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1. #iR

Promega I2tH8EEZ 4 (Kinase Enzyme System, KES) 8T, —AkNZARIKEEE, —HiZXEEEAN
B, —RNEPR, VARBMEERNAENINTED. BERA (KES) + ADP-Glo™ Assay B @A E AT
WEMNHEEENFMZE T —REEFENGZE. XNERARENERIHBEERS (Kinase Enzyme System)
MmABit%)5 ADP-Glo™ Assay A& EANARE RN, D ERS IR FRBMEILLRRE.

ADP-Glo™ Kinase Assays (Cat.# V6930, V9101, V9102) & F4AY LI X8 ADP Ml 55%, SREEHE. 1§
. THTEEBEMENIRAR, XMUNAEES EEHERMIED LR ADP BIEEXRN EHEBHEE, &
MpFEERENESEESHEEHEEL, XMNGEEEESSHTUEMEYX T ZNELMESTENR D, F
© T LARL A H] R 5 S AU ES i M S AT BV IR 842 77 52, ADP-Glo™ Kinase Assay o] Fi T 8l JL F4EfI ATP HER
B 1mM B ADP 4B (BIan, B ATP B8 ) A05E M., Promega if{2fit ADP-Glo™ Max Assays (Cat.# V7001,
V7002), TJABFEEESRE ATP (F81d 5mM) BIER,

EHMBRNTKZE, XIMENGEURNEERIN, £—%, MASEBRNMAERSEERL ADP-Glo™ Reagent
, F—SBREIEEERNFERGREDRRN ATP (BEZMAXTXQNNTY) . £2%, A Kinase Detection
Reagent, X—# B ¥EERMISIE P 4RI ADP U N E ATP, BRESHEME ATP BT S RE / =X
ERRAERN (B 1), ERNRNTENLESTURUZEARUICRUE, R ESEESEBRMDTEN
ADP Hy#12, EIMESEM2IEtL, £MIHER ATP B ADP iz, TJLMELRNIESS ADP SREMEXE: (& 2),

ADP-Glo™ Kinase Assay EEmATE, HEE(E ATP 3| ADP B WER THIUEERENES, FEHIEEE
BIFEEEENE, NEKEFSEBRISRYE, ZoUAEirEs/NNEReS, BZ BXF0.7 (1),

ADP-Glo™ Kinase Assay SE T HRMITTIE—HRE, HLETARUNGTEERK (1-3), ATERERER
H—TREENNREE, RMNRESTZARNRADREN ATP HE, DU ADP 53R, AT iF(M ATP #ExY
ADP-Glo™ ol REIEREEM, HKAILLR TR Promega B4 ATP MIE AR EAY ATP, 7£ ADP-Glo™ 1%l i 7=
ENESERL, FRE/R, Promega B4 ATP i FEAKIRR ATP, K KiZ2E 7T ADP-Glo™ W REE, LLEH
H At E R ATP =469 SB LH{ES H 2-3 15 (4),

Step 1. Add ADP-Glo™ Reagent. N
Kinase reaction ( \
‘Ti! =+  Substrate ‘Ti! ‘Ti %
Remaining ATP. ATP remaining
® after your reaction.
Substrate
OR —+ —>
P\
Step 2. Add Kinase Detection Reagent.
ATPase reaction
T ":DP p“:DP-_ Convert T Detect - Ligh -
4Pi( B '{P)( B ® Luciferase/Luciferin — 19 t ~ =
— g Newly synthesized ATP. i
Your Reaction Reaction Products ADP-Glo™ Assay

E 1. ADP-Glo™ A ZXFRERE. XMUNGEEERNTE., EHEH ATPBRNTHKE, F—%, MMA ADP-
Glo™ Reagent , X—HFBoXIFHBRNHEREBRZPRRIEM ATP (FE 40 2 HBEENE) . £2H, A
Kinase Detection Reagent, X—HBoiEMEE R ISR P ML ADP #4830 ATP, EINESHEHKINATP 25
EARE / EARRMNMFEAARES (RBEBRNTERAN ATPIRENARE, BEHEN 30-60 28) . KXE
SBRESHBRNDFEN ADP HEE, BEEEDS ATP BSEHEEL., XMENERERETHT, FRUUEERE
LIRIE,

R, °
ERER (ILR) EMRAFRAT ik EREHREKIE=IRRE 36 SRR S0 B E907-9009  KARSZHRFEIE: 4008108133
Promega (Beijing) Biotech Co., Ltd  EBi&: 010-58256268 WIHE: www.promega.com AT chinatechserv@promega.com
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A. B
6.0 x 10° -
110+
100+ *
5.0 x 10°1 ¢
o 901
= = i
2 40x10°1 s 80
e r?=0.9928 B 701
3 3 501 r? = 0.9959
@ 3.0x 10° - 2
% 3 5x 10° =} 50
QE’ & 4 x10° m‘? | (S
8 5 (=] i
§ 2.0 x 10° 1 s zlg 2 40
b X
§ 1 x 10° E’ 80
1.0 x 10¢ 1 3 20+
0 2 4 6 8 10
% ATP to ADP Conversion 10+
0 . ; , 0 . . . . . . . . .
0 20 40 60 80 100 120 0 5 10 15 20 25 30 35 40 45 _
=
% ATP to ADP Conversion % ATP to ADP Conversion 5

