, HUH 1 mL AR, HAREE &I A2k
FE 1 mM 1) IPTG, 43 AN 37 ‘CHI 28 Cf5 S5+
4h, 16 CHESHFE 16 h, 12000 g B0 3 mL
A, 2 B3, BARR 400 uL PBS 14 uL 100 mM ]
PMSF F&, HAEBREG, 12000 g 2.0 10 min, H L
&, ULUEF 200 uL PBS, 2 uL 100 mM [ PMSF 18 M
JRERVER, SDS-PAGE 73 M7 EIEFIVTIE .

IONZHKRE AN 025 mM. 0.5 mM. 0.75 mM. 1.0
mM. 1.25 mM ] IPTG, S5AUNIN IPTG 53571k
i AR R B AR () 5 SR AN (AT 55, DA
ffi5E IPTG R FIRIE .
1234 HWEA4ML

HRAE /N RIB 5 R, IR IA S R0 2 A
P REEFREE, RIibED, BAGEEA: 12000 ¢
BOODIETE S B, F 5 mM (1) Binding buffer (500
mM NaCl, 20 mM Tris-base, 5 mM BKI) &, 12000
g 70 10 min, BEEBEHK—IK, WEFEE. BN
# &M 100 mL 5 mM [ Binding buffer 1 1 mL 100
mM ) PMSF #&, AR = A e 0o Tk
W, 2 2~3 I BZREE, B OECEE, FH 0.22 pmol/L
PEREITE, AT NiTSEMENTAL
1.2.3.5 Western blot £ HHEHA

B atiA 5 iR (A HET SDS-PAGE Hiik, K H 1%
WUIR, #ETSRA/N—2U1) PVDF B, HEATH:E;
HERRAE R Z RN 5~10 mL B FHRAERR IR F 22183
3, I 1~2 hy HEAREZILERE P, =
TRAEMFERRIR SR 200 F 3 h, FFIIA TBST &6t
3%, BRX 10 mins B AL LLEIRGRE 30, =ik
TEAMFBIEIR S HESNF & 40 min, FEAIA TBST i3
Be 3 IR, BRK 15 min; SRJETH N ECL AR HORs
FEATE R, MR SRR B I B A R [ S5
o
1.2.3.6 MrSir2 [E§E %€ K H 5 DHC FIR &R

Fl H ¥ 3 4 Epigenase Universal SIRT
Activity/Inhibition Assay Kit (Colorimetric) %€ H ]
W NS A DHC % B 18 A B 5 802 . NNC
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“H (No NAD Control, A#HI NAD HIHMHX D A
NN DHC FIFEf4L (Sample Without Inhibitor) F1i%
Jin DHC [IREA 4 (Sample With Inhibitor) 4355 &
PIANFAT, 1E 37 CHEE 60~90 min, B4 A&
ODysonm»  MEHETFHE AT :

(Sample OD - NNC OD)

SIRT Activity (OD / min / mg) = - .
(Protein Amount (pg) * ?min * *)

%1000

D
Kt: *REd#P A& aEE (ng); **& 37 CH
F698F 1 (min),o
B AR 2R R A T

Inhibitor Sample OD - NNC OD

Inhibition% = [1 - —
No Inhibitor Sample OD - NNC OD

1% 100%

2
124 ZdERE
KH GraphPad 3 xS £t it A7 Ab B S5 1E o

2 GBR5SHT
2.1 441t M7 & mrsir2 ¥ cDNA 2 ¥ 5

5| B3k 1%

21.1 @& s¥if M7 % RNA 6948

T 1%B A RE AR VKRN 2T L2l R M7 A
RNA Ui, kg Rk 1 for, fTLUES 28 S
H118S IX P AcIEMT 2%, H 28 S &t e 21N 18 S
FAIIRINSE, ULBASREN RNA R, nIHTE4:

K.

&1 £ILIBRE M7 AOS RNA HLSKE]
Fig.1 Agarose gel electrophoresis of RNA isolated from
Monascus ruber M7

2.1.2  mrsir2 cDNA /738947 3 B AL 5 My
HHT

SRR 1221~1223 FRIFZE, PHRE
mrsir2 WREESR LA A 374l 573 cDNA JF 51 973
13205 a1 B R ILE 2a-2c. PCR p4iifb[a]
A - 25 SR B /N4 A 558 bp 1580 bp 329 bp,
S BRI ERE F Uk 45 FRAHAT o
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M 1

M 1

a 1p C kb

2.0

20 1.0
017-2 075
0.50 0.50
025 0.25
0.10 0.10

& 2 mrsir2 €1 cDNA 54 1
Fig.2 Amplification of the full-length cDNA sequence of mrsir2

