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BBLIERA B BER(ACS)TE R AR & (MEE)

PR RS BA3494
S 100T/96S

FEmfE A
JETECoA & sl (Acyl-CoA Synthetase, ACS;EC6.2.1.3):2 I B AU (1 CHERg, I W AEATPHEALIE DT IR S 5HEEA
SEA RS I BRI CoA » ZIE 2 AR T ERB- A IR LGP I8, TEIL I IR EECoA TR B It N EE I 18 RGUHE N2k 1AL S5 kAT
Ja Bl TEFFIE, TEALIIAEmECoABE mIME N RE R RIS S5p-Adk, Wl Ve H ih = s A8k AR 1 & i 4.
TEATPRIME AR T, HEIECoA R FUBEH: AL i 17 1R S HH BB AL & A UIBEECoA,  NEBECoATEREBEHIEE A F L
(Acyl-CoAOxidasc, ACOYAL T 2E it E b A, i B AL A MN4-AAP TOOSTE i S8 AL M B HOAE F R A2 R 40 07, 7E550nm
A R AE TR LU, i T DATHE ACSTEE

ACS .
Fatty Acid +tATP+CoA ———» Acyl-CoA +AMP+PPi
Acyl-CoA +0; &’Tmns-2,3-Dehydroacyl-COA +H20;

POD
H20,+4-AAP+TOOS —® Quinone Compound (550nm)

TER: SRS AT BORFR2-3 T ZE 5 K AOREA I SE 06 o W SRATEASHE G AR 0 52 0 ] P S DO s 1 A A it
s .

FE i A
A 44 R FAE TRAF SR
FERGH AR 110mLx 1R 2-8°C
A — VAR 13mLx i 2-8°C
[ - i sx Ui -20°C
A = #sx Ui -20°C
Y #sx Ui 2-8°C
W <132 -20°C
A7 WA AmLx 13 2-8°C
it WA 1.3mLx13¢ 2-8°C
A\ WiAA2. 5mLx 13 2-8°C
FrifE i WifA0.15mLx 137 2-8°C
Vo VR PR B o«
Lo R®n = A EFRAIEA AR, WHRTINA 2.575mL 2K 80 MR, AR 4°C 117 4 &, &
Yo S B ik
2. RA=: RFE T RAURA AR AIEIR T, IR ETINN 2.5mL ZZ18K S0 B, R RARF-200C #7F 4 &,
Yo S E ik

3. WA R E DR AR BB, S AT 2.715mL A EHFE AR, R S8 R F B DB 17 40C
A 8 i, BiibdEK.

BRI TN 1.3mL Z&MK 7 e, A SRR 4°C 20238 0/1F 4 J, kb s SRRl

WA BENH, aTET 40°C KB EEEEW G

FrtfEdh: Sumol/mL AFAHIE CoA FRifEdh, AT H % b B LA O 2K .

AR ) = 1 P AR A A 42 AR ) ) = 37 DY 379 550 75 k57 -5 =100puL : 20uL: 20uL: 20uL:
10uL: 30pL: 10puL(3k 210pL, 29 1T ELBIRCH] S AR, IECILA, 3 /A 5.
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P B A A

AL HG IR TH/BERRA . ARUR DAL KV TEIR B 250 . AR Ss . RIS L B /96 LR . BFERET 4%/
0B AR TAER(>98%, AR). VKAIZEMEK .

BRIEDR:

—. BEARAE (MELHEMFNEAR, BAELHTUSECR)
1. A AL FE(): RERAEF(mL)A 1:5~10 M EICGEIFRINZ 0.1g A2, TN 1mL $2E0R) A $EEX
W, VKB G, 12000rpm, 4°CE.L» 10min, B EJERE T0K EAFI .

2. ZHM/AHE: R

A (107 AN): A2 BB AR (mL) N 5~10:1 B EEBICGEI 1 T 34uon N 1mL $2E0R), UK

PR REA A (Th R 200w, A 3 8, ARG 10 £, &AS[E 3min); 12000rpm, 4°C &0 10min, B LiEE UK -

(SRS

3. A/ AR BERNGE, HAEMR, BOREETIE.
T R SR T DR B R J AT 5

= NP B

L. AR EICFETH/ AR T HY 30min LA E, AT 550nm, ] WAt BT AR IR E
o SRIOHTR AR IR AT
3. ARAEMBIMRE: B Spmol/mL ERAEME CoA PRk i FH ZR B/ HAT M REAR 2 2.5. 1.25. 0.625. 0.3125. 0.15625.

