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L —Fhkz I AKT2 8 A ) &, HARIEAE T, Frid ol ) S a4

1) AKT2 8 FARAE S

2) BEoR A ARBRI [ AT BUAE

3) W EALR AKT2 S ATLA

4)5, 10, 15— = (4~ MEWe L ) —20-R— FRIEIRRARBCAR I AKT2 B A4 s BA R

5) [k 5,10, 15— = (4- MEmgdt ) —20-R- FRIEAMRETIE F 4k 22 BB

Horft, RGO 0 1~ 4 EBE

2. WIBLREE SR 1Tk (3K 77) &, HoARAE 72 T, BT ik AKT2 25 (8 AKT2 2 [H R 11
B -RAC- 22 %1% / 7 A IR & S .

3. TR B SR 1 B (7R &, FLARIEAE T, BTiR AKT2 8 IS HE o AKT2 R R IA
(1) B -RAC— 22 %R / 752 I B 1 I IC Ft RS A4 o R T o, RS s Y B FH AR 2 R B
RIS A E AR E A

4. GORUREESR 1 B (700 6, FEARAE A8 T, Frod B o1 AR 25408 B0 170 131 A 28 4 o 1 M
o SRR o

5. W AUFIEE SR 1 BT id a7 &, AR EAE T, Bk 2B 90 & L 169 AKT2 25 () Fd 44 A
5,10, 15— = (4- MEWE L ) —20-R— FREEIMRAR AR IC 1Y AKT2 &5 I BCAA V] LA AKT2 85 4
SRS ORI BT R A £ 5E B AR B Y R A

6. TIAUHIER 1 Bk (iR &, HORrAEAE T, Frid 5, 10, 15— = (4- MEmERE ) -20-R- &
Snpubke i (1) B -

Gifgal (1) BRSO n 1~ 4 EAREL
7. QORISR 1 B R &, HRFEAE T, BT 5, 10, 15— = (4- WEBgdE ) —20-R- &
NP URASECARIC I AKT2 85 ARG BT AR BRI 1- 238 - (3- AR AL ) Ik
f& (EDC) BN, N — Bk % (DCC) o
8. WA ZER 1 prid iR &, HAFIESE T, BTk 5, 10, 15— = (4- MEHgE ) -20-R- 2
SRR IR VR F A0 RGP e R B e T I e
2
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9. — Pl A BRI ZER 1 IR WA & %, HARIEAE TEHE LA N D ER

1) LA AKT2 85 25 e AKT2 25 FIARRAE A

2) {3 B SR 2 A IR A A A

3) fif AKT2 AR R

4) 5,10, 15— = (4— WEWgdE ) —20-R- R ANAB BRI AKT2 28 ATFRiE |

5) LG22 RO 5

6) 43¢ Bk AKT2 H5 A A it B 27 M0 2% 00 K [ AH 3044 AR W 2= A0 %) AKT2 2 I A4
5,10, 15— = (4— MEME L ) —20-R- SR FE N RAB IBCARIC 1K AKT2 85 A FCAR FIL 22 R 6 IR
P

7) HEEA A

Hep, R n AL~ 4 E A

10. QBRI LR 9 Bk K775, HAFIEAE T, Prid il 2% AKT2 S EARAES AP ER 1) KA
LRI -

Be S A MG AR A 2%, BITE & A 1. 5%, KARIA KL 0. 5% M1 2. 5% EAE 0. 01M PB 2%
PPV RIS AE S 2 T, 28 O BC 1 AN RV B AKT2 85 A AR HE i, FHPE AR 7925 ImL/
i, % TR S, 20 CARAF

L1 AnBURI LR 9 Bk 7735, HRFAEAE T, P i 2 B S M R AL A A AR 1 22 3R 2) 2R
R RN, BAR TV E

250mg 2 2 R Uity B T FOURL B TR, NN FR B % TR % BmlL e I e, BEVE 0, 3R 2
B3, 0N DMF 35 @16 10mLO. 2% 11 1, 4 — K — B FIRER (PDITC) &M, B T1HIERZ 4,
R 10h, B Jo 4 ORI (R R T SR F TR B R 27K S SR I 3e 6 i, BT il % 48 PDITC ¥4k
(R R T SR B T 30mL B 0o v, NN PBS 25mL, HN 4mg S5 A1 25, B THIRIRS 28 rp i B
20min, WEMESS S, WU 5E S RLHT GV RAE 280nm [ 0D {E, BA PBS 735 3 Ik, IR, INANSEETH
=, 20 CIRAF-

