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o- B B (a-KG) FEMMiHIE

&R : o-EIX T (a-KG) EEEINIR =

BN AR : a-Ketoglutaric Acid (a-KG) Ccontent Assay kit

FmiE 8%
aiitg - 100T/96S
fEfFSRMe : -20°C
wiNEx - MEE
B8 :61MH
= anéaRk:
k=g i mis RS
TREE— IR 110mLx1 R 2-8°CIRTF
RER— IR 17mLx1 1R 2-8°CiRfF
HF— IR 13 mLx1 3R 2-8°CIRTF
] &I 1.2 mLx1 32 2-8°CiRF
A= #a3x 1 3R, -20°C{RTF
el 37> 1 32 -20°C{RTF
TR 37> 1 32 2-8°CIRTF
BiRAYECE:
1. A= IeFBRIIOAN 1.3mL BT ERE, RATAIHA-200CHERF 4 F, BR
REHR.
2. WFIY: IGFRTANN 0.5mL Z&IEKFTD B, RATANRN-20°CHERTF 4 F, BR


http://www.jncbio.com

LR A R

AEROVBERIAER www.jncbio.com iJa#ék: 021-54720761

RE R,

3. tntEmm: IMARUANA 0.856mL ZiBKFen AR, EcHlp 80pumol/mLo-Fifk —EitniE
Bk, 2-8°CA{RFE4E.

4, BFINTRR:  IeAERRIESAERIAI:  ZEK=0.TmL: 0.4mL (# 0.5mL,
50T) A9LLHIESH, ILFATREC.

5. 400nmol/mL tAE AR ERH . SEIBEIEN 50uL B9 80umol/mL FRESR, IO 950uL
BT IR EECHIR 4umol/mL tREER. BEL 100uL 4umol/mL FREFRF] 900u
L @GR AEHIR 0.4umol/mL (400nmol/mL) tRERRE .

i : a-FIK"ER (a-Ketoglutarate, a-KG) B=REREAHERAINEFEH,
SEEMEAR-SAENXETR, B "RIES MRS 7, ERalik. &
SREFLMEZNRERIIRIE, MUEESSHE TS5HRRASTEERN, BE%
FRAEIR(ERI, GDH (6 NH4+, o-FROCERFN NADH, LEpA&ERF] NAD+, 5[ 340nm

RSB, EITUE NADH B935fE, itHo-BIN—BMaR.

(IH

NH:™+o-Ketoglutarate + NADH(340nm) ——  Glutamate + NAD"

IR SCINZRIEWIRAE 2-3 MEHIESARIFAITELR. NREARSCEAEUETE
ERENGEREE BIEAEH TN,

=ESNNEEAR:

KM R /BN, REBOHL. KER/SEHR/IEREFE. DTXF. AEI®

KRR, MEARE M/9% FL UV k. A/ aE/MISERHRHY. ZRIEKFIX.
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BRMELR:

—. BFLE(FESERFIESFE)

1. AR ZREE (9): REVR—AFR(ML)A 1: 5~10 BYELAI GEINARERZY 0.1g, HAA
TmLREGR—) IIANRRE &—, WKASKET 4°C , 120009 B4 10min, EX0.8mL Lk
iR, BEIEIA 0.15mL IR —, RIEVITROE TSiEr4%, 4°C 120009 B>
10min [FEX LB,

2. HiE: IRFRAIREE (10°0): REGR—FR (mL) 79 5~1: 1H9ELHI (B 5 B4
BN TmLIBEGR—), IKAEAKIKIEEIE (The 300w, BE 3, ER7Y, &
A48 3min); F4°C , 12000g & 10min, BX 0.8mL Lk i&&, BEIEMAN 0.15mLE
BR—, ZERWIRIELXSEE, 4°C 120009 FH» 10min FEEFRF,

3. WfAK: BY 100l i&(RIN TmL 2BU&—, 4°C 120009 =/ 10min, BX 0.8mL EiER,
BEEMA 0.15mL 2Bk —, RIEVITEIELSE 4, 120009 &L 10min FELE
st

it REE—REEIAN, MANEEFEXRESE, ENER 2mLEP EF{TEF.