2. ADP-Glo™ Kinase Assay B4 MM RYE. KR ADP-Glo™ Kinase Assay I ARF i #TM313 Frik, EAR
BEESH 1X RME DR A (40mM Tris [pH 7.5], 20mM MgCl, % 0.1mg/ml BSA) 41 1mM ;RE T ATP Z/ ADP &
DAL (FREMZ) (5). HPFARERZHELSARE 1mM 89 ATP F1 1mM £ ADP & RBE M M. Ml
BFHEN ATP + ADP fRER D E 5ul HBE—MEEH. FiBBH 384 FiR$, ADP-Glo™ Kinase Assay JBi37E
=B TEEFLIA 5ul ADP-Glo™ Reagent #1 10pl Kinase Detection Reagent i#1T, ADP-Glo™ assay B9i% %I 2 & F
Multidrop™ Combi nL &4 /& 28 (Thermo Fisher Scientific) B2 %) 384 FLiRP, KIEEREXMNAXESHFYE (RLU
= relative light units), Panel A. MEZ 0TI 1mM ADP, Panel B. LAXSEEIA ATP 2 ADP R BALIESE R
tb (signal-to-background ratios , SB) RERMNRBUE .,

ERER (LR ) EMRAFERAT b ERHRBXIL=IRRE 36 SHEREZ 0 B E907-909  BURSZIFERIE: 4008108133
Promega (Beijing) Biotech Co., Ltd  E8i&: 010-58256268 WIHE: www.promega.com FARZIFMRFE: chinatechserv@promega.com
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2. i#1T ADP-Glo™ &l B9IRE /5%

& : ¥ Kinase Enzyme System DHJHEMRERE —70°C, ATRENREHRR, BENEVERIBEERATINER
ZENMY, HEEFZNEETEME. AT7TREGRENERE, MBEXNEFHTRELCENS RARER. NEzAHRERE,
Kinase Enzyme System HJANTE —70°Co] IR ERE—F,

AP &RENE

+ ADP-Glo™ Kinase Assay it #|& (Cat.# V6930, V9101, V9102, V9103, V9104) , T ADP-Glo™ Max Assay izl
& (Cat# V7001, V7002) , DARAEXEVRIEFA (ADP-Glo™ Kinase Assay & KF it #TM313 5 ADP-Glo™ Max
Assay s K Ffft #TM343)

c AEXNBESIIR (AEFEREEKRUR)

« ZBEMERIENBRIF

« WMFIREFN

oHE S AR B 2R SeAaAY

i£: ADP-Glo™ Kinase Assay T —fREIERM T FHY
e Ultra Pure ATP
- ADP
 ADP-Glo™ Reagent
» Kinase Detection Substrate } Kinase Detection Buffer

2.A. #l% Kinase Detection Reagent

1. 7EZB T#K Kinase Detection Buffer, TEMBEDEEFE T,

2. WRBFENE, ¥ Kinase Detection Buffer 8F 37°C FHF4ERE0, 415 Héh,
3. % Kinase Detection Buffer ] Kinase Detection Substrate ZE{FE BRI FEE=IR.

4. B2 Kinase Detection Buffer ##Z B 5 Kinase Detection Substrate BIEIHEIET, EXRTFEY, XH
#1%&1F 7 Kinase Detection Reagent ,

5. BURZMRE. TEKIHTERSYESRT, DEREHI0ER. ETHIRE Kinase Detection Substrate
MIZEEARR 1 SRR TS MARE,

6. Kinase Detection Reagent 47 BIfER, SERE 7 M/IMAEFFFE -20°C , Kinase Detection Reagent #£ 10
NERBERANZREN,

R, °
BRER (IR ) £EMBEAFRAT it JEEHRMKIC=IREE 36 SRR S0 B B2 907-9009  HARSZHFEIE: 4008108133
Promega (Beijing) Biotech Co., Ltd  EBi&: 010-58256268 WIHE: www.promega.com AT chinatechserv@promega.com
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2.B. /1 ATP 3| ADP BY354L it E B4k

ATEERNPITENADP 8, RINBINEESBIATPERNDEANATPRE, SIE—RRAXATP LA
ADP 5 & i@ EARXT M AVARERZ ( “ATP 2| ADP %% ), XEREREZRRTHEEENZRRED L TREPOTH
B9 ATP 71 ADP BVE (& 1), &% ATP X ADP #x /4 # 2 B F VAR EAE @ 2 AR ROR B 895& SRR B ATP 1 ADP fi# &
BWEAMM. XTERFREHREANESEMER, B2 ADP-Glo™ Kinase Assay 15K F# #TM313(5) 58 ADP-Glo™
Max Assay K F A #TM343(6) B8 3.A =75,

£ 1. Lin & %R ATP 2| ADP BIE S s L=,

1 2 73 74 #5 #.6 L7 7.8 9 #A10 HAM1  F12
%ADP 100 80 60 40 20 10 5 4 3 2 1 0
%ATP 0 20 40 60 80 90 95 96 97 98 99 100

2.C. {EF ADP-Glo™ & 75 %33 s B8 R B TS M BIRIER R
1. (ER 1IX BEBEPRETEBREY (1IBERSE 3 ETRIEAER ).
2. IIAE#EE R NEFARIRE ADP-Glo™ Reagent U IFHEER N HER R MAKREAE ATP, RET ADP fIFEEESN
ATP &=,
3. EEEWES 40 2H,
4. MASLREEY ((¥Bs&E + ADP-Glo™ Reagent) Z{AF1H Kinase Detection Reagent, % ADP #1k4 ATP,
BB S ANERENELRQNIHBRMLD ATP,
5. EZEEMNE 30-60 o4,
6. (FH—ATMZERHILIRNECZLZAUN, HEBLETBSEEI (CCD M) , REBENES.
B ATPEUARBHRESS BAKE, BNE—RRURIBNERBEXRERNSES R, HE-200CEMHE, AT
RERUENEHENR, RIFRFE -65°CLAT, ATPKE<EEEMENE S, HE/FH Reaction Buffer A (5X).
ATP. ADP EEHXER, ANYFRFEESEH.
PALEE 2 XS ADP-Glo™ Kinase Assay Systems {EB A A —PNEEER, BEABREADIEIRSRIEERE
M REBEARAFER, MEEEERH ADP-Glo™ Kinase Assay Systems & B I &1 7, i5& ¥ ADP-Glo™ Kinase
Assay AR FEH #TM313 (5), T ADP-Glo™ Max Assay BAFH #TM343 (6) , MASREERIBE S35,