12, JOBUCRIEE SR 9 BTk (1) 7515, FAHRFAEAE T, BT il il 28 B o A 22 AL [T A 8 Ak 1 20 3 2) K
SRR, BAR TV F

250mg 28 R Uiy BEORHRIURL B TR, NN FR B % TR % BmL e I 86, B0, 12
3, NN DMF ¥Ef# R 10mL0. 2% 1 1, 4 — 2K ~ R FER NS (PDITC) VAV, B THHIR R % 2
RN 10h, B¢ Ji 5 B2 i B SRR FH TR B % e 47K S 2375 5 6 i, EUHT il % 42 PDITC V& k.
(SRR B T 30mL B0 R, NN PBS 25mL, I 4mg %55 F1 2, B TE IR IR 28 v & 57
20min, BO00ES, T 5E SRR S VAR AE 280nm [ OD 18, LA PBS 1% 3 Kk, UKEE, TN &R
=R, 20 CARAF

13, AR EESR 9 Bk (17712, FLRREAE T, Brid il & A3 A0 AKT2 5 (A A4 1) 20 3R
3) XKML

WY R -N- 2 FE PR L BE LIV L EE (Sulfo-NHS-Biotin) AUKARHX H - 2 2
0. 01M [¥] PBS % AKT2 &5 AR I 2mg/mL s FREX Sul fo-NHS-Biotin 2mg T PHAKIH
T ZE7K 300 1 L, BARPESITEA s SRR IR AE V) 2 W 54 w L 212 N 2mLAKT2 A
BCARVETR b, =I5 SN 30min, SNV 0. 01M [ PBS i #t 4°C 8h JF4uik 4 1k, W&, I\

3
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BH =%, 20 C15-4F.

14, AR B R 9 BT ok 1 5 i, HORR AR AR T, B A il & 5, 10, 16— = (4 i e
5 ) —20-R- FRAENMRAE AR D AKT2 S ATCARP IR 4 R AR 7 o 1- 228 -(3- =
FROLZIEN AL ) kBt Wi (EDC) M IKAE B H P47 22 =3, HX 10mg 5, 10, 15— = (4— MEHE
B ) —20-R— FR LA AT 20mgEDC 23 VAT 1ml AR K i HA M, BB AL 4 CIR AR
B2 30min, SR A1 LVR A W 212 NN & 30mg/mL AKT2 25 AR VA, = iR HE I B 2h,
JEMTEiAL G, —20°CIRAT
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— M AKT2 ERRRFIEREF &%

ARG
[0001] A B AL SR Rt S5 73 BT BRI, 5l 8 S — s AKT2 2 (1 k) &
LB TTE, it TEWR - FAMR RIRBORKBARR AR I HrEoR.

BEEEAR

[0002]  AKT2 JFEPAHH 417 D IRIEERS 526 N MU BERE 520 A 5 WM 4% 386 il Ji v g 2H Bl
AKT2 %5 4% B AKT2 K RIA &, AKT2 851 4 B -RAC- LR 1R / 773 FR B (1 L,
TERMIF RN A P= i R v, 75 L0 S8 VAR P AKT2 2 A& B0k, R I IS0 201 Fn s s A = ik
Fo

[0003]  HHT AKT2 & [N E 755 A AR & Sy 28T (GICA) sEEAFEN IS (WB) HiFIK S
W BHatEs (ELISA) , 427 K OGIE 9% 40 B (CLIA) sGICA. ELISAL WB B sl @A X e AR B
e REEUEAR, AKT2 SIS EADMEN NI, CLIA £l R 8UE T Bk Tr ke, |
A BT R RHIE X AKT2 & (@M ER I FE 2. N T 38 R BMIAAR = A6 I R
FE B R LR, 75 BRI 22 R AR AT QT

