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(57) Abstract: A use of a protein kinase A activator and an inhibitor in the preparation of drugs for treating diseases associated with
changes in platelet counts. Investigating the effect of protein kinase A in the regulation of platelet apoptosis by means of experimentation,
research shows that protein kinase A regulates platelet apoptosis by means of regulating the phosphorylation of serine at BAD position
155; the activation of protein kinase A activity may inhibit the occurrence of endogenous platelet apoptosis, and may also increase
circulating platelet counts in experimental animals; in addition, inhibiting PKA activity may induce platelet apoptosis in vitro, while
also reducing circulating platelet counts in the body, indicating that PKA inhibitors may participate in the treatment of thrombocytosis,
and reduce platelet counts in peripheral circulating blood.
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¥ FAM-siRNA-H QSR FNEABUINA S A AL A7 (8 400 pl) KISL, BERERAL
B, AR
(LN e S AR I, TEBHE A YR/ 6 > 10° /mL , #E 5. 4 100 pL siRNA JEAZTFIR
BOAN 100 uL JE My M199 5 7555 87 /M
15 37 ‘CHJ CO, HEFRA IR FR, 6 /NN G WK G FREEH N & MG R 58 R R 7R AR 7 48 hy e
6 /)N RT3 Je it At B S D e e . BRI, WS T2 hela 40 LRI /AR o
B e 8 R ENE T R PKA Co FIZEIATRRE, Actin HI T Z K.

11, Geit2 53t

AEARBIRIE T 2 b 3 YO BT SEE, Bl DA B AR AE TR R R, Y Prism Version 5.0
SHEARIAT G 2007, SHEAREAT AR T A%, p<0.05 VB4 2 Rk i % A{H.

12, SEEER:

(1) WCIARE B PR B TTP 5 A LSRG 5 I BN A % e I /AR 304 I PKA V544 P I
%

M AN RE LR 8 e A AR — 2 im RO ZR PR D, AR PR, TP WCIMURE BN i e 5555 . &
G T PKA X6 LTS D RES TP EER] . B0tk ITP 38 BH IR &
TSCILAE B R/, R DARH I AE R o 0 B4 BRI A E XS B, B /M MTB T
B, VAREME N 3x10° /mL, M/ MRZUR S KR A TR I BEER 1 GPIbB. GPIbR &
PLK PKA JEME, 5XT R EL*P < 0.05, *¥P < 0.01, ¥ MTB #BE IPES ML/ 1x10"/mL &5
FHM 4B (H MTB 22 1:20 #ke) 37°CHLdE3% 90 43%h, [R5 JC4H B 15 7% 20 A 9 e 5t

W, Kyl GPIbP BBk B (1. GPIbP M & A PKA E T, 45 5k 3 AN FI MR ARk P 7t
11
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SESEH, S 1K 2, *P<0.05, **P <0.01,
BATATEURIL, BT AL He A Bt Ml S8 R sl TTP S LRI e, 2 IR /)
BT, RIS, PKA VEPESTEkb . BolimiEi i, BRERE B b s B o R4 2
AT ER B 0] DUR SN @ /MR T (Kraemer 55, 2012), FAWFFURIL, K IAT bl R1H 25 5K
W AT LU IS T, M ol DA B> PKA 3. Bz, IXUBEERERY], 1TP, i
LI B PR N A R AT LAV R /MR T, R PKA VR PER AR R B
(2) ) PKA VM5 3 0N A= P A2 R 40 L 9 7

Oy W CAAS R B () H89 (0 12,5, 25, 37.5 A1 50 uM) T 22 ‘CHER] T-HEI ML/ MR 160 404,
It g AR 00 L /N PR b AR i85 JEE AT B AR AL PS 28 . SR R E R PR, &5 Rl 3
T B o vk i/ SR TS RIS ERE FE A0 HB9 AE 22 CTRALTE 30 434h, [ %57 DMSO
FHA23187 AL 3L [ P ot HE LT BH P %o BR AL ML /MK, western blot K2 caspase-3 . gelsolin 25 [
FIBFM T caspase-3 151 . #4 FITC brid 5 CD41 Hifk 5 AL B MM BL 1:10 B EE
BINRAY, H T EOEIEE 10 2080, M7 MBI BB CDAT PSR T PR s i /MK
R ANSFEIR R LR H89 1 22 "CHEH T-HEUk /MR 160 738, [RII 1537 DMSO B 1%
HRZH MM /AR o I/ ARZE 1% — eI 22 30 23 Bh G, HR BT RS A R, iR Ak e =
USSRy, b R=1um. 25 R BEEbrHEZE LR, SXTHEAAHEE*P<0.05, S5 RER =KL
.

