): 24
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Pﬂ&@%ﬂ%%ﬁﬁ ( Cinnamyl-alcohol dehydrogenase, CAD)iﬁﬁUﬁ?iﬁHﬁ#
(G1002W  fi#R:E 96 #)
—. E&EN:

PRl Z BB (CAD, EC 1.1.1.195) ZAEAEYIREAEHR DS AR5 & & A o< B i,
B AU R B AR R R T AR — R, REG PO
Jii%: CAD L AR BEA NADP A A EE BE AT NADPH, 3 11 55 5 5 B 2 6877 S Bz = A
Ay, WG e InESR, i CAD BEETER K.

—\ RNEEDSHEFH -
B RN Fs RAFELR #iE
PEHGH | WA 120mLx1 i | 4°CHORAF

It FA AT FRJL T i i T N JEEEB
SRV 2uL A ZPAF EP &
B, BH3MN 1.5mL Tk 2R
##; AATERRHT 4°CiRE.

A — WK 30uLx1 52 | 4°CIRAT

W7 = W1 32 4°CIRAF
= ¥ 7 mgx1 i 4°CIR-AF

WA | WK 1SmLx1 R | 4°CTRAT
BRafE i ¥ 75 mgx1 3¢ 4°CIRAT | EEFHMATA, NABLZH.

A BTN 14mL R FIY 74555
##; AATHNEH 4°CR 5.

=\ rE{NEFMAm:
EEARAC. 96 FLER. G UE L. PIRARE WA DIBE. ok 2B TKAIZETEK.
M. AEEREE (CAD) FEMHNE:
EWIE USRS AR AR 2 MEARMTUNE, THRAMERER, REXIIRE, #EXh
HAFNAFRE!
1. HAHIE
O HLFEAR: FFEL 0.1g A OK5r7E R RIFEATEL 0.5g), MU 1mL $2HUR, #4T0K
513 . 12000rpm 4°C &> 15min, B EiE, BUK BRI,
() ZHEMEARE, TRBALRKRE (o BEGRFF(mL)A 1: 5-10 BEHHIRE.
@ WARFEA: BERN., FER, BOFIW EER.
2. _EHLAE
O FEEARCHIEY 30min LA b, REEE 37°C, K ZE 450nm.
@ AALAE 37°C7Ki% Smin;
@ R TFFRIE 96 FLBH R IKINAIKTA:

AR (ul) e
A 20
il — 40
B = 10
WA= 130
5, ALEP450nm FiZHL AL {H, 37°CEXFE
30min 7 iHL A2 . AA=A2-Al.

1 BRZHEIE: 0512-66188056 AR HE: 19962790191 (MI5RES)
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i FRITE:
1. FRAERNZE T2 y=1.5919x-0.0046, x /& NADPH FE/RiKE: umol/mL, y fEAA.

1 =

0.8 A y=1.5919x-0.0046
R?=0.9986

0.6 A

0D 450 nm

0.4 A

0.2 A

]

T T J
1] 0.2 0.4 0.6
NADPH(umol/mL)

2. EHEARERREITH:
BALHIE S £ 37°C, BERALEARSHE 1 nmol PIHEEEEALEL 1 nmol PIHEESH H.
f# 1 nmol NADP*#£4: i, 1 nmol NADPH 5¢ 3 H—/MiiE 77 $i47 .
CAD(nmol/min/mg prot)=[(AA+0.0046)+1.5919xV1x10°]+«(V1=Cpr)=T
=20.94x(AA+0.0046)=Cpr
3. FEFEAREE E
AL E s fE 37°C, HETTALE AR SEE 1 nmol PHEEE LK 1 nmol PIEEEEIFH.
{4 1 nmol NADP*#5 4 i 1 nmol NADPH & S A—ANEEIE /7 540 .
CAD(nmol/min/g #%F)=[(AA+0.0046)+1.5919xV1x10*|{(WxV1+V)=T
=20.94x(AA+0.0046)= W
4. JRFEAR T CAD 5 /it5
AL E s fE 37°C, HETTALE AR SEE 1 nmol PHEEE LK 1 nmol PIEEEEIFH.
{4 1 nmol NADP*#5 4 i 1 nmol NADPH & S A—ANEEIE /7 540 .
CAD(nmol/min/mL)=[(AA+0.0046)+1.5919xV1x10°]+V1+T=20.94x(AA+0.0046)

V—IAFERGE AR, 1 mL; VI1--MAFEAAER, 0.02mL;
T—-J2 A 9], 30 min; W AR, g

Cpr-—-MAEFRE, mg/mL, EU{EAAAFF BCA BH S ERMIAHE-

Bif: hofe 2k Ml 2

1 bR B (lumol /mDD: [aIARHES: EP & BRI 1.2ml Z£187K .

2 O ERA R AT AR RR B RS A R IR E e 0, 0.1,0.2,0.3,0.4, 0.5.umol/ml. R
AR STz B A SR 1 AR v VR

3 A 20puL AR S+10uL W7 Z+170pl WA MY, JRA]JS =R Smin 5 T 450nm 4bis
B, R 45 SRR AT il AR A o i 2

2 BRZHEIE: 0512-66188056 AR HE: 19962790191 (MI5RES)