[0004] 1977 4F, Halmann ¥ B A7 & R GUE A0S RO E I e B & e 5 PR 1) 90 0% I B 45
Arfle, AL TSR CE i (CLIA) « 3t JLHEM R E . B ETRAEFRCI AR,
2B R CHRIE A B A]  DU R PUAN SR - (1) DUBAR IS ARG (HRP) AR iey) Bk 2
RGCRG . LRI RCEY G K ST, AL AANFIAEAET, HRP L B K S I
TR, Wk 425nm. R SALE W AT IG5 I R GERIE 5 (2) DAB I B BRI bR 10 4
R RO RS ZRGIRICEY N 1,2 — AR LATEY (B ENRATEY) .
#5411 AMPPD, CSPD, CDP-Star, Lumi—phos480, Lumiphos—530 5, 2 [ &M 723 5 3 1 K
HROGHRSE, KIGHA 470nm 5 (3) PANYBEERS APRICHIM S ROC R G, 1% RG0R H B %
FRACY e BE 2 R, Y e BE 2 R 6B Ha0,7E F R B RO, K 430nm LbRY i 2
RIACRGRICHRPE R 5 (4) LZBENEET [Ru (bpy) o) 7 NARIEI AL RO R G 2l
i I — 58 ) HL e 3R AT HAL 22 IRONE, AE FARGR T ™= AR AR o, SR G e AE R 5 1E R P =TH
fie (TPA) Z [A)id it A58 TE R 3, 2 Ja Uk S I Re & OG0B ok . 7R3 K
350 ~ 420nm 4b K650 .

[0005] 1982 4F, Tkarlyama 5 DASUA I AL 2R A BRI 00l (HRP) , FH Bk — ks
FRCENEILTE A HSA) b, 455 %)% 7 ArBoR, X HSA B4k 2 KOG % A EAT T
WP R o AATTX —FFBIERI0 52, D48 AN RAE G S 43 B v B RLFH 3558 T Rt

[0006] 1984 4F, Hara ZE Rk AMREC A 404810 T HSA ik B A TAL I HSA, JRH X — 1k &R
BT a2z

[0007] 1992 4F, Adam X8k ANBRFNER A A IR )16 AL AL IR BEAT B0 5, -5 SO S AL B 1)
AR ICRBAT T HLER .

[0008] 1993 4F, Motsenbocker % FH YR FIAN 4 Jg REWRFR IC B AT S kG o

[0009] 1994 4F, B 2= 4 SR 2E 6 T4 Jeg M i A 751 225 A QB e S AL B AL b 22 R

5
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NABHEAT T — R

[0010] 2006 4F, Komagoe ZEAMBRE Tt [F1 % 2% A pleat AL AU I 2 , FBoK KOGk AEK
VAR 5 I bR SR A B — A TS PR IR RBAT I

[0011] 2006 4F, Rana Z¢ B AL 2477 A 1o S AL RN IR AL 252 62304 T 7 223K

[0012] 2006 4F, Z= 0 55 PU SR FL AR ipREE 5 2 8- SR BRI AR 5 DU DR L IO — i i L 80K
JePHERERAT TR .

[0013] 2007 4F, X% S5 R IR VY AR FERR bk S H & JB P A W10 & RS PR R IEAT T AL
[0014] 2008 4F, AR SEARIBIS 2% MEH-PPV B R G REREAT TR 1T .

[0015] 2011 4F, D Wu SEH 240 2% RGBT S 4 A /b HO & oK v — 7] - 1Y (3- FEA
He —4- AL ) FRFL IR AL AL A ONEAT TR

[0016] 2012 4F, Kazemi SEXI3) 7728 AR (T1) - VU (4- TER ) nhmkE Kt 4k
SRR NRE MG A & AT TR IR R

[0017]  FORAF 5L, 32 EAEAMRSE AR L) & AN T S A, ol 1k R Il 2 F A B2 A
SRR, Rt EA R L E A, R S B R RT AW v I 2L il AT AR %, B
13— LRI, AE A W B HIT 7 T R R A I 1 75 R o BAT Tt SE IR R BRI 1 5,5 10,
15= = (4~ MEREHE ) —20-R— FRIE AN WBRAE (R 3k Y v J5 A0 Y g Tl 9 e 7 AE R PE 241 R Ik 22 Kk
JERCR 7 T B AR T R DU AL 22 R D6H W R G S SCHRIRIE , BRE 42 imiont ke ol =4 U
YR g8

[o018] WY WE BRI R CHINRICHI G UG, 2 A TIE R OGN B TR S5 A T 2218 K
I, X s AR T K AR T B R p PR R . 5,10, 15— = (4- MERESE ) —20-R- &
SENPRAL 2 S M AR R , EUG BB pH B B (S T8 AT KRR B R AT

[o019]  [AIR), ERIAA KDL 5,10, 16— = (4= WEE L ) —20-R- FRIEEANRAE S bric ), iy e
g, WY e T R M SRS A2 RO D AKT 2 B 1 T 98 B 4R