RS °
ERER (LR ) EMRAFERAT b ERHRBXIL=IRRE 36 SHEREZ 0 B E907-909  BURSZIFERIE: 4008108133
Promega (Beijing) Biotech Co., Ltd  E8i&: 010-58256268 WIHE: www.promega.com FARZIFMRFE: chinatechserv@promega.com
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3. &W—MEEMEIFINE - REMEZIRESRRHE (LA Staurosporine A1)

ATHERERTOFFNNE - RMMEANENREBAE, RNBNEXHTHEHE, AT IHMEERERN D ~ER
ADP W, FECIE—KADP FHESMNIRERZ, B "ATP B ADP RLHi%k” . XM ERT ATP B| ADP HUNED
BRSRRE (RLU) X NX R, FARIERE RN PEMRN ATP JRERZI, AT 4R ATP 2 ADP #{0 4 0tR R @,
T HAMENRENESARE ATP 71 ADP (& RIES M. HERES NREBRANQNVET, BEMBALLATP RENR
BB EF ATP E| ADP ¥ 40 H 2 U B — MRl AR LT,

AL mE LNSE RLU BT E S BEASTEM ADP BB D, BEHEHE, BITEUE SB, (F11E
SBiy EXNFENESERIEN 10 BHAZENBNAE) . SB BRFEARINMEBRNBERNEDERALRATN
HEsE, HNBEER 5% X 10% %k, AACEEFEXRT 10 FHNESEREL,

18 SB,, EBVHEEREITHESDFIFIAIFE - RMNHIZNE (Staurosporine A4l ), +8 ICs,, HOER BB LEMINFIL
ATP EiSZEN,

EE{FH 5X Reaction Buffer A §I& 8RR &K

5X Reaction Buffer A (KES iRFIE4H4) : €& 200mM Tris [pH 7.5], 100mM MgCl, % 0.5mg/ml BSA

4X Kinase Buffer: €% 4X Reaction Buffer A + 200uM DTT + (4X {EAZENHEIEF , 1 MnCl,)

4X Kinase Buffer D: f13% 4X Reaction Buffer A+ 200uM DTT + 4% DMSO+ (4X {EIEEHHEIEF , #11 MnCl,)
1X Kinase Buffer: H 4X Kinase Buffer FI/K#RE| 1x k18

1X Kinase Buffer D : H 4X Kinase Buffer D FIK#&R2] 1x 318

1X Kinase Buffer (5% DMSO) : H 4X Kinase Buffer FA/K#%BE 1x, EB@EDFHIN DMSO ELRE RN 5%

EE: ULEARAIEAZPRMEDRDRSNLRE, SREIMEEZENARITEERNEDRET SR, KES RFt
WESFTFAM 1X Kinase Buffer Bo 75, SPIZTEXT M AR FEER (Application Note; ¥ M5 4 &%5)

AR UTARPHEHANGROZERE MM MELRALNN, NRENLRPESMFRIEARPULNESTL,
BERELFRNERER T EME AR,

E=ER TH#HITARESRIRE (22-25° C).

3.A. HESTEEFME SB,,

&% ATP F) ADP LBl %

1. BKBRAFEIRME ATP fl ADP FiR, RES 1mM 3% 10mM ATP F1 ADP 4K (AR{EEAME R I RRORE
RREFRITE) o

2. A 10X i imEREBUES : WX 2 B, BARLR 1mM E 10mM ATP #1 ADP &R, HISHEYTRER
MRERT 10 289 ADP #1 ATP &%, ZREERTNIKE S 100ul B ATP/ADP frEmERR, BBEEHES 1ml
10X ATP fi#£5 &0 500ul 10X ADP &K,

AR NIARIBEANNEERNPERN ATP REREEX NOEAHL, MRENZRITHPRSHE—DATP T

ERE, BMARBTERESEX—PXMRERN 10x A& &RFM, KES BRI iR N AR ATP RERZIK, BERK
FME4ED,

HEER (bR ) EMRABRAT il ERARWMKIE=IRRE 36 SIRIREZ 0 B BE 907909 HKAIFERIF: 4008108133
Promega (Beijing) Biotech Co., Ltd  EBi&: 010-58256268 WIHE: www.promega.com AT chinatechserv@promega.com
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& 2. ATP 7l ADP fEZBBIVESETLTR.

REARNERE e i BEEOKEIER ()

my 10uM 10 990

5uM 50uM 50 950

10uM 100puM 100 900

100uM 1.0mM 100 900

250uM 2.5mM 250 750

500uM 5mM 500 500

1M 10uM 5 495

5uM 50uM 25 475

10uM 100uM 50 450

ADP

RENBOERE 1ox REHRE RERnR ) FEOKOER )

100puM 1.0mM 50 450

250uM 2.5mM 125 375

500uM 5mM 250 250

3. SR EL—SRESRIFT ATP /1 ADP 0y 10 fREMERZE, BERE 3 i, BEEBXMNARNSNER

KL 10x B H AR mm i & R

= 3. 10X BHiLHEIRERERREISHE.

