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> BREEMAmplex RedBifREREA P EIRACIIAA & (Amplex Red Phosphoenolpyruvate Assay Kit, fii#fAmplex Red
PEP Assay Kit)@—Mik T Amplex Red, FIFHZOESBOCERMN, Pk, &SRB MIE, MK, REEEVER. H
. AN DS H G s A s 77 b TSR i P AR AR T X P IR 5 AR AR I AP M R R o A TAR AR & @R 0. 5-5pl i ig =il
HAE S R F T AR R AR ek AR I,

> BERIGEZEIER (Phosphoenolpyruvate, PEP)ZAWAIMEH & WAL 7, RNERERE SO 5 A rh ok (L & YA Qs A — Ff
Kegrhia=, RAEMENPARE BEEN—AMLER, 25 2MAEM e, TR RIE 2 EY R, EHIETIRIE R TE
JeEtERY, PEPHCRIEE EZ(EH ., PEPYENEZEMG 7Y, S 5REMMIIRIG—2 N, R AR =X P I 2 P R
Bl (Pyruvate kinase) (L, fEEEAE AR T RHUBIIRIRE B EIADP b, HEWZERATP LA NEAER, JFREM I R EIEE
B, fECAEYIF, PEPERERRIMRZA IR (L BS (PEPH(LER) MIMEF FEIECO2, FHH b N EmEZRR[1].

> AR Amplex Red/@ — O Ho O i EBUEHIZOEIRE, fEHRIE S (LY (Horseradish peroxidase, HRP)fZ{ERIIH
T, Amplex RedfE5H.0. L:1K, FAEmZNNLETOEYIBUAK R (Resorufin), 15K R IR KA IEK A571nm, &AE
SRR 585nm, I HAERMUR AL B RGRAT AT WDEIR I, BRI AR IR &R DARIIROC EE RS E R A5 2R A T A

> AR &AW R S S 5’ 1, fE A B R B (Pyruvate kinase, PK) 1Y i {b /E I R, 8% B2 4% B X 9 R R
(Phosphoenolpyruvate, PEP) 5 &R+ (Adenosine diphosphate, ADP)Jz M££I EAER (Pyruvic acid)fIATP, f£#& iR
IS — 4% H R (Flavin adenine dinucleotide, FAD). #iif¢#3: ff#R (Thiamine pyrophosphate, TPP)FIEEE F#1EIZRM T,
A A PR R R ik — 5 A2 PR TR S (L B8 (Pyruvate oxidase, PO)AY/ER NAIEULA: SR AR AL SRR (Acetyl phosphate).
CO2MH20., FEEKNH2025Amplex RedM M #1IR K R (Resorufin) A5 E 8 FE BN B R A 24 T SR it Fh I IR
A BRI & i 15 R AR B CRE 5 it I A 1 2 P R R ) 25 e B A B

_PK |

@ ADP + PEP Pyruvic Acid + ATP

@ Pyruvic Acid +Pi+ 0, + H,0 — 0

HRP

Acetyl Phosphate + CO, + H,0,

3 H,0,+Amplex Red

Resorufin (Fluorescent)
K 1. B RKAmplex Red Bl i = R ERER A A & (S031 1) Kl FE &,
> AR RBE R, LUK, AARHRD, RFIEERERAREIN20ulR, SRAREEAI AT DS IR EL R 10uM Y
RGN EAER, 1E10-500uMIRETEEINE RFMLIEXRR; RAVEAETI AT DGR LR 1 uM B R 1A B AR, 1£

1-200 MR BEEREIN A RAFRILRMER R DOCKIIA R B LU EAS T 291015, o] DA AT S0 BiOkESh, AT S it Tk
R BRI, P DUBIE 2 HIbR £ (B2), T HRE S AR R RS R B R 5 =