=. WESE

1 . BN IR/ ERGTER 30min LA L, ETIRICE 340nm |, LRIMIIEHEEITA
EIBKEE,

3. EHMERAZRELLEI/6 £l UV iRPIRTRSEINF

iHABFR(uL) NEE RS FHE
EZN 60
TR - 60
ZIBIK - - 60
HF— 110 110 110
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== 10 10 10

A= 10 10 10

37°CFi# 5min

HFU TR 10 10 10
ESRAETF 340nm AMIITE 20s RIRIIRILE A1, TUESTF 37°CIREdRKEN 5min (BBIRYEE
SBINRCENS SEEAZE 37°C), EHTEETNE 5min20s ATHITRSHE A2 . AA JE=AT JE-A2
ME , AA FREE=AT tRE-A2 tRE , AA TH=A1 TH-A2 0 . SHEIRESRENE 1-2
Re

=, o-fXZE(a-KG)SEITH

(1) EEFERREITE

a-KG ZE(nmol/mg prot) = CiREX (AA UE-AA Z=H) +(AATRE-AA TH)xV B+
(CprxV #)xF

= 400 (AA JUE-AA Z=H) +(AA #RfE-AA =H) < CprxF

(Q)iEHrREITHE

a-KG &&(nmol/g RE)= CimEx (AA E-AA TH) ~(AATRE-AAZH) x(V EEF+V
REE D)+ (WxV EiB+V 12K —) xF

= 475 (AA UTE-AA ZH) + (AA tREE-AA SH)+~WxF

(3)EHEH AR EITE

a-KG ZE(nmol/106 cell) = C#RAEx(AA UFE-AA ZH) +(AA FRE-AA ZH)x(V £
iB+V BB T) - (NxV EiE+V 12EUKR—) xF

= 475x(AA WTE-AA Z=H) +(AA FRfE-AA Z=H)+NxF

(iEmIsaIRitE

a-KG Z&(nmol/mL) = C fRfE x(AA E-AA Z=H) +(AA TRE-AA ZH) % (V EiF+V
RECR )+ [V iR xV EiF+(V &iR+V 128K —)] xF

= 5225x(AA UE-LA ZH) +(AA FRfE-AA ) xF
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CHRfE : a-BRX _BRARERRIREE, 400 nmol/mL; V#E : REMARPIINAIREAIRT,
0.06mL;V L& : #2ENAT LSRR, 0.8mL; V IREUR —  IMNIREBUR AR, 0.15mL;
VIREUR— : IONIREUR—ROARFR, 1mL; VIRIK : RIME AR, 0.1mL; Cpr: BH
FGRE, mg/mL; W: #AXRE, g; N: MEsiEEE, LL1061t; F: HARHRE 2,
SN

1. kA 96 7L UV RUERS, WMRER AT UE < A1 =HHAA WEKXTF 0.5, FTLIA
AR RNHTHRRNE GRS L 37°CRNAJE; MRANENT 0.01, "TLUIAE
AEBHETERKES 37°CRMATE., HHERNESEN HEAR.

2. RAMEREEMNER, MWRER AT IE <A1 SHEAA UFEATF 0.8, FLIA
ISR THRBNES BEE 37°CRAATE; RAA B/, TLUIARAR
BaEERKE Y 37°CREAE. IHENESERTEAT.

3. REVE—SBEEARVERN, Bt LERFERTEORENE. MENEERSE,
EREER,

4. BEINZELFNEK, SSMAFRELRETE 37°C,

SERGSERI:

1 . FREX 0.10669 /NERFFAELALR IINREVAIHITIKASDR , IREBIELSBIRE, B 96 FL
UV IS EAA E=AT UE-A2 UE=0.694-0.679=0.017 ,AA fRfE=A1 tRAE-A2 IR
#=0.594-0.307=0.287, AA TH=A1 H-A2 ©H=0.637- 0.633=0.004 , HALIT

H: a-KGE&E(nmol/g RE)=475xAA+AA FRE+WxF =204.69 nmol/g RE
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