L7 #A8 HA9

Bt R
10xADP & (ul)
10xATP 5 (ul)

1 2

100 80

100 80
0 20

fLa A5
40 20
40 20
60 80

5 4
5 4
95 9

ERER (LR ) £EMRABRAT ik EEHRMEKIE=IRRE 36 STRKES b B EE 907-909
Promega (Beijing) Biotech Co., Ltd

BiE: 010-58256268

WIHE: www.promega.com

AZIFEIE: 4008108133
FAZZHMEFE: chinatechserv@promega.com
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1 0
1 0
99 100
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3.A. HMEBEFNE SB,, (£8)

EEIEREN : FHNSECHERERESREIREN 100% ATP (BD, £ 3AETE 2 SHIEH 10xATP F&R) #
ITHRNEHEERN, DERGHEONERKE,

4. FISHREEE 1X HBEREELELH] 1X ADP/ATP #i/édm TIERIRFIR | HEE— 96 LR FHI& 1X ADP/ATP #x
ERIER, B 105ul 89 4X Kinase Buffer D 5 273ul GRS, EZRETRIRE 27ul/ 7L, BB E LR 96 7L1R,
REBBESED LR 10X BT ERESK 3u EMXNRHNIR., X—FBINENELERX MR
@ TYERRIR A 30pl, BT 4 NEERN (BFEERNIFIR

ESHBERERENEAD
R KES RVDHESEENEXEIN, BERNAFEREI4EZTS,
1. MESHEKRNNERS ATP 2 ADP #{k &R ATP RE,

2. HISEVMEAY : l—D1.5ml &, AE—MEEEH S 200ul 2.5X ATP/Substrate Mix (2.5 {S43KEH ATP 54 s
EMREY) . BEERAEA—NRABEAFR (F4LL10UMATP RELREAH)

AR LEREN ATP N2 5| &ML AN ZE—& 10XATP,

% 4. §1% 2.5X ATP/Substrate Mix.

Fmas Frm AR
4X Kinase Buffer D 50pl
100uM ATP (10XATP f#&1% ) 50pl
Substrate (1mg/ml)* 100l

*WREYE MBP, BEHSAEH H1, M 100l KME#RER 500l
JEYIAN 50p1 2K

3. ER—1 384 FL#R, 0384 FLIRE X HE, 8—1FH3 (1,3,5...23) HFLE & 144l 2.5X ATP/Substrate Mix, iX
—HE B R N7FH ATP/Substrate #f .

4. AFSBUBEBRRMES : 0 LR 384 AIRE Y H, £ 3FNHFBRNE—1FEHT (3,5...23) KNFALEZMA 10ul 1X
Kinase Buffer D, X—FBHARE@ME Y HE 1 73N ERIMMEREF ., X—HEM 2B 0Y74ZH Kinase Dilution HE,

5. WX S5 PR, #1520 pl (UMESRIR (ITHAMEBRERRRLEREN: Su/ RN /1), &RE 5 IRITERE,
BENERAEER N A EX 200ng #EE /3ul,

5 ABRRRESEER.

FRAS &R

Water 1.67pl

4X Kinase Buffer D 5ul

Kinase (100ng/pl) 13.33ul
@+ ee e e eae R a AR AR RS R SRR RS RS8R R AR R LR AR L8R EE SRR E RS ARS8 EE SRR LR ER SRR R £ E R ER SRR R R R R AR e
BERER (IR ) EMEAFRAT il JERHRMKIE=3REE 36 SHIKBZHu0 B £ 907-009  £AZFFEIE: 400 810 8133
Promega (Beijing) Biotech Co., Ltd ~ E2i%: 010-58256268 W4k : www.promega.com FARZHMAE: chinatechserv@promega.com
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m#FH Kinase Dilution HEEIFL Y1 (Y HEE 1 5UFL) R0 20pl HEERR (E3ATE S LHIRBERSHE) .
LA RYE, WNE 3 s, SIEHEEN 1.1 RIFRR. 80 HBEIRET AR RSBRIEERE 10p BERIAEIT—FL,
BIIE 21 %, FREERTAEERREIT Y23, X—I ST HEBNESXRA (background) ., TS, LLEIA
7% kinase titration #E,

W8S R

RS # T B—ABERER FEERBHBRREAR
1 200ng 20pl 10pl
3 100ng 10pl > 10pl
5 50ng 10pl > 10pl
7 25ng 10pl > 10pl
9 12.5ng 10pl > 10pl
1" 6.25ng 10pl > 10pl
13 3.12ng 10pl > 10pl
15 1.56ng 10pl > 10pl
17 0.78ng 10pl > 10yl
19 0.39ng 10pl > 10l
21 0.1953ng 10pl > opl
23 0 10ul FTH, X buffer

DEB RS FRIBERRNTESE,

3. BB 111 RIWER.

10.
1.

12.
13.
14.

MBS R AN 2L : WIREY IXADP/ATP fr/an TIERR 7R PRI M HRFH ATP-ADP RItRERER D,
BESul (B MrmmNES) FEN 384 FLIEUR (ARAENAFR) BELRMMEHERIMUE.

ME Y HE, #FMH kinase titration £t IEMERILA, BEL 3l MR (ENMERENEES) 3 iR 384 7L
RIgEERAT A ERMNAIE,

ME X HE, 7 ATP/Substrate #t BN M ERIFLD, BB 2ul 2.5X ATP/Substrate Mix ZI X N 9 E NN B
BRI D (FIIMFL X23 f45BIER 2ul Mix 7L Y23 EAENRANEAT) .

Bl ik 384 FLARMIR, AMIAREZES 2 58P, AFIE TR 60 58, SEMIIENEE.

Fl ADP-Glo™ Kinase Assay #&ill ADP: HEsRNIFE=ME, EREFRUFLSIMA 5ul ADP-Glo™ Reagent.
BS 208, EREE 40 5.

7 LRFFBERFNFL AN 10pl Kinase Detection Reagent, 85 2 7, ZEIRES 30-60 24,
MELENES (BEEE 057 ).

8 SB,, f& (ng B nM), SB,, EFFENESE RN 10 ENAEENEENE (BEXMEEBETE 5% 7
10% BB LEAR ), ESESINTES R SB ratio=RLU (kinase) /RLU (background)

ERER (LR ) EMRAFERAT b ERHRBXIL=IRRE 36 SHEREZ 0 B E907-909  BURSZIFERIE: 4008108133
Promega (Beijing) Biotech Co., Ltd  E8i&: 010-58256268 WIHE: www.promega.com FARZIFMRFE: chinatechserv@promega.com
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3.B. &R HMEIFI Staurosporine fI € - REIBMZ HIRIES &
ER: KES R7Ii#BEsH Staurosporine SUIES S S EMHIF M EMHMLNEXREN, BERAFRE 4857,

1. HSMEXEERENAS  EE—D 96 7R, @ A/B WHEIFL A2-A12 K& B1-B12 hZAIA 50l 1X Kinase
Buffer D (& 5% DMSO), XLEFZE AFEH#I7 B EH .