0.078125umol/mL FrIFRHE & H -

4. bRAESRRER :

s i R TR FE Pt it A A TR AR Pk G I FE
(pmol/mL) (uL) (uL) (pmol/mL)
1 5 50 50 25
2 25 50 50 1.25
3 1.25 50 50 0.625
4 0.625 50 50 0.3125
5 0.3125 50 50 0.15625
6 0.15625 50 50 0.078125
B LI REAMARAEE TR 200l AR O AN AR AR I E RO AE)
5. BRERE 1.5mL EP & HF KA LR 7)):
WAL (ul) e 5 FrifE THE
FEA 20 - -
PRt i - 20 -
7&K - - 20
TAE 210 210 210
FEOVRAT, 37°CHERA SR 10min, 7RI BL Rk
7\ | 20 | 20 | 20

IR E], E IR 5000rpm 20 Smin, WREL 200uL _iEWRAE 550nm AL E BOLE A,

SAEN ATIE . AFRE. A TH, HEAA NIE=A IE-A ZH, AA brE=A FrifE
A A (B EERAREZ R FEW 1-2 ).
e 37°C I T FaERs, EEARS 2, @t Tie .

=\ JEBREEA G BERACS)TE T

1o i R 2

MR AR AEE MR EE(x, pmol/mL) MG EAARRHE(y, AAFRHE), @ILArERhZE. MRAEIRAEMZ, HAANE(y,
AANE )N AT A AR EE(x, pmol/mL).
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2. JRBEHEG A & ER(ACS)TE 5 :
(1) AR E LR
Mg iE e e FERNAR RS, 58 EmeE H ™ A4 L pumolBF A BECo A TE SN — MBS 47
ACSTEM:(U/mg prot)=xx VI +(Cpr+VH2 BT xF=x+Cpr+10xF
() AP EHE:
igis e e ERFERT, [oeh g4 2= 4 1 umolAF R Co A TE SN — MM L 467 o
ACSHEM(U/g i &)=xx VIR I+ W+TxF=x+W-=10xF
(3) LA E A
g iE o e ERNAR R, A 81070 A 1 umol R I Co A SE XA — NG FRLAL
ACSIEE(U/N07cell) =xxVHEEL+N+TxF=x+N+10xF
(4) IZHBAARFATH
s o e fERBE RS, /58 BmL A= A4 L umolAF R BECo A TE SN — B L7 o
ACS#H M (U/mL)=x+TxF=x+10xF
VIEEL: IINFISREBGRAARL, ImL; T: &MEFE, 10min; Cpr: HEARAKE, mgmL; WHEAF &, g N: 40
HiE, LA07ih; F: FEARMREAEELC.

HEEE:

1. HAAMERT 1, 7] FHZEBKRRREA S50 5E .

2. AHAAWE/NT 0.005, FJIE 2438 KFEA R RN TAER A RF— A e, ERRPEGHE AR, s
FREAEEL F=V AnifE/V SEBR(V brdE: IR NAR R RS AE AR FR, 20ul; V SEPR: SEFR TN OB R FIFEA A
M, pl)o Z5f: FEARE N KA 40ul, UBLB & MR A T & 5 A X8 ACS i (U/g it & )=xxV 2 B
+W=TxF=x+W=+10x0.5,

SEI LA«
1. B Spumol/mL EAAEEE CoA Arifkdh, FfEZE 2.5, 1.25. 0.625. 0.3125. 0.15625. 0.078125umol/mL, f#HEIERK:

WS BRUEE OGRS S AR v B WG 2 ST AR R 28 y=0.2757x-0.0515, R2=0.9958.
2. AFESRBREARR IS R
o /4T

FEA e FEA &2 A2 AT H AA ACSTE <K A
B /AR
K BRI 0.1050g 20uL 0.335 0.055 0.280 1.145 U/glii &
pizes 0.1056g 40uL 0.185 0.055 0.130 0.312 Ulglii &
LR HEN 40uL 0.096 0.055 0.041 0.017 U/mL

T
. IR AR T 96 FLAREAT IISE
2. FEAHN ImL HEBURAREL
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