Colorimetric Assay Fluorometric Assay
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K2. B RKAmplex Red BRI B P BRIR AL M7 & (SO3 L1 ) A TN ol R i B2 P R R b e it RO PR Tt 2, /5 IR RO FE ARG,
HEDNIOLRM, ARG R AR, 7E10-500uMRETERINA RAFIEMERR, RAZOECRININ, 1E1-200uMKE
TEEINA RAFRISIER R, K EBIE R R SLR A, NSRRI EER, EHERHESE,
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> ARFIGARNTTERE, KRR, ARF G DO T, el IO, BN FE230 72 8 RITAT 725,
> AR SRR A — e B, #RAARRFI & BeyoLysis™ Buffer A for Metabolic AssayZfiik1S rIZmiIsk
HLWER, A TFEZRAEFNETRE2EAN & R A BeyoLysis™ Buffer A for Metabolic Assayi# T RIIAES
R, B ERR; T EIERT TR HIRE. #1TSDS-PAGES— L5445 5 1A iR 8 H i Western il
> ARMEMAGEE, ARFIETAT/E. KRB AFRNIE,. R, FRIEEEMIRR, HAisss LiE. A9 siafrt S5 m
fall, ARRFNEAOUES/DBEREARRT, HIFFEES&EREIEHigh-throughput screening) i) B 3EERIE RS,
> FRIRAE R BRAECE, BT O6fLARAGINET, ARG/ NEEERT DUEAT 10070k,
BEBE:
7 iR = et (2ES
S0311S-1 BeyoLysis™ Buffer A for Metabolic Assay 20ml
S0311S-2 PEP Assay Buffer 20ml
S0311S-3 Amplex Red 200ul
S0311S-4 Enzyme Solution A 200pl
S0311S-5 Enzyme Solution B 200pl
S0311S-6 Cofactor 200ul
S0311S-7 PEP Standard (10mM) 200ul
_ BIAAF 117
RIFFM
20°CHRTE, —HFAM. HPFAmplex RedflCofactor AU IR 17
ARSI
» Amplex RedfEZ ARG E, HEEMRRMEH, HAEMASRETHRTEE LR,
» Amplex RedHIR N =YITEIEIRFIMAZTE FRRARE, KIHRERMARRPH M7 HEEE(DTT), B-HikkSESEOE K
MR R T 10M,
> BRI AR pHIETE7-8Z ), EN2FMAmplex RedFE HEMZEOEIE,
» Amplex RedfIPEP Assay Buffer®iZ5e2 2ffAIF PR ERGFEMH, SNSEIRINEER, B H N MIErK Bt
7o
> NIRRT AT SO ORIIRZE, AR AR S R BRI S IZARYE AR RSOk E . Y #E5 yBeyoLysis™ Buffer A
for Metabolic Assayfill#& 4 IaH I ZEEE SIS, R fEFBeyoLysis™ Buffer A for Metabolic Assayfifg, M 9IMRE
FH UMM, EEFAPEP Assay Bufferfift,
> A, MUEREEFFERATRIE4°CIR A, TRAFAIIN RIS 28, &N e ma i g SR e R, 8% S FE B AE-20°CLR17, -80
CCIRFFHELE,
> DOCHEEARSA I N {6 I & A U A BAR B T AR, #E77 I 28 = K BeyoGold™ 4 A 96 fLAH At S dfl (- iy o, JHAZ FU2E)
(FCP966)5BeyoGold™ & 437 FH IR O6 FLAN M IS 77 AR (7 i &, J4Z E3E) (FCP965),
> APERAURTEW A RIREAIRH, MEHTIRRZEHEIRYT, MIHTRMEZS N, MEFERTEEEEN,
> NTER R, HELRRIFER R ERE,
(EERTEN
1. PR HES
a. IMEFEAHERT: X T MERES, IR RN25° C R E308-2/N N, RERIZUE R DARIEIN, 41 B R E I
IR, 4°C£11000-2000 X gB.0 10738, HE G RERMS LT, TEAERIE GEPEETTE, N T RAES, e
MAFERSEEDTABATHIEE, 4°C£11000-2000 X gBHL1050%, Exd GekpaE & REREINIE, FEAEKRREATE,
EMIMLREAFRE T K L, WERARGEZEMET, AT DL MHALRTE T-20°CEE-80°C, A T HRTEIFESL, TERIIATREZR IS K
BEmEH, SEHEOITRES,
b. ZIMIsRALRESHES : N FREFEINGEEIME, PBS (CO221A) MR — RIS IR AR IR, A FREFRM IR, SFEiE Y B
(41100-500x g, STEMUERAMEIE.OEN, 7 EIEHFWRETREBIK, #%8E10077 400250 A 100-200ul BeyoLysis™ Buffer
A for Metabolic AssayRILLEINN NS, 1&EYWFT, VKIR5-107 5 DAFE /3@ 4HMT, 4°C£)12,000 X gBS03-55r8F, HU L
BHTESAM, N THEWER, #%RE10mgHZMA100ul BeyoLysis™ Buffer A for Metabolic AssayHILLAl, i
TissueMaster™ /& i@ BHAME(1.5/2ml X 48) (E6618), TissueMaster™ P8 RITEL (E6600) BRI FE 51 3K 88 E 41 4°
Celivkin E IR A1 R TSI, 4°C&912,000 X g B03-570 %, BRI T/Rgiaill, DL G # e R AE4°Callik Lk
1Eo il tr AU ZURE A SR RESZ RIS I, 7] PA-20°CEE-80°CHR 17
c. ST LIEFEMAVHESRS: N TIEEEAIMG, BEREBUESRI; N T RN, BOBUEFRIR,
2. RAERIHES :