[0020] AW E -EHE RS (biotin—avidin system,BAS) B Z LG 5 IBORKMEH, I
BAESMARR: 790, BB AR 5 PEAT R e M s RS2 38 AR SRR 1o

[0021] AR BHZEA BAS B, B kIR H R KM 5,10, 15— = (4- IEBeEdE ) —20-R- B 5E
IRRAE BT TR Ak 25 S S s AKT2 2 NI 506, 1% VEE A T CLIA RAELE . BAS
FORAER A5, 10, 15— = (4- MEng L ) -20-R- FRIEAM Bk AR P, SOk 174540 CLIAVE RUE T
T R BT R AR AR A I By, AR R PR S i R U, AR PR T 5,10, 15— = (4- ik
g 5 ) —20~-R— FR JE RN IRAE A e BH 2 4 T A B AR 1 Y I, 0 e R AR 10, K
J6fE T g, A TR I M EY B AL T — A RO AR T

AR

[0022] AR W FE AR 1 24 B Ak 25 RO TA AN RET 2 0 AKT2 8 B Il S A I A9 AR i) AL,
BIE I AV R - SRR TR B LS S A2 RO B RIKIETE 5,10, 15— = (4- EBE
) ~20-R-FR AL ANBAE A bR T AL 22 RO S 70 B iR RS TN AKT2 &2, 3R 4L T —
Pk I AKT2 25 1 ) & S He il 46 ik

[0023]  ARHIERA BT A2

[0024] A BN H YRRt R YR - SRR S BOREAR S G 2 RO BOARAIK

6
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TS 5,10, 15— = (4- MEBERE ) —20-R- B IEAMAE AFRICY 7712, f i AKT2 & A IR & .
[0025] AR HE— B B 2R A —Phil & LR s i ik

[0026]  #R4EA K ARG GRS 1) AKT2 B ARAEN 52) BEA Z BB B A2 53) &
MEALY AKT2 B AFRAE :4)5, 10, 15— = (4- BEIEHEE ) —20-R— R IL AR BEFR T /Y AKT2 25
IR s BAR 5) IA 5,10, 15— = (4- MEBEHE ) —20-R- JREERM BT/ F AL 2 R 6 IR -
[0027]  HE¥EA K BRI &, b, Brk AKT2 2 [ H AKT2 FERIFRIAN B -RAC- L& % /
T APRE 1B -

[0028] MR A K WIHR A &, b, Frid AKT2 8 (AR UE Sy AKT2 JE R FRIA [0 B -RAC- £
AR/ TR AR (B B (R AR SR 8, R b BT FH AR B 2 2 o AR LYE (1 &
H, IIE & A

[0020] R4 A< A BH 700 B, G Hbr, P o 7 23 AR 2408 0K X0 [T A 28 4 S T PR SR, BB
i o

[0030]  HE#E A A& IR B, ok, BFidk AKT2 85 (A lCAR 9 7] LA 5 AKT2 & A 454
N7 ) B o B AR L 22 T R A LD TREBUA R AR KR F AR UL A Y.

[0031]  ARIEAK IR A&, Hod, Brik 5,10, 15— = (4- BEEEE ) —20-R- R IE AN bk 45 74
2 (1) s .

[0032]

[0033] (1)
0s4] ity (1 R Aoy 01~ 4 HEBK

[0035] AR A A& B (R 7 B, Horb, Bk 5,10, 15— = (4 RHIE SR ) —20—-R— #R 3E n nhh 5 ¢
FRiC A AKT2 25 A ECAR BT A AR IBERN 1- 20 - (3- AR R ) B W% (EDC),N,
N - ZIREHEERR R (DCC)

[0036] AR A A& B (R 7 &, Horh, Bk 5, 10, 15— = (4- kg3 ) —20-R- $RIE AR bk Fr
FH AL 22 R TE TR A Ry e s Y e T e e

[0037] 320, AR BHIRAL T — Pl & HIR BRI & 777, AR LT D

[0038] 1) DA AKT2 & [ 2H ShBCH] AKT2 25 IR HE N

[0039]  2) i S N A IR [l A 2 A

[0040]  3) {ifi AKT2 R AFCAEAE Y ZAL
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[0041]  4) F 5,10,15- = (4- MEWEHE ) —20-R- FRIEAMRARICARIC AKT2 88 (ATCAA 5

[0042]  5) FCHfL22 KOG

[0043]  6) 43r2% IR AKT2 &5 (R Sh B 3 A0 2 A8 BE [ AH B 4A . AR D R ALY AKT2 S2 AT
#.5,10, 15— = (4- WEBEHE ) —20-R— AR FE MR AR BCAR 101 AKT2 28 A FL AR R AL 22 R 6 IR
s AR

[0044]  7) ZH25 AR .