ER  AZE@IL A1 RRMET R,

2. %% 6 #I% 100ul 50uM Staurosporine &K ( & 5% DMSO) (HHIMFIFIRELHE: 1u/ RN /7L ), XESEHN
&R NS Staurosporine #EIEKRE A 10uM (1% DMSO),

2 6. Staurosporine B &I,

et by &R
Water 70yl
4X Kinase Buffer 25ul
Staurosporine in DMSO (1mM) 5ul

3. B L—FRHIFIFE 100pl Staurosporine FEBFINEFF R IFIFBEEHAIFL A1 op, DUtAYE, WE 4 iR, #I&
MEFE 1:1 RIBRR, BT HRIEPABRRES EBERBENRIEET—L.

AR EREEESRIBERRNTESE,

ERER (ILR) EMRAFRAT ik EREHREKIE=IRRE 36 SRR S0 B E907-9009  KARSZHRFEIE: 4008108133
Promega (Beijing) Biotech Co., Ltd  EBi&: 010-58256268 WIHE: www.promega.com AT chinatechserv@promega.com
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ARS # Rt S—FLHRI R BERBOBRAR

A1 10,000nM 100l 50l

A2 5,000nM 50l > 50l

A3 2,500nM 50pl > 50pl

A4 1,250nM 50l > 50l

A5 625nM 50l > 50l

A6 312.5nM 50l > 50ul

A7 156.3nnM 50pl > 50pl

A8 78.1nM 50l > 50l

A9 39.1nM 50l > 50l

A10 19.5nM 50l > 50l

A1 9.8nM 50l > 50pl (#7#%)FL B1)

A12 0 50pl Zi%, RE Buffer

B1 4.88nM 50l 50ul

B2 2.44nM 50ul > 50l

B3 1.22nM 50l g 50l

B4 0.61nM 50l 50l

B5 0.31nM 50l > 50l

B6 0.15nM 50l > 50l

B7 0.08nM 50l > 50l

B8 0.04nM 50l > 50l

B9 0.02nM 50l > 50l

B10 0.01nM 50l > opl (ZTHE#)

B11 0 50l Ti#, A Buffer

B12 0 ( THEERTER) 50pl T, 2F Buffer

4. FIZIMFFIE 1:1 RIHFRE.

BRER (IR ) £EMBRAFRAT it JEEHRMXKIC=IRREE 36 SRR S0 B B2 907-909  HARSZHFEIE: 4008108133

Promega (Beijing) Biotech Co., Ltd

BiE: 010-58256268

WIHE: www.promega.com

FAZZHMEFE: chinatechserv@promega.com

CTM553
2022 %1%
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3.B. 4£R#MN4I% Staurosporine R & - RN BMA&ERIRIES % (£)

4.
5.

EFHERNEAS , KL 10pM ATP REAF) - 2R% 7 (iR S—FMEEEHIE 2000l 2.5X ATP/Substrate Mix,

EL— 384 7R, [0 384 FLARE X HE, 5—1EFHFI (1,3,5...23) HIFLE K 14l 2.5X ATP/Substrate Mix, iX
—HEsR 24889 7% ATP/Substrate #E .

&% 8 Finl& 140p HESAR (IR 2u1/ RN/ 7L, Tl 70 NREBBERE ). RBZIHYREZ RN HEEH
8% F SB,, (ng i / =KL ).

R71. RMEESMHE.

FmAn @R
4X Kinase Buffer 50ul
100uM ATP (10XATP 53R ) 50ul
Substrate (1mg/ml)* 100pl

*MREYE MBP, BEEANAEA H1, M 100pl K& AEA 50l
JE¥IFD 50pl1 7K

= 8. MEBERHIE.

Frman s
Kinase (100ng/pl) Xul = (70 x SB10/100)
4X Kinase Buffer 35ul
Water Yul = 105pl-X
7. @R 384 FLIRE Y HE, B—1FHF (1,3,5...21) BIFLEFRNN 12p1 HEBEKR, @Al Y23 RN 8pl MEEAR, X

—HEM BN FAHUBHE.

8. WBERRSLI : NFE Y HE, FHEHEH NS MERILN, BE 2u HEER (B MM 41ES) F — 384 AR
(BERENFR) A/B HHEET A1-A24 & B1-B22 (7L Y1 EIFL A1/A2/B1/B2, VALLZEHE, RE&RFL Y23 B A23/A24)
E& : 7L B23-B24 {350 2pl 1X Kinase Buffer, X##LA no-enzyme control ( FoiEEEXTER) ,
9. MZBIESWFWNAFEMFFEEH PEMERIL, BE 1 FHHER (BMERRNEES) 2 384 AR M
B S (96 FLARAIFL A1 BUHDBIFIAEGRINA 384 FLACTAREIFL A1/A2, LALLSEHE) .
10. 243 Lk 384 JUIWIR, HEZREE 10 D,
1. MZE X HE, #F/H ATP/Substrate #t BIB MEmTL, #EX 2pl 2.5X ATP/Substrate Mix 2| 384 FLA& AR 3T 57893+ fa
(kinase/inhibitor mix) B3FL9 (FL X1 PHEERAMEIFL A1/A2/B1/B2, LALLZEHE) .
12. B bR 384 FLMR ., ARFLIRESZ MRS 2 2P, ERE TR 60 7280, EAMIERNNE,
T TSR e
ERER (ILR) EMRAFRAT ik EREHREKIE=IRRE 36 SRR S0 B E907-9009  KARSZHRFEIE: 4008108133
Promega (Beijing) Biotech Co., Ltd  EBi&: 010-58256268 WIHE: www.promega.com AT chinatechserv@promega.com
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13. F| ADP-Glo™ Kinase Assay 1l ADP: HEsRNIFE MG, ERAEFNFALPMA 5ul ADP-Glo™ Reagent,
BA 2 o, RiBEE 40 o4,

