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B — BB EFR L ES (Rubisco) IRFI&E
2. ADS-F-GH004-50 %84h5% 48 #%)
RN FZEI:IIII%F{I\

ZEAHE-1,5- “HBRAZFIE R LES (Rubisco, EC4.1.1.39) BIEMIEEEATHN—XEEE, BizH
FCOEE, B XFAERRECalvinfEERF N IFIREIRDSTR, HAMHNKXNEEZWENXERE,
WIATE M O] R AN EEREIRT, BREMABAE B AIEEIN LB AIBEE 1.

7f Rubisco (JEMLT, 1 0 FHIZENE-1, 5-Z“8B (RuBP) 51 27K CO. &S, FE2H TN
3-BEER HMBER (PGA) | 7 3-BiRR H MR EE T E M -3-BR RSB RRERT, FAEHME-3-6
B, JERREEES [ (NADH) &1k, Eitb, B4 340nm T NADH #9 FREEZR, BI85 Rubisco
REESEM AN, AT {E NADH HEMHLF CO.MEERFD . RXFIEMANT ATP BE RS,

=\ RFIER AR FNEF] :

HF AR A% REZK £F
RBUR WA 50mLx1 g 4°CIR¥F
BRI TRB L ERATENRD, %5
RF— W3 X -20°C{RT3 | Ih00.75mL EBAEBRE R . BARTHILH
NEERE, BERESR, ZXAAR.
HF = WA 1% 20°C1RTE ARV THE MERFIENIKE, B3
i 2.0mL ZBAGERE A, RO
WA= A1 % ACRTF | £ERE, BIEREARM.
WFM | KR 25mLx1 i | 4°CIRTE
R AR 2mLx1 % | -20°C{RTF —RMEBARETHEREFT-20°C,

] AT SR 48 MERAIATEECN B E 48 MERRYZIEMERN .
=. FTERNEMAM:
LM HNETT. ImL AELBEI (KR lem) . 8B OV, Katw., THERBERR. #Ek. K
FzE 18K,
M. ZHEAZEIPEIRLEE (Rubisco) JEMEME :
BWERSKIGHNERN 2 MERTUNE, THRAHERIER, BREXERE, BRIEHFEARTRT
IREE!
1. FEARHIE:

D ALFA: FRERY0.1g HAMA, AN ImL ZEUR, KASEK, 12000rpm, 4°CEi( 10min, B
& BKERFN,

EE] #HEAHEER GnEYME) , T5IREAEE Al ERAMBE 1.5, JEERHIZIREhEnMeEs
B B 02g4BE KPS FRBHMEATE 1g) , AN ImL 89 80%ZE2KA 53, 12000rpm, 4°CE:0> 10min, FH
BEERRANLER;, ULRERSBREER 2X. RERECFRINITUERMA ImL ZER, BAIKERKES
3, 12000rpm, 4°CE:(> 10min, HX_EFEE 7K E£M,

Q@ WE/ERFNEAR FREAERMOIEOCERN, BUEFLE WA 500 SHESAHMAMNN ImL
REUK, BREHAEEESER (KE, ThE 200W, #B7E 3s, [8Fg 10s, X 302K) ; 12000rpm
4°CEil» 10min, B EVE, BKEFN.

] : #EmERE, TIRREE/MBAHE (104 : EBER (mL) J9500~1000: 1 BYELFIHITIREL.
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DA 24X,
@ FrERFBAZER (25°C) , & ImL A&RIEBM (J61F lom) FRERIIA:
RFAEFR (uL) WIERTE N E B BEMNEE
(EFIN 30 30
B — 40 40
= 40 40
= 40 40
T3 P 500 500
ST 20 B4, 25°CHEE 15min
40
BRERS, =R (25°C) £M4T, F 340nm 480, 10s (FR
HEETE) FEE AL, 10 min fFiEEL A2, AA=A1-A2,

L] 1#9@mENEE, MERF LR ERBRIERABEN, 2EMNEET 25°CHE 15min FHINEF
T, BRREERPBEN
2. 10s [ R A R ARIRE T HALE] Imin FHIRE,
3EAAEFNHE, TEHERKREAET (A 10min EKEF 20min 535 A2) , SIEM VI(H
30pL #EE 60pL, WHXFIEABRR D) , WHEEH TH VI FRAAXERITE.

48 ALEARRMBE 2 (MHeRRNENHF, —REXRS, WEREANSRES) |
TE S E D HARDIEE VI 30uL B E 10uL, TTRZEEKME) . WHEER VI BERA
RREHIUE.

S5EAMEBERT 04, WERDSRREEET (FHE Smin) , WHEETHERKNLAREFHITE.
6.5 NEBHARE, TSR 20S M —RKLE, ER—REH THRNNERXS5ITE, HNNHA
BEHRATEARERITE.
B HBRIUE:
1, EAEAREITE:
BNEX: SEREARAEAEGIHRNEN 1 nmol NADH E X A—MEEE B4,
Rubisco & 77 (nmol/min /mg prot)=[AAxV2+(exd)*x10°]+(V1xCpr)+T=369.8<AA=+Cpr
BNEX: SERARZEAEGIHAEE 1 nmol CO2 E X A—MEEIE N B4,
Rubisco & 77(nmol CO»/min/mg prot)=[AAxV2-+(exd)x10°]+(V1xCpr)+2+T=184.9xAA~Cpr
2, BREAEEITHE:
BNENX: GRAREGDHAENL Inmol NADH EX A—EEE BN,
Rubisco 377 (nmol/min/g B8 )=[AAXV2+(exd)x 10°]-(WxV1+V)=T=369.8x AA~W
BNEX: SERARZEAEGIHAEE 1 nmol CO2 E X A—MEEIE N B4,
Rubisco & 77(nmol CO2/min/mg prot)=[AAXV2+(exd)x10°]+(WxV1+V)+2+T=184.9xAA+Cpr
3. REMEETE:
BNEX: G 10 NG $R R Inmol NADH E X A—MEE I B 4L.
Rubisco 3E 73 (nmol/min/10% cell) =[ AAX V2+(xd)x 10°]+(500xV1+V)+T=369.8x AA=500

V--MANRBUREFR, 1mL; VI-IIAFEAREFR, 0.03mL; d--)¢12, lem;
V2--R A Z BEFR, 6.9x104L; e-NADH ERIENEE, 6.22x10°L/mol/em; W--HARE, g
2--FREE 1 nmol CO» % 2 nmoINADH # & 1k; T--RRZAF[E), 10min; 500--4MEEEE, A

Cpr-ZEBRE (mg/ml) , BIFERAARSHN BCA ZEEEENERNE.
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