[0045] AR A K BRI 515, ik, Frid il & AKT2 & ARHE S D IR 1) R LT 5
[o046] TioHl & AFMEAENA 2%, UIEEE 1.5%, KEWAL 0.5%,2. 5% A 0. 01M
PB 22 P T AR it B A, FH 22 S TRC Al 5 AN TR B AKT2 B 1 FORE A o DB MR 0 2
ImL/ i, R T4 FR )5, —20 CARAT

[0047]  ARAEA K I J732, DL, T ) £ S R 2 A0 [ A 3R Ak 20 38 2) RA BA R R
RIORL 7V

[0048]  250mg 24 A< i B MEAURE BT e A8, TN R B S PRI 45 BmL [ SETE UG, AT 70 15,
Fr5 LG, NN DMF JEAERT 10mL0. 2% 1) 1,4 — R R imaEEREE (PDITC) &, B THHIRR
Yatiys ISL 10, f5 J 15 5 8L i AR 1A ks FH 7R ) % e i 7K e S35 5 6 i, BRI il & 48 PDITC
TR REPE SR BT 30mL 2008 1, NN PBS25mL, I 4mg BESE %, B TEIEIEG 48
JRSE 20min, B4, W 5 SSONE RIS VA VRAE 280nm (1) OD {8, B PBS Ji ¥t 3 4, U, iM%
BN =B, 20 CIRAF

[0049] AR A K I 7V, DL, s ] 4 S R0 25 A0 [ AH R Ak 1920 38 2) SRA BATF 28k}
RIORL 772

[0050]  250mg Za Jk A i ORHRURL BT HE At , N R EE S PRI 25 5mL S S TE G, B0 5,
2 LG, NN DMF ¥ AERT 10mL0. 2% 1) 1,4 — R R imaEEREE (PDITC) &, B THHIR R
ity s ISL 10, f¢J 45 5 8L i 1 SRRk FH 7R B % e 4 7K e S22 3 5k 6 i, HOUI il & 42 PDITC
TR SRR BT 30mL 208 1, NN PBS25mL, I 4mg BESE MR, B TEILIEG 25
SN 20min, B0, I 58 SN R JE VA VRAE 280nm (1) OD 5, BA PBS 7B ¥E 3 1K, W&, I\
BH =B, 20 CIHRMA,

[0051]  HMEHE A A& B 73, Aak , Pk il 4 AKT2 & AT A AR B8 3) SRAHA TR 7
%

[0052]  H4A4E N- FREETEPR L BRI W LS (Sulfo-NHS-Biotin) KAHHLH 1y 22 %
o 0. 01M ¥) PBS #ikE AKT2 5 LA 2 IR 2mg/mL. FREX Sul fo-NHS-Biotin2mg TP Ak
JEHINEEZEIK 300 » L, BRI . SLEREIEA I YR VEW 54 w L 22120\ 2mLAKT2
B ABCAR AT, SIS 30min, ST 0. 01M [ PBS 3E 7 4°C 8h (#y 4 1k ) , W ke, n
NEFEH =, 20 CIR1F .

[0053]  ME#E A K BH B 77325, DLik, Pk il % 5,10, 15— = (4— HEmgdE ) —20-R— FR L nhobk{H
BeArid AKT2 B TR DB 4) RN A -

[0054]  H% 1- &0k —(3— RSN AL ) Bk — Wik (EDC) PKAH Bt ~F- i 22 2= i, B
10mg5, 10, 15— = (4- ML e ) —20-R- FRIENRAT 20mgEDC 43 ¥4 T 1m1 8 2 7K v fi H v
filt, WGP AE 4°CIR A BEFE N 30min, S8 5 [a] L TR Ar i 21830 I N 30mg/mL. AKT2 25
FCAR VAW, ZIEPEE R S 2h, EHT4EALS , —20 CIRAT .

8
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[0055] SIAHARMEL, KK HA @R & KNGS HER S, A HBEER AKT2 A
KW R B AL T I A2 K6 B TR k. AR FERE A AKT2 EAEHE
Far I o

BiExEA N
[0056] St 1 il & A5 ] A Aar I AKT2 E (1 RO &
(00571 — A HE it 2ok O VL 1) 6

[0058]
NaH.PO,* 2H,0 0. 2g
Na,HPO,*12H.,0 2.9g
mEEEH 20g
IEEHA 1bg
7K BE &L bg
FEE 25g
X EEK TE A ZE 1000mL

[0059]  ¥& BRI EFIMNE PR, IS KE R, RS, ME pHAE . W% )
B 2 ~ 8CIR_IF

[0060] . AKT2 & AR & 1) 1] &

[0061]  FHARSHE i 2 J5T Vi S AKT2 B [ 400 ot FE il 452 A4 o, R 4 7 0,0. 1,0, 2,0. 5. 1.2,
5.10.20.50,100ng/mL, ( H:H Ong/mL JyRIAE MBS, A5 AKT2 821 ) , Bl RIKERL
1, SR RAE S 3mL BUAS PE MO 23 ImL/ W, R A0 )5, —20 CIRAE

[0062] = L5 FAREVR Il 4%

[0063]
NaH,PO,*2H,0 0. 2¢g
Na.HPQ,* 12H,0 2.9g
4mEAER 10g
Proclin 300 ImL
XK SEAZE 1000mL

[0064] DY 4 512 A1 25 AA [T A Pk Rt (1) ] 2%

[0065] (1) FREX 250mg 28 Ak A< v PP FOURE B T A8

[oo66]  (2) SN FFEE A A BA S SmL 2 I8 5 i

[o067]  (3) WEMED &, F2: L

[0068]  (4) fiI\ DMF ¥Af#¥) 10mL0. 2% 1 1,4 — 2K — i REE (PDITC) &K, B T i
PR35 245, ML 10h 5

[0069]  (5) HF S L i RO P ks FH PR B A R 2 7K I SR TS 1 6 3

[0070]  (6) HUHTHHil &% PDITC ¥4k FIRETERTRL B T 30mL B0

[0071]  (7) fN PBS25mL, NI 4mg #ESE A2, B THIER IR 25 XA 20min ;

[0072]  (8) Rk, IS8 S M Ri J VA VRAE 280nm (1) OD A, BA PBS i %6 3 7, W8, In N %5
BH=E, 20 CIHRE .
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[0073] Q77 i T VLA 2 A T, e o ST B A W 28 ot AE MR 918 e 0 28040 70 e L A1) TR i o1
AIZ AL AL PO T AR . FH SmL R PU AR 4 2¢ ImL/ I, R T-40 3 5, —20°CIR1F .
[0074] i, AKT2 &5 5 s R BRIl 2%

[0075] (1) KrAEWER —N-F2 AT AL R R W G (Sulfo-NHS-Biotin) UKAR B H 11 %
=i

[0076]  (2)0. 01M f¥) PBS k¢ AKT2 5 (A B 70 [ HiAR £ WK 2mg/mL

[0077]  (3) FRHX Sulfo-NHS-Biotin2mg T FUMIE H INE4E/K 300 v L, B2 FHE S 7E AL
[0078]  (4) SEERBTEALHI AR IETR 54 v L 218NN 2mLAKT2 & (A 8 v ik e, =
BB 30min

[0079]  (5) R MVE ] 0. 0IM [ PBS iE 4T 4°C 8h (3 4 ¥k ) , UER, TN &N =%, -20°C
R

[0080]  FHTEC /7 s M VAR S A B, J et S B ASr M 285047 » AE MR 4R S R R A5 T i) AKT2
AR R EY A TR .. A SmL #UAE P9 MO 226 ImL/ L, R TA03E 5, —20°CAR
1o

[0081]  7N.5,10, 15— = (4- MEBERE ) —20— X 2K IR A WRAS AR 10 AKT2 £5 [ B v BE ST AA 1)
il %

[0082] (1) #F 1- &% —(3— “HIRZ LA ) kit Wiz (EDC) UKAEHUH P 2 =1
[0083]  (2) HX 10mg5, 10, 15— = (4- MEHEHL ) —20— X 7K L PR AFWRAT 20mgEDC 433 T+ 1ml
R 2K A HIE AR

[0084]  (3) #% ik 5,10, 15— = (4- MEHE L ) —20- X IR Z R A WRYA WUFT EDC Y& ¥, 75 4°C
TRABEFE RS 30min

[0085]  (4) #RJ5 Ml BLIR A P SN2 W NN & 30mg/mL AKT2 25 [ ¥ v PR HUAR VA MR, =4
PRI 2h, EHTEEAL IS, —20 CHRAT

[0086]  FH L /5 R REVRUIR 2 R, Tk SO0 I RS A, 70 AR B U A5 s e LB B il 5, 10,
15— = (4= MEmg AL ) —20— X 2K LR IAR AR 1E AKT2 &5 1 S s FE SR AL TRV . FH 5mL #E
FEPGARIT 228 ImL/ I, VR A0 5, —20 CHIRAT .