14. FELERFABEFEVFLFMA 10pl Kinase Detection Reagent, B4 2 £4h, =RMFE 30-60 H54f,
15. WERNES (BERE 057 ),

16. ITEHBHNESLEY : EENEMERNES PREREXNRMNES ( LBEX Staurosporine 4 ), AEH 0%
IHESEMA (AU EMEAEE ) 1 100% HIHESEMA (SMBASHKEY ) SENEF RLU MEXRITE
EARE#EE Staurosporine LI H BRI RN E 7 LLBSE M,

ER: KA RPHERNEREFRZR / FAERFHE RERURNHERN, BAFESEEMERNERMIZTN, &
SEARARNEIN, BoLRRBLRILRE R ES SN LN R H .. HRESMMEER A oA
B—ik 384 FLIREL ALY 384 FLIR, REMIRHTT ADP-Glo™ Kinase Assay 1l (9 RFL—EIRBEH B REHHF
EIEIR

4, —fEBEH

K ¥fES (Luminescence): ADP-Glo™Kinase Assay =4 &HES ELABEXI R (Relative Light Units , RLU)
RIER, BB MRMEREIHERINEAESE, BIHESIN—MEXNERE, FARNMNEERRRNEX
MR, B, RN RLUHEERBNNRESEERS, NEEFAEDNIRER, BAERETILR,
LA ADP-Glo™Kinase Assay i, ERNGNNENARE, A—HEUEEMN RLU MolseBRANER, B, &
BRI ERRBRALERN RLU B S5ZHEEX AR %88 (Application Note) $12/REY RLU R[E, RARAE
HEET IESNIMEE T R TTE L3 E - www.promega.com/products/cell-signaling/kinase-assays-and-kinase-
biology/ .

{ES 8 &Lk (Signal to Background (SB) ratio) : SB B A/NEURF AR EVES, BEF=4H SB EEURTFHE M.
E Lk, Promega {2 HHEER S (Kinase Enzyme Systems) HIEMHEESKIEESEEM~EARRM SB, i, &
BEENARBARNSE TRNEMEEEHR. ATHIEHEEIETER, SBRYSHZENRRE, FE—BMNKE
ch BY R 37 BMRAEFNAL IR

XEEEMY (Low enzyme activity) : —MEASEERMALLIEY (low specific activity) . EMEFITANNEE
BABNES#TRA, ATHEME ADP WL, RNERARELNE, RNBVEHENEEHELR, M/ HEREHE
4B R S8 B 30-37°C (FE#1T ADP-Glo™Kinase Assay #i, B¥SEBRUTEIEE, EEERH THTELEN
HRREIER) .

AERBEM BB EMH (Substrate-independent kinase activity) : 7E{89F, —LHEBEEFEFTHNRNTE ATP B57F
M, XEREERZEVHBERT, MEBSWEBMAK (KE)HBERADP, XEBURTERNMBHSGY, XMEY
AERERYINER TN LK, A Kinase Enzyme System e L (0388, HEHTINE, B
Staurosposine MBS S HEMFIR T2 H EEY, RPEPREFINEMYE ATP BEEM., i, NR—HEES
ATP BE7EM, BBARXMEHRINFIN., ME, EEEMSEREMIHREN IC, 81U,

RS °
ERER (LR ) EMRAFERAT b ERHRBXIL=IRRE 36 SHEREZ 0 B E907-909  BURSZIFERIE: 4008108133
Promega (Beijing) Biotech Co., Ltd  E8i&: 010-58256268 WIHE: www.promega.com FARZIFMRFE: chinatechserv@promega.com
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FREH: YTERKES RANHRE, RTANEEER, MUK ADP-Glo™ Kinase Assay ¥ AFf #TM313 ¢ ADP-

O >

Glo™ Max Assay A F A #TM343, R AFE Promega EM LKA T EBG N R &R

» CoA (Certificates of Analysis) : https://www.promega.com.cn/resources/certificates-of-analysis/ ({ER{NE&
HEBRANBRSHITRER, FEEH KES+ ADP-Glo XN HRS ) . CoA XHh el fE MBS @t R s FHiET,
EEEN, FANARTIER, URHENEREALX. RFIERS. BB EMES T U EREES IR
HraERENRERETRRNBRNPHEHNAE,

KDR Kinase Enzyme System
Human recombinant KDR expressed in $f9 insect cells

Promega Catalog # V2681

(Product Description )
Human recombinant KDR was expressed by baculovirus n Sf9 insect
celis using an N-terminal GST 1ag. The gene accession number is
NM 002253, The peplide subsirate Poly (GlusTyr) is also included in
the system. For complefe st of syslem components, see

'KDR Kinase Enzyme System

B

ADV2681 00005401839

KDR Kinase Enzyme System
Catalogue #: V2681

Application

The ADP-GIo™ Kinase Assay can be used fo measure the activity of

KDR by quantifying the amount of ADP produced during a kinase
ction. The following is only a short protocol. For more detailed

the rest of the components at -20°C.

Stability and Shipping

For most favorable performance, avoid multiple freeze/thaw
cycles. If stored properly af the recommended femperature, the
stabilly of the Kinase Enzyme System is 1 year from date of
shipment. Product shipped on dry ice.

Instructions for Use

For details on the specific activity of the kinase or kinase activity
determination profocol, please go fo the website:

hitp://www.pr m/tbs/signaiing.htm to view the lot specific
dalo sheet (Enzyme Lot # is located on the product information
label).