a. FifAmplex RedMPEP Assay Buffer, FHiRE=RGERESEH, HEHAFERTIKGER, EHZEEE RIS
BRI TE
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b. Amplex Red/x M TAEiK(Working Solution)HJFECHil: &AM 8Ol AT HIIE & Amplex Red M TAFiK, 95
IR&72ul PEP Assay Buffer. 2ul Amplex Red. 2ul Enzyme Solution A, 2pl Enzyme Solution B, 2ul Cofactor, B[]
Al 80ul Amplex Red KW TR, HUERHGIIRS S (BLIEFRIE ) 8GR, FCHlE 2 Amplex Red W TAF#K, EARBCH]
JiESE TR, BfliFAmplex Red R M TAERUNE B F4°CHUKimBARTE, ATDAMES KAEAH, HEBUR R,

Samples 1 10 20 50
PEP Assay Buffer (ul) 72 720 1440 3600
Amplex Red (ul) 2 20 40 100
Enzyme Solution A (pl) 2 20 40 100
Enzyme Solution B (pl) 2 20 40 100
Cofactor (ul) 2 20 40 100
Working Solution (ul) 80 800 1600 4000

1 BTEARA A ERD BZ U, BWIGEREMART SRR L—T, REESRYEHEER,

112 P ERATH O 2 H 7 TE 200 R AR I X PR R A A U 7 22 TP, NSRS AN IFR B E H2 00, AR IR B 5o IR

L, MMAAREEnzyme Solution ARJAmplex Red MW TAFifK, RIACHIAmplex Red i TAE#IN2ul Enzyme Solution AF

PEP Assay Buffer® X, TR AEGFLATISEER Z 20 TRFLAY 4.

3. FRSHISE <

a. PEPHRUEHNZRIZ B (WOCEEsOEARIN, RIEBLAR—Rh, X TR D SOR RSN, LIeHEf R eRm).,

(a) WEER: HY5ul PEP Standard (10mM), AIA95ul BeyoLysis™ Buffer A for Metabolic Assaysl#PEP Assay
Buffer (405&MBeyoLysis™ Buffer A for Metabolic Assayil#&HIZMiIskHL S, A PA#HBeyoLysis™ Buffer A
for Metabolic Assay; RIGMIMRK, EIESFITHFEIIMES, ATLAHPEP Assay Buffer), 8%, BCHIEIKE 9500
UMAIPEPFRHETA TR 53 AIEXS00 UM HIPEPARIEIA TR0, 4. 8. 12, 16, 20ulANA96FLARAIPRIMESHFLHY, FFAH R 3 A
BeyoLysis™ Buffer A for Metabolic Assays{PEP Assay BuffertMeZ20ul, I, FRfEHIZAIRESH1290, 100,
200, 300. 400, 500uM,