E:a: mrsir? A B P A6 cDNA A7) PCR 4% ; b: mrsir?
H A 3’ K558 cDNA A7 PCR 4% c: mrsir2 £ 3> K549
cDNA /&3] PCR %

¥ mrsir2 [¥r1[a] cDNA J751), 3° A cDNA 731
A1 5K cDNA FPA N FP a5 R BT HHE, 193] 74
792019 bp ] cDNA J7°51]. BT AEL T A ORF
finder XF£L LA M7 1) mrsir2 2EK¥] cDNA J75)
I3 HT, H CDS K 1539 bp, gt 512 NEFERR K mrsir2
i) CDS 5 DNA AL b &30, mrsir2 () DNA
JFHIK 1804 bp, #EVUANEFREFT, 24K 85 bp.
60 bp~59 bp F1 61 bp.MrSir2 B¢ H 1 K/NA 56.6 ku,
BN 514, RSRKMEER, TofE ISR .
Pfam 7} H7 278 MrSir2 ZIERR 75145 — 4> SIR2 1]
TRSFESHEI (E3).

exonl EXON2  ‘rrremreemresesseessesseeech Ll
308bp  313bp 553 bp 182bp 183 bp

B 3 mrsir2 BREERERE
Fig.3 The gene structure diagram of mrsir2
E: exon: MEF EEFAERE MrSir2 95T L3,

22 W% A F CHACEE MiSir2 By 7R R K

221 RXBIK pET-28b-mrsir2 thH)
AL G 1) mrsir2 J7 5 A1 pET-28b #AKZE Nde 1 Fil
Xho 1 XY A0S IERE, FH¥Ak E.coli DH5a J&*Z
A, 37 CEFRER, PREPHMEERE T 51T PCR %
5E o PCR ¥4 mrsir2 FER =428 by, ] i —
% 5THIEE R/ NEFF DNA 264 (& 4a). PCR
Y N IERRI e bE TR IR, SRHCE AR, 4 Nde
[ 1 Xho 1 XUEGYI, BEVIF=YN2 B NEHERERL HIk 5>
r, G5 RERA MK HIZIA 5200 bp F1 1600 bp
gk (B 4b), X EEAMAHE WEEE mrsir2 K/NHE
5, FHIM 55 BAE W mrsir2 FRFE B BAFIE

T E LRI N E.coli. BL21, F TG4 HINE M
Kiko

M 1 M1 2
a b
kb kb

— N Lo

.0
.0
.0
.0
.0
0.73
0.50
0.25
0.10

& 4 Ei4& pET-28b—mrs i r2 BI¥I3E
Fig.4 The construction of pET-28b-mrsir2 vector

E:oar BORE mrsir2 WIREIKERGERIRE; b:
PET-28b-mrsir2 BT AL R B b e
222 MrSir2 & & R AL ek

NTHEEEESH, X IPTG IR EHT
1, EBEHEESHIE 16 CiESHEF 16 h, 28 CHS:
Bt 4 h, 37 CHlEFRFE 4 he BOFESHFREMET
AR, 3 PBS Al PMSF B2 B A J5 HEATHE Al
e, XTI B L, 2 S B EIEMDTE. H,
PUBEH PBS. PMSF 1 8M JR &SR SHHEALL,
16 ‘Cif, HRYEA )L FaEfamE bighkik, 37°C
i, BB HREASERIG KEUERARS
wEEREARKIL, 28 CH EiEH HMEORREED
T 16 C, 2T 37 C. #thfizE 16 ‘CHuRl &t H A E M
TR S FIRE . BAARL R IA S,
M 1 2 3 4 5 6 7

ku
100—:- - . e
nN—e- . W= ol -

55— . o B e
et £ 2 2 |
35— ..

WD v ——— —

-
25—

S— e a o = |
&5 ELAEH MrSir2 B9 SDS-PAGE ;K [E]
Fig.5 SDS-PAGE electrophoresis for recombinant protein
MrSir2
E: M: BAaTEARE RE 1 3B (BL21 BAkk
Z4%F); #id2: 16 CiEF 16 h oy bk, kil 3: 28 Cif
F4h ey bE kil 4 37 CHEF4h ey LR, vkl S
16 ‘C#-5 16 h a9iLie; 7kl 6: 28 CiH-F 4h e9itie; kil
7: 37 CiHF 4h 8900,
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M 1 23 45 67 8 9 1011 12

& 6 ELHEHAMrSir2 89 IPTG IFSIRE I SDS-PAGE HjkE]
Fig.6 SDS-PAGE electrophoresis for the optimization of IPTG
induced concentration of recombinant protein MrSir2

E: M: RaoyTEAE kE 160 IPTGHFREA O
mM. 025 mM. 0.5 mM. 0.75 mM. 1.0 mM. 1.25 mM #j_E
# R 7~12: IPTG#-3REAH 0mM. 025 mM. 0.5 mM.
0.75mM. 1.0mM. 1.25mM #i3%.

HIEALE 16 CHILE Bifdh FE LI ERIA
TRFRE, NS PTG IESRIE, 2RI
LB B INNZRIE 0.25 mM. 0.5 mM. 0.75
mM. 1.0mM. 1.25mM [J IPTG, VAAHIIPTG 1B
AN, ] PBS A PMSF B2 AL 1A, R
WAL, BB, UM PBS. PMSF Al 8 M JKE%
Tife . a5 R 6 s, S5xFHAHEL, ZEANRIKEE IPTG
MBS, HEARNEREERIRR, HEWHEZER.
PRI, 3698 IPTG KN 0.25 mM X B2H B AT
.

223 MrSir2 & & 8944k

A B SR A RIA KA R, T RKZE 1 L
BERIHT A S5, e 16 CiESHE5% 16 h ITH 1A,
Ik v T P T e R I Wi B3, A Ni>°
SEAEMTAE . AfaE Rk 7. B 7 HhikiE 3.
4.5 AA0E IR EE 5358 %) 0.87.1.01.1.97 mg/mL.

M 1 2 3 4 5

A, A
&7 BHOZEE MrSir2 4ifk SDS-PAGE EEjk[E
Fig.7 SDS-PAGE electrophoresis for purified target protein
MrSir2

E: M ZASTEARE RE 1 B LRR RE

168

2 AAEFER; KiE 35 LB EHNEY.
2.2.4 MrSir2 & & %9 Western blot %€ 25 &

kn M 1

100 —

70 C—
55

& 8 FE4HEH Western blot £F
Fig.8 Western blot identification of recombinant protein

T PR SR A R R TIONE, X4
A His hR2511) MrSir2 2 31T Western blot 3256
gL 8. HIER L, HEATEALEL 75 ku 7 FEK
NI B — 2R TE M A AC BRI, B B TR I R
His fr2fifiiliial, EAHEAFRE RN . MEH
I ER/ANRE, MR T TN 56.6 ku, HHES
MrSir2 £ AR T4 Wy S i 2 IR 2 . R
BARWMBRNE  7E UK NS G T Ub I SDS i i
VORI B BUAEA .
225 MrSir2 & @ #)8sE % 2 A 35 DHC

WA R 1 b RIRERIA I MrSir2 Bt 45,
KT K DHC X MrSir2 25 (A 60 .
9a FJLVE H B EARMIFE, FHET NNC A, ANEin
DHC MRSl A8 3, I DHC J&, BifAryg.
& 9b 45 SR EIRFE R ALAE 450 nm 4Lf OD fE EE NNC
HEZE LT (p<0.01), LSS DHC fIFE S,
BN DHC [RIRESH4HAE 450 nm ALF OD B . A&
MrSir2 BgiE P 78.5 (OD/min/mg), BEHH IR, 780
uM [#) DHC %} MrSir2 2 F B FIHR A 47%.

1.5 **
£
Q: 1.0
o
0.5
0.0
éec " & _\;\‘o‘
W \5"“
o @\&
& Q\e
& —

&9 Mrsir2 EARESELERHS DHC BIXFH
Fig.9 Enzyme activity identification and relationship with DHC
of MrSir2 protein
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E: B a: MrSir2 & & BiE K 5250 & DHC *F MrSir2 &
B 6947 3 B b NNC 28, Rifm DHC #94F el Amifiim
DHC #94£ 3440 ODysp un 24T, B a FATAANILA NNC 28 (R
Fhn NAD #9 T8 ), F 18 AANILA IRifsin DHC #94F 040
( Sample Without Inhibitor ) , /& #ANILA #An DHC #94F 5040
(Sample With Inhibitor) , A ME&AFFLER4eT: Ba it e
#4025 pg, 780 uM &4 DHC 3Fm 5 uL, R4 37 ‘CRE
60 min; B b F**& 75 NNC 2848k p<0.01.

3 ZHig

Sir2 A& M i 41 B AL SIFRAFE ) NAD”
CIFITRIRIERS A HR) W2 R 1 25 S AL,
TR Z 5T R R R dHp R, SRR AR
M MBI SET . VIFFIRBAR G2 P Ay
TGEN. Sir2 BEA SRR, TEAFIAEY) A
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