J Yo
Signed by:
SignaiChem QA , Qualty Assurance Manager

Forin vitro Research Use Only. Not Infended for Use in Humans or Animals

Components section.
\ <
(r‘ A

SignaiChem Part # | Component Size

K01-11G-10 KDR, Active (0.1ug/ul) 1019

P61-58 Poly (GluaTyri) (Img/mi) 1 ml

K03.09 5xReaction Buffer A 15mi

D86-098 DIT (0.1M) 25uL

time.

Storage

For optimal storage, aliquot the Kinase upon receipt info smaller | App.Gio™ Kinase Assay:
quantities  after if ion and store at

temperature. After first use, store the remaining kinase at -70°C and |

plate (25l tofal reaction volume), perfor
using 1 x Reaction butfer A supplemented with:
ntaining the following

MSO for control)

« Incubate at room temPegiure for 30-60 minutes or any desired

Add 5 il of ADP-Glo™ Reagent

temperature for 30-60 minutes.
ce (Integration time 0.5-1second).

+  Record lumine}

For a detalled fist of appli . see ADP-Glo™ Applications

Database at:

Kinase Enzyme System Manufactl

:S‘SignaIChem

Specialsts in Signaling Proteins.

Exclusively Distributed By

o
Promega

2800 Woods Hollow Road

Madison WIS3711 Ush
elephore: 6082744330
Tol Free 800.356.95%6
Fax 6087772516
intenet: warw promega com

"~ System Lot #: 0000540183
SignalChem Kinase Lot #:13229-8
Specific Activity: 273 nmol/min/mg
Storage Temp: -70°C

For in vitro Research Use Only
Made in Canada

Product Description
Human recombinant KDR was expressed by baculovirus in Sf9 insect

cells_using an N-terminal GST tag. The gene accession number is
NM_002253. The peptide substrate Poly (Glus,Tyn) is also included in
S ——

the system. For complete list of system components, see
Components section.

AR

Storage

For optimal storage, aliquot the kinase upon receipt into smaller
quantities after cenftrifugation and store at recommended
temperature. After first use, store the remaining kinase at -70°C and
the rest of the components at -20°C.

BEER (bR ) EMBEAFRAE il ERHREKIL=IFRE 36 SIEREZ P B B 907-909
EiF: 010-58256268

Promega (Beijing) Biotech Co., Ltd

WIHE: www.promega.com

FAZIFEHIE: 4008108133
FARZHMAE: chinatechserv@promega.com
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o At EA (Application Note) : WA RBENEETUES N EE~ ST HE LK ZE . www.promega.com/
products/cell-signaling/kinase-assays-and-kinase-biology/ , X388 ] LAZE BN FA & R S M EE LR E
e L

EXMRBENE RS, SRUEKIESHIXMEER 1xKinase buffer BIAMER, HEEBEHEN DTT, MnCI2
SHPEFORELTERE, MUERESHRNE DR,

KES HFHIFrE MBS A/\ PN KE, KIBEAXRNEMTNER, RIIAS—XHEEETEHELKHHN ATP Km EEE
EIRBRERSTHEEEEMMBIF B ELE (EABXSHHE, RNASENES—HERT2ENIRGML) .
HEXNRAERRRNEYS, PRIZRETH ATP 2| ADP B AL R, AHEXNRIMEEA Application note & (40
TEMRR) . N TFHERRFIETHRAERE, EINEINEIZE Application Note HIRE) ATP IRE, EMRE, K
RI3E R BY B SRIHATIRIE. SR, BUTTUBITRAMERERXISME RN ML, HXEINTTLUEFR ADP-Glo™
Kinase Assay i A F M #TM313 = ADP-Glo™ Max Assay i AFM #TM343,

WMARIEFME 3 ETAE, RNEWEERKRE —HHH KES Y, ATHERLEFMHFINFE - RN L% ER
REBAE, BEHTHBEE. ¥THE-RERNNE, ZNESRYNINBIREREG, #HTTEONEEEEHE
HUE, MREEERAZNHE, RZRAFHIK, BTSSR CoA XM LML RMEENSH, #T/IEENEE,
T EHIREFH SByoe HAMNARIEEZERNARE L8 SBy #TEEXNE, BARRMRBIUENSEER,
MRSERREYIRAE . RS, WNFEM . RN, HSZM SB, NERER, BSLAT—HEBBHTHEMR K, U
B AR E# TR . N At 2¢89 Staurosporine B ELfthSIES 4 R HD HI7 £ 30 H 4 0T AR /R BRMEXSER,
T e ERREE B IESR.,

ATP E| ADP & oI IR Fit &S N EEB £/ 489 ADP # B2 Lt , B LA FiTh ADP-Glo™Kinase Assay M&E,
NFEREMNERE, IEFEL—MEBOUNERE, BNBNEEMRLEE, DITHGEBINIRREESSER
BT, MRZENIRATEEE ADP W, WATESAIREMEHHE, YLRERENREN, NERES
5. EEERA. LAV ESTIRARTES, TIBSHKAMEHTREHNE, RANBISENERER,

A

ADP-Glo™ Kinase Assay Application Notes

TYROSINE KINASE SERIES: KDR

Protocol

KDR Kinase Assay « Dilute enayme, substeate, ATP and inkibitors in  + Add5 il of ADP-Glo™ Reagent
By Dongping Ma, M.S., Hicham Zegzouti, Ph.D., Jolanta Vidugiriene, Ph.D., and Said A. Goueli, Ph.D., Promega Corporation Kinase Buffer. * Incubate at room temperature for 40 minutes.
* Add to the wells of 384 low volume plate: * Add 10 pl of Kinase Detection Reagent
Scientific Backgmund: 1ul of inhibitor or (5% DMSO) * Incubate at room temperature for 30 minutes.
2 pl of enzyme (defined from table 1) ® Record lumi ion time 0.5-1 d).