T DRGNS B A FE R 96 FLAR (FPT010/FPT011/FCP962),

(b) ZeEAeM: EX2ul PEP Standard (10mM), MIA98ul BeyoLysis™ Buffer A for Metabolic Assaysi# PEP Assay
Buffer (405&MBeyoLysis™ Buffer A for Metabolic Assayil#&HIZMIERHLME S, A LA BeyoLysis™ Buffer A
for Metabolic Assay; SHARMMIMAK, EEFICFLIIFES, FTLAEHPEP Assay Buffer)iR%), BCil A N200u
M PEPARIETA IR . 77 A EX 200 UM B PEPAR HETA RO, 1. 2. 5. 10, 20plAn A96FLAR FUAR e S FL AT, - AH B 3t A
BeyoLysis™ Buffer A for Metabolic Assays{PEP Assay BuffertMeZ20ul, A, FRIEFRZAIMKE 735180, 10,
20, 50. 100, 200pM,

T SOBRIMIT A F 96 7L AR (FCP965/FCP966),

b. HX1-20ulkE FelfiaR G R RO LAREM AL, JFAER N ABeyoLysis™ Buffer A for Metabolic AssaystPEP Assay
Buffer®=2fEfhfLH, #NEZE20ul, FIFEENSBeyoLysis™ Buffer A for Metabolic AssayZ{PEP Assay BufferftJfL %3
FIM I,

T TR EETE R HE RN ZTE I PN, B SCGHAT ISR I AR I B 2 DR RS, DA E RS ADPRYRBOKE, W%

EATEPRERERTEEIN, E AR AR RESEE M. R BeyoLysis™ Buffer A for Metabolic Assayfill &I

MRS RRE S, B BeyoLysis™ Buffer A for Metabolic Assayfife; QIRMMIMIR. 5% I RMAIRIIRE

i, AIDUMEFIPEP Assay Bufferfife, FmEMREEEGC AN (FIANAG B FEEST 710658, AR © FRRERIRE

5 10ul, Min=10X 20/10=20).

c. BfLAMAAmplex Red =M TE#80ul, {RAI, 37°CHEER M 307751,

T MRBOCERRESOCRTS, AIE Y K S BN T, B4 S 45886053 #,

d. WMERERBSCERT, MEAS70; WRMEAZCRN, REBREEKI560nm, KEHKKA590nmiEA TR EEAR I,

e. FNARUERNZR, FFHBEAEMTPPEPAIRIEZ(A), WMRMEMAE SN RES LS, FHEMIESEMRERELE RN RINES
{Ho PEPFRIERNZFIDASH K2, WOCRERMITELO-500uMIK EVERINA REFAVLRIERR, JOURMITEL-200uMIKETERING
RAFINEIE X R, PEPIKERITHRE AW R:

C(uUM)=A Xn

1 AJ9 D BR3etRAEAR M L E AU PEPIRE (LM) ;

YR R E Iy iy e
12 WIS AR B X Pa M PR I Hrb (L35 7 Wl R e P i PR A IR S B X PR R AR ) BRI, thm] DABR Ao B0 5
R A I 2P A PR AT R R A B P B R R U B /R IR, BN TFRIRTTE,  (URHR IR B X PT R

SEXHN:
1. Wilson DF, Ereciriska M, Schramm VL. J Biol Chem. 1983. 258(17):10464-73.
PSR
e =L (2ES
C0016/C0017 FLIR it S 4 25 A iR & 1007%/5001%
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C0018S/M FLER I BG4 A A 0 & (WS T-875) 1007X/5001%
S0110S BN S AV BT AN ] & (WST-872%) 100¥X
S0111S TR S AL Bl 711 97 326 10 & (WIS T-87%) 100¥X

S0112S/M Amplex Red # IS E AV ERIEVERS I & 1007X/5001%
S0113S Amplex Red BIER SRR i 0 A & 1001
S0114S BIGENS /B N A I 157 & (WS T-87%) 1001
S0204S D-FLER A7 & (WS T-87%) 100¥X
S0208S L-FLERAS A & (WST-872) 1007k

S0211S/M Amplex RedAH &z 55 RH & B a0 00 & 1007%/5001%

S0215S/M Amplex RedilF 2 RaRAERAG AT & 100#%/500¢%

S0219S/M Amplex Red H il =Eaka A& 1007%/500¢%

S0223S/M Amplex Red H &R & 100#%/500¢%
S0227S Amplex Red L-FLERA A & 1001
S0231S Amplex RedRER 5 JRIZHEFr I & 100X
S0235S Amplex RedifRER a7 & 1001
S0239S Amplex Red ZFERE IR & 100X

S0243S/M Amplex Red B IS/ X #E IS KA & 1007%/500¢%
S0247S Amplex Red A &R 5 A & R EUL R A I 0 & 100X
S0251S Amplex Redid &t E 513 SRR & 100¥X
S0255S Amplex Redid E (b S Fta AT & 1001
S0259S Amplex Red #g & (b Ete AT & 1001
S0263S Amplex Red #Fik famta iRl & 100X
S0267S Amplex Red iS5 £ B RERR AR & 100X
S0271S Amplex Red ZBtRHARERER AR & 100X
S0275S Amplex RedAEHEAERRAS AT & 1001
S0279S Amplex RedifgRg DAz NI & 1001
S0283S Amplex Red LRI 1001
S0287S Amplex Red LR HERA I 100 & 1001
S0291S Amplex Red Lk & 1001X
S0295S Amplex Red Lz BRI & 1001X
S0299S Amplex Red P ERER A7 & 1001
S0303S Amplex Red P R FR i B A A7 & 1001
S0307S Amplex Red ADPRIMIAFIE 100X
S0311S Amplex Red R iz P B A A7 & 1001
S0315S Amplex Red Py &R A & 100/
S0319S Amplex Red P &R & B far 77 & 100X
S0323S Amplex Red a-fi% A& 100X
S0327S Amplex Red RA&Z AT & 1001
S0331S Amplex Red RA IR E BRI & 100¥X
S0335S Amplex Redtr BRI TR & 100¥X
S0339S Amplex Red # i ZFRAG TR & 100X
S0343S Amplex Red & & IIAFIE 100X
S0347S Amplex Red % fE S L Eg R I & 1001
S0351S Amplex Red BHERMIRAE 100X
S0355S Amplex Red FLAER A& 1001
S0359S Amplex Red 755 FLARN & 100X
S0363S Amplex Red¥-7L0E 5 F 7L SULRRAR NG & 100X
S0367S Amplex Red 2 ZF Rk & 100¥%
S0371S Amplex RedZ 2 Bl 5 i & FE A I A0 & 100¥X
S0375S Amplex Red A& 1001
S0379S Amplex Red bR S s ke U7 & 1001
S0383S Amplex Red ZH: g ARIIAFI & 100¥X
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S0387S Amplex Redffilig Al & 100X
S0391S Amplex Red ZBEHHEGA & BRI & 100X
S0511S L- R N7 & (WST-81%) 100X
S0514S SRR i S O A A ) 2 (WS T-872%) 1001
S0517S IESARERAS I & (WST-81%) 1001X
S0520S JESA R RIS A U157 & (WST-87%) 1001
S0523S SATEEERA I & (WST-81%) 100X
S0526S AT R R S A R & (WS T-875) 100X
S0529S Amplex Red BB AT & 1001
S0530S AR SRS AR I & (B A1) 1001
S0532S Amplex Red JEFBEAHEFA & BRI & 100/
S0535S S SRR IR & (WST-81%) 1001
S0538S N- . U o A i A 0 & (S 9K 100X
S0540S Rt A ETASRES) 100X
S0542S i R i A R & (S 9K 100X
S0545S it e R T il 791 a2 1 & (B 0 1001
S0547S fEd S e E R & (B AX) 100/
S0548S Amplex Red#iid SRR ER AT & 1001
S0550S Amplex Red#iid /Al i e 1175 & 100X
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