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EY _HEAZEFER LEE (Rubisco) WFIERPAAH

2. ADS-W-GH004 f#R3E 96 #£)
T FZEI:IIII%F{I\

ZEAHE-1,5- “HBRAZFIE R LES (Rubisco, EC4.1.1.39) BIEMIEEEATHN—XEEE, BizH
EHCOMEE, B XHIAERER R CalvinfEIRFEIFRBEIL R, AU NEEZHELEERE.,
WIATE M O] R AN EEREIRT, BREMABAE B AIEEIN LB AIBEE 1.

7f Rubisco f9fE{L T, | 0 FHIAXERHE-1,5- 28 (RuBP) 51 FH CO &5, £ 2418 3-
B HIHER (PGA) |, 7 3-8 H MR B B mEE 3-SR S BN R EEAT, FEHIRE-3-BR,
FEERFEEERS I (NADH) &4k, Eib, B340 340nm T NADH fy TFEE%E, RIT]5H Rubisco
REESEM AN, AT {E NADH HEMHLF CO.MEERFD . RXFIEMANT ATP BE RS,

=\ M & LB FNECE -
R BFR A REFEX =iF
12EGR | &K 100mLx1 Hf | 4°C1R7E

FRTR LT S B U MER FITE N EB,
X HRUHN 0.74mL FEIBKARER. B
RT3 F-200CRTF, LR
Shm, = XRAR.

3— 3l 3 X 20°C{R 77

RF= IR 1 X 20°CIRTF | ARTARJLTHBEOERFENES, B
RA= mA X 4°CIR1E | #3000 1L1mL ZEKABEA.

WA | Rk SmlxI | 4CRE

i FIETAN 2ml Z&187K, — KM AR
I p 1 -20°C
HAE | WK1 X R st 2

[F] RiAFIE IR 96 MERBVIETF M F 96 MERR B ITFMRM .
=\ FEREEFAEm:
FEAR L. 96 FLtk. BB/, KA. AR ER=S. W K.
M, ZIAEAZEINEIRLEE (Rubisco) JHEMEME :
BPUENSLIGANER 2 MERBFIUNE, THRAMERER, HREIRRRE, BRSO FARFRAF
REZE!
1. HEARHIE:
O EALRFA: FRERY0.1g HAMA, AN ImL ZEUR, KASEK, 12000rpm, 4°CEi(» 10min, B
L&, BXKEFN,

GEE)] ZHAHERR GnEHs) , T3lRERE Al EEAMBE 1.5, IR IRTEmnkeasEs
2. BN 02g B4 (KO FEEMREARTEL 1g) , MO 1mL B9 80%ZEEkiA 5138, 12000rpm, 4°CE:( 10min, F
BEaRRRANLER; ULKRERSBEER 2 XK. RERELERNTUEFMA ImL ZEUE, BAIKBRKES
3%, 12000rpm, 4°CE:(> 10min, HX EFEBEK &N,

Q@ WE/ERNEAR EREAFNMOIEOCERN, BUEFLE BA 500 SHESAMMNAN ImL
BEGKR, BEREEMEESE (K, hE 200W, #B7 3s, [8fg 10s, EE 30 k) ; 12000rpm
4°CEil» 10min, BUEVE, BKEFN.

[GE)] - EEmiERE, TRBAE/MABRKE (10 : E2EGR (mL) 3 500~1000: 1 BIELFI#HTIZE.

2. B

A EEARUIFA 30min Y, FTEKZE 340nm, FIERFIBEAZER (25°C)
@ 7 —RUSMANETEMR AT . HRWETEENIZRNFI T AT 96 MEAR D 4 48 M
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x.
@ 7E 96 FLAR FARRAIN
WA ZFR (uL) MaREENEE BEOEMNEE
LEVN 10 10
A — 20 20
WA= 10 10
nF= 10 10
T3 P 130 130
ST 20 RS, 25°CH¥E 15min
20
BRREY, =R (25°C) £M4T, T 340nm 4480, 10s (FFREE
RfaE) FHEE AL, 10 min /FiEEL A2, AA=A1-A2,

LX) 19aEMNEs, MERF AR RBRERARRN, RDEMENEET 25°CHE 15min
EEMRAFR, BRBREREBLN,
2.4 10s ERNEFRRIRETEKE Imin [FHIEE,
3EAAEENNE, TEHEKRNEE T (08 10min EKF] 20min [FiE A2) | SIEM VI(E
10pL # % 30uL, NEXFIMARRRD) - WREEMN TH VI ERNTEARETE.
4F Al ERRMNBE 2 (MEAERRNEDH R, —REeZRs, WEREENSRES) o
PUB H R DA INAEE VI(H 10ul BE SuL, o Bz&EBANE) | NEERN VI FRAR
REFTE.
5EAMERT 04, WFERDREAET (JAFHE Smin) , UWNEEHN THRALARETITE.
6.5 NHEBBARE, TMUER 208 IB—KWLE, ER—EBE M TERNREERXSS5ITE, ETNAA
BEORNTEARETTE.
. BERITE:
1, BEAEAREITE:
BNEX: SERARELEGNHAEL 1 nmol NADH & X A— MR B4,
Rubisco J& 77 (nmol/min/mg prot)=[AAxV2+(exd)x107]+(V1xCpr) +T=643.1xAA+Cpr
BNEX: SERALREAESIHAEE 1 nmol CO» E X A— MBS LAL,
Rubisco J& 77 (nmol CO2/min/mg prot)=[AAxV2+(exd)*x10°]1+(V1xCpr)+2+T=321.6xAA+Cpr
2, BEAEEITE:
BRENX: BERARAEEN AR Inmol NADH & X A—MNEEIE /1 841,
Rubisco &1 (nmol/min/g #EE)=[AAXV2+(exd)x10°]+(WxV1+V)+T=643.1xAA+W
BREN: BuAREGHMAEE | nmol COy E X A—NEE B,
Rubisco J& 71 (nmol COx/min/g #EE)=[AAXV2+(exd)x10°]+(WxV1+V)+2+T=321.6xAA+W
3. RHREEITE:
BRNEX: 810 NG SRR Inmol NADH & X A — & 846,
Rubisco 3& F7 (nmol/min/10¢ cell) =[ AAX V2+(xd)x 10°]+(500xV1+V)+T=643.1x AA=+500

V-PIIANGRBURAIR, 1mL;  VI-IIA#AREIR, 0.0ImL;  d--96 FLIRIEE, 0.5em;
V2--R KRR BRFR, 2x104L;  e-NADH EJGENEREL, 6.22x10°L/mol/cm; W--#ARE, g;
2-—-FEE 1 nmol CO, F 2 nmoINADH # &, T---KNAf[E, 10min; 500--4HfEEE, 7,
Cpr—ZARE (mg/ml) , BERARSTH BCA ZARAENEHANE.
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