KDR (or kinase insert domain receptor) is a growth
factor receptor tyrosine kinase that was originally
isolated from human endothelial cells where it plays a
pivotal role in endothelial cell proliferation and
differentiation. KDR and its mouse homolog Flk1 bind
VEGF with high affinity and are implicated in the
development of new blood vessels (angiogenesis) (1).
The expression levels of VEGF and KDR are highly
correlated during the normal development of the
ocular vasculature in humans (1). Induction of

2 pl of substrate/ATP mix
o Incubate at room temperature for 60 minutes.

Table 1. KDR Enzyme Titration. Data ive light units (RLU) i ly pr .
. - . i
R R I 00 I I T T N
TIGESE TN 308871 259683 223129 180955 144962 111758 68264 39483 23327 4673
66 56 48 39 31 24 15 8 5 1

Step 1:ATP Depleton

Stop2: ADP Detection

. i . . . % Conversion 80 67 57 46 36 27 16 8 3 0
angiogenesis is a critical step in tumor progression,
and inhibitors of KDR have been demonstrated both
to induce tumor regression and reduce metastatic
potential in preclinical models @. o Titration of KDR Kinase Staurosporine Titration
AP
1. Neufeld, G. et al: Vascular endothelial growth factor (VEGE)  Lminesconce 4000009 * 1209 4 ;,gng IKID:’ 52"3 Az; .
and its receptors. FASEB J. 1999 Jan;13(1):9-22. = 350 .2ug/pl Poly E4Y4, 60 min
Figure 1. Principle of the ADP-Glo™ Kinase Assay. The ATP 3 2 100-
2. Zhu, Z. et al: Inhibition of tumor growth and metastasis by remaining after completion of the kinase reaction s depleted prior to an T 300 s
targeting tumor-associated angiogenesis with antagonists to ADP to ATP quanti f the newly sy TP @ 250 3
the receptors of vascular endothelial growth factor. Invest using luciferase/luciferin reaction. 2 <
New Drugs. 199917(3):195-212. 3 2000 g
50uM ATP-ADP Conversion Curve 2 150 £
. sE005
ADP-Glo™ Kinase Assay £ 100 5
w0 " € Y
_— 3 50000 3
Description g 4e o4 1G5 = 35.7nm
ADP-Glo™ Kinase Assay is a luminescent kinase E 3k R0 ad A H H H 3 o H 3 B H o
assay that measures ADP formed from a kinase $ sees & Log[KDR], n Log[Staurosporine], nM
reaction; ADP is converted into ATP, which is § 2ees Ll 9 porine],
converted into light by Ultra-Glo™ Luciferase (Fig. 1). £ 26005 » Figure 3. KDR Kinase Assay Development: (A) KOR enzyme was titrated using S04M ATP and the luminescence signal generated from each of the
‘The luminescent signal positively correlates with ADP = e amounts of the enzy . ine the potency (1Ca).
Fi i ivity (Fi ) 5% 10% 20%
amount (Fig. 2) and kinase activity (Fig. 3A). The assay pr e e I 2% o C srmattnem
is well suited for measuring the effects chemical e Assay Components and Ordering Information: Promega b e
compounds have on the activity of a broad range of & D % e B %
purified kinases—making it ideal for both primary % ATP to ADP Conversion Products Company Cat#
screening as well as kinase selectivity profiling (Fig. Linearity of the ADP-Glo Kinase Assay. ADP-Glo™ Kinase Assay Promega V9101
3B). The ADP-Glo™ Kinase Assay can be used to s prepared at SOuM ATP4ADP concentration range. KDR Kinase Enzyme System Promega V2681
: it : : s used to calculate the amount of ADP formed in the = i 1
monitor the activity of virtually any ADP-generating kinase reaction. 2’ factors were determined using 192 replicates of each of ADRGhol KDRKInsselETzymeiSysiom Eromega —

enzyme (e.g., kinase or ATPase) using up to ImM ATP. the % conversions shown. (DR Kinase Buffer: 40mM Tris7.5; 20mM MgCh. 0.1mg/ml BSA: 50aM DTT.

Promega Corporation * 2800 Woods Hollow Road ® Madison, WI 53711-5399 USA e Telephone 608-274-4330 ® Fax 608-277-2601 Promega Corporation ¢ 2800 Woods Hollow Road ® Madison, WI 53711-5399 USA e Telephone 608-274-4330 ® Fax 608-277-2601
promega.com promega.com
RS °
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2. Zegzouti, H. et al. (2009) ADP-Glo: A bioluminescent and homogeneous ADP monitoring assay for kinases.
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3. Vidugiriene, J. et al. (2009) Evaluating the utility of a bioluminescent ADP-detecting assay for lipid kinases.
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4. Zegzouti, H. et al. (2011) Screening and profiling kinase inhibitors with a luminescent ADP detection platform.
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5. ADP-Glo™ Kinase Assay Technical Manual #TM313, Promega Corporation.

6. ADP-Glo™ Max Assay Technical Manual #TM343, Promega Corporation.

6. BT R4S
B FIRIRIEFMFE 2022/04 EIThR T 40 TERK -

1.
2.
3.

Wt —iRA, 8177 Section 3.B, £—#%t DMSO BIRE N 5%,
BIE T —LEIR,

SR T EHE,

HEER (bR ) EMRABRAT il ERARWMKIE=IRRE 36 SIRIREZ 0 B BE 907909 HKAIFERIF: 4008108133
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© 2018-2019 Promega Corporation. All Rights Reserved. ADP-Glo is a trademark of Promega Corporation.

Multidrop is a registered trademark of Thermo Fisher Scientific.

Products may be covered by pending or issued patents or may have certain limitations. Please visit our Web site for
more information. All prices and specifications are subject to change without prior notice.

Product claims are subject to change. Please contact Promega Technical Services or access the Promega online
catalog for the most up-to-date information on Promega products.

RS °
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