P FORIRAITET T PKA FEUR ML /MRIE T E A /M5 PKA 014l 771) H89 JLi1
B VM ORI /MR N TC-1 GeRkbRic AR 4k, R IL H89 B Akt 175 T i MR IR Sk
PRI R (APmMD Zeffdb. T B, H89 thm] LAK AR5 S /MR & 2 Aym LifAL . APm
FMAAL T caspase-3 155 @M Lilf, M caspase-3 Y MRAMFR KA FF2—, W FH4A
BRI 5t . BATBFTTR IR, H89 FIE AR 7715 caspase-3 HIVHILA caspase-3

J&A) gelsolin (D). BEARMLZZ2IR (PS) HMEZ NIRAR MR AN ML PA T2 o) — A B2 AR id 73
12
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¥ WAVHFTURIL, H89 W] AT E MO P M MRGR T PS S
TR, BoRi R D ReRRT 5| R A Re 2R, 2 5 DR UL S B MR T R BUE RS
FoE. seE gt R R H89 WIS GPIIb/Ia SHMEM M R, I ATEUE (FSC) kb IR
%, KU PKA &G M MOBS ER AR, SEoh,  H89 Fl & M 1175 3 1 /M
IR TSN, AR, A2, 94, BRI S S, M, Xeegi
R, PKA AT LAY SR A A R @ A MR 40 B

(3) PKA JET A7 BAD 155 47 & B RR AL 1 2 i/ MR JE T
PR RBAVIE—BERR T PKA MK 3 M /MRATZIIHLE. T, 3x10° /mL ¥R ML)
g AR BB FZ (9 H89 B DMSO W ZLHIEE 160 738l A8 BRI VK 2284 30 7350,
P A%e SDS-PAGE HLUK 3 B 15 BIAN R R /NI i 3 7 B, IR Wk P — /NI S I — 400 &
RAECL RO Ros HRE A 4 (B 8a). ki M3 H 37.5 uM ) H89. 10 uM i forskin
UL} DMSO W2 A3 160 23 8h, 43 UL /MR K M 8 TR R AR HE 1, western
blot #r il HI¥H 1, Image J 04T BIME AR, SUHIH RS DI EEbriE 2 B gl R

([ 8b). FRALFE (K M /MR ZL# T, 17,000 g 4°C B0 10 7088, KRR B3G5 M N SRR
BULERLA, 5 protein A/G +HUIRHEZK 4°C §5H 2 /MG, FEFBELUE T ERAZRS (K
8¢), Zil oA VUIR S0 LS HbrviE 22 BoR &5 R, *P < 0.05, **P <0.01,
SR, PKA ISRk /D /M GPIbB 166 47 5 22 5 B2 (B AL FE R, BE T UE B
I PKA &M AR 11, B IBFFUR I, P8 T MR PR T3 T B BAK . BAX FITIH T8 1 Bel-2.
Bel-xL K& &, BRMIYRMALAL. GIRELR, 75 S40 WERA M, PKA it i
B0 Bim [{ak, A 0R 40 gk S R AR TS . i ERAIFTSUR L, 7E PKA S 511
AT R, Bim & FKCEAR B S48k, HERR T Bim [EEEIEH
AARIEUER, PKA kI mT LAEiE PS3 fysik, 1 HUBE R 38 /MR B R4 PS3 W LLE