[0087] L AbE RGN il £

[0088]
NaH,P0,*2H,0 0.2g
Na,HPO,* 12H,0 2.9g
Y g B 0.1g
(o) R 1. 5¢
7&K SEZZE 1000mL

[0089]  J\. Vi
[0090]
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NaH,P0,*2H,0 0.2g
Na,HPO,*12H,0 2.9g
NaCl 0. 5g
Tween—20 0. 2mL
WA K SERZE 1000mL

[0091]  JL 12 Al S Al 40 Al

[0092] iR ERATAE S S R B0 A2 B o il S A A e B I L RS MR e
PERE B A A A Re 3 Rl AKT2 S ) & 28 AR & e i FE A A

[0093]  £5 I, 7E AR B BOAHF ek 2 o, AR BRI R BN S i F I SRR3R AT T 0%
MG E %58, B 5,10, 15~ = (4- MEuedk ) 20~ X7 Z Bk 5 v B ik A R ik
B P A I M SN 2R A MR SR (1) R PR B R AR S KN Ak B RO IR A ) R
e R FRBEE ) S o[RS A0 R A AR 7 V04T T AL, P AS RIS A Rl Bl A1) A2 s Rz s
)3T A8 XN b, 36 R R i 4 T8 5,10, 15— = (4- WEIEdE ) —20— %f 2K Z B R bk
BRI 2 IR 07 BEAS XA % AN A B FE R L R R e SEIG 45 R 7R [R5 45 1
T AR 5,10, 15— = (4- MEWe JE ) 20— % 2K Z BRI IHRAR 1A 530 Y e I R G B e THA%
Gy BEEE R OCERE — M E S (10 %) Db, 25 TR ME AKT2 E AR

[0094] | FH A< i BR300 gk AT R W, R BIORE W, e PR, AR IS TR X R =
AKT2 & A BRI 75 3K

[0095]  SLjEfs] 2 il & 4% & BH A I AKT2 5 1 a7 &

[0096]1 DY % 52 FH 2 b [T AH BERHRITRE 1) 1] £

[0097] (1) FREX 250mg % i A i MR RURE BT BEAh

[0098]  (2) JIMA FEE A2 AT 25 mL e iF 66 5 U

[0099]  (3) BS.Lhor i, 372 i

[0100]  (4) i\ DMF ¥&f# ) 10mLO0. 2% ) 1,4 — 2K IR FIERES (PDITC) AR, & T 1HIE
PR35 245, N 10h 5

[0101]  (5) Hg [ B Jim (1) BE R0 FH 7R R A BB 7K S B3 6 3

[0102]  (6) HUHTHil %2 PDITC V&AL I BREURL B T 30mL BS L&

[0103]  (7) JiNA PBS25mL, JIA 4mg BE2E A1 2, B THE RS 25 B 20min ;

[0104]  (8) BI.La% 8, IS8 S MRl J VA VRLAE 280nm (1) OD i, LA PBS J5 %6 3 7, W8, In N %5
BH =, 20CHA .

[0105]  FHITC 77 5 Rk VAU ASH: S0 A, ek S 36 W0 2850 0, 6 MR 4 e 0 A0 6 ek L 491 T, o) e o
A A SERNBRL TAE W . T PRI 22 ImL/ i, R 4038 )5, —20° CARAF. HARBIL
L5 St 1 AH IR0 7V 4 AR R B R AKT2 2 Rt

[o106]  SKafs] 3 ~ 6 ffill & A BRI AKT2 & A 1)) &

[0107]  Ff g BRI 4 BB o8 2 va B Budd  SE D TRE AR B AL R KA F R UL 59,
HARB VLS S 1 AH R 7772001 4 4% R B ROl AKT2 85 3 it 0 &

[o108]  SKafsl] 7 fill 2 A% R BH BRI AKT2 2 1 k) &

[0109] /5.5, 10, 15— = (4— MW It ) —20— 4 2K Z FR A BRAR BCAR 10 AKT2 25 1 58 5 P HUAA 1)
il 2%
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[0110] (1) % N, N' - ZER I Wik (DCC) PR B L 4 2 =G

[o111]  (2) HX 10mg5, 10, 15— = (4— MEBERE ) —20— Xf 2K BRI 20mgDCC 43 ¥ T 1ml
R 2K A HIE AR

[0112]  (3) i 3R 5,10, 15— = (4 MEWE AL ) —20— % 2K 2R ARV VAN DCC &, £E 4°C
TREPHE RN 30min ;

[0113]  (4) X5 A IR S AR R I & 30mg/mL AKT2 25 [ sl FEHUARIE M, = IR
PR 2h, R4 R, 20 CHRAT .

[0114]  FHEC 75 R RRVBRE S A, 1 3l SEZB0AG U 25 4, 71 MR 40 e U 5804 B L A1 B 1) 5, 10,
15— = (4- MEwg L ) —20- X 2K Z R INIRAR IEC AR 10 AKT2 88 (8 v BE Ui Ab TAEWR . FH PRI
434 ImL/ W, R TR S, —20°CIRAF

[o115]  HRF LA SLiEE] 1 AH R B9 77 V2 A& A R B I AKT2 25 1 a7 &

[o116]  SEHafs] 8 ~ 10 il £ A< & B A il AKT2 25 [ i3t &

[0117] 5,10, 15— = (4— Mkug 3L ) —20— XF 28 Z B8 AR Wbk 2 531 5 A 5,10, 15— = (4- ML IE
HE ) -20- XPORTABRANR.5, 10, 16— = (4- MEBEEE ) —20— XF 2k T BRARMK.5, 10, 15— = (4- Nk
WEJE ) —20— Xf 2R PR Ak, HoAx 35 DA S Seits] | ASEia e 7 A [R] 77 125 2% A BH e )
AKT2 & A B &

[o118]  SLjEfs] 11 i & A & BH A il AKT2 85 (A Yt 7 &

[0119] L A& R G il %

[0120]
NaH,PO0,*2H,0 0.2¢g
Na.HPO,* 12H.0 2.9g
RY e e B Pz 0.1g
KC1 1. 5g
K SEAZE 1000mL

[o121]  JLARIG VAL SEREE] 1 AH [R5 v & A R B RS I AKT2 B8 (A 7 &2
[0122]  SEjafs] 12 A% BH (1)) & i 77 i
[0123] (1) MUKFRERH BRI & P 2 =i
[0124]  (2) AR UESAIRE N 0.0, 1.0. 2.0. 5.1.2.5.10.20.50.100ng/mL FI¥RF- i BN
N ImL 240 K AT VA
[0125]  (3) e i AN R Ak [ ARG MESUORL R T S O Sl 25K AT VAR
[0126]  (4) (] AKT2 &5 [ 5 v B Bk AR M 2 Ak TARMGAR T oM som o smL 2i4k /K 4T 14
fiff 5
[0127]  (5) [ 5, 10, 15— = (4- MEMe S ) 20~ K Z RN AR 1E AKT2 2 1 55 5 B P AA
FT RPN sml 2840 K AT AR
[0128]  (6) 7E N AR G435 0.0. 1.0, 2.0.5.1.2.5.10.20.50.100ng/mL K #E 5 5
R IEAR S 50 B L
[0120]  (7) ZEREA SONEAR AR NN N B 515 1 25 A 31 AR R PR ks &2 V5 V%% 50 w L, AKT2 2%
AR ARE M RN BB S 50 u L, & 5,10, 15— = (4- MEBEIE ) —20-R— FRFE AN bR fE e
Fric AKT2 85 1 i od BE SR B IE A 50 u L
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[0130]  (8)37°CILHE 30 734F -

[0131]  (9) Wi, W22 EyEWR, F 300 1 L Beic 22 it i , B IR R W B, W BB 35
W, EE 4%,

[0132]  (10) FEREA SOMLAR PAR IS RO G EAITE 200 w L

[0133]  (11) 7EALZ ARSI EA B P I & LI R SE R E (RLU)

[0134]  (12) 43 S AR Y ft TR 5 AR 2 RLU BRUA 0, 76 XU B A4 b B b 8 37 b ife il 28, DA
REHE TR R AR, RLU (B AR BR 2 tH b il 42, ARRIIRE AR RLU (E7EAn el 42 B2
HAZFE AR R AR
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