A SPUAT R E Bel-xL KRGS, SEm e MOKERET.. R, /£ PKA Z 5L/ MK
13
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T, P53 sl BRI P53 AR AR AL .
FEA AU, PKA JEITA BAD 155 A7 5 24 2 RINBE IR, JFAE 14-3-3 & 5PUHET:
H A Bel-xL (g5, SEMEEIIET: . 45 BAD 155 i S 2B L 4411 T, BAD 45 Bel-xL
TR B AR, BEIBUAT $hAT# BAK R BAX, 3Eifi S8 RRRSIE R, KA,
FAVRI BAD 155 47 s 225 R AE PKA FHI75- S AN H IR B AR B D IR .
H., H89 Jg/b. #hm) r[AHER BAD 155 f7 S22 2RISR AL, P sem ek A | Bel-xL
HARR RN R ERR A, SRS R s H89 BRI AIAKRII R, BelxL 5
BAD W] & sk /b sl 58, 278 H89 slif =) w] Ml id 142 BAD Y5 Bel-xL HIAH BAE H BT T
B BelxL (13% . It X4e4dE £ 0] PKA Bl 4% BAD 155 {7 &5 22 S IR W R Ak 1A 2 1M
R IR .
(4) PKA PG4 mif B/
Fi— 7T, PKA G TT LMEHE BAD 155 225 A7 i WAL K-, 15T BH (40 B T e
Rk, PKA JEALFI W] BEPH RS 2 i i MR T, I &K T /MR A ar . A T 50IEX — 1
BL, AR RN ICR /N ELAE 24 /NI R FRIKT ST PKA WiBh7) 8-Br-cAMP (2.5 mg/mL), [A]
I ¥z PBS A BAPEXT IR, 8 IR JE vt )s B4 PN AR LN BORTI 2L /MR, S 20 R R
Iy VST 5-6 HUNR AP < 0.05, **P < 0.01 (K 9).
EEJURIL, M/RIHEOE RGN, 7E5E 8 FOBBIEAR . AHR A B UM/ MR A R, i
ANERCERTHG AN A /O™ A2 8 22 1 45 R (1 9). i HL, TC-1 brid /M A B 2 AR AL . 3% 2
AR, PKA SRR ARSI TG, I HUAT RARE AR P I /MR K55
(6) PKA /I B/ Bk b %1
T SE R A SR R R B /N B 2 (8] 10a). Western blot A1 /M PKA.  Bad. GBIbB.
W21k Bad Ser-155 FIfli#R1k GBIbB Ser-166 ik, FFiH /bt s H/ME (B 10b).

Sysmex XP-100 I 73 B 0GB/, S5 R Geik it 77 R WT Ml 7 2 PRKA+- /M
14
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M5 PKA-/- /PR, (K 100). Al FBEMRS (0.5pg/mL) FIHi CD41 (20 ug/mL)FiiAbrid)E,
TR FHFE 15 min, R RO TN R 2R RS . FdikE T 7 A WT /AR 7H
PKA+/- /NEATS PKA-/- /PR (B 10d). P/ MRBTA R300 (0.15 b glkg) SEIEHA
WT F1PKA+- /NRAN, HRAER M4 1M, Sysmex XP-100 M55 B4 /MR E
SRS T 6 RWT AR 6 H PKA+-/NLCE 10e) . PG M /MR 5 JC-1 (2 ug/mL) i
JGHEE 10 23h, g M AR DN 2k (A 5 H A E AR ACE (B 11D, FITC #7125t CD41
Uk S REL 1:10 HENR S, BERSEZIRET 10 208 (B 11g). STl /MER /s
BB, CDAL A 40 s T R ML MR b 1% 80 I [ 8 DRk /i 30 73
S5, PR RIS MERSE R, brR=2um (& 11h). *P <0.05, **P<0.01, SLH4ifk g =&
WAZSER, AZEAEER TR R AR 20 TN R

REZHPKA Co FEFIRER/N BRAE - Mt s, RIGIRATENL T PKA Co SRR/ A
J L R P U 40 0 L 2 e o S A= SR B B R AR DT 7% R AR B R X B3 1 PCR A0
YE . DN 4 D HERRRE SR, BAE WA PKA BRE R /MGE i & B J5En
IR TELLANM, A4 BT H RO 0 R b, A PKA-/-, PKA+/-, Fl WT 2%
ARERNESR. M PKA+-5 WT ZREAHLL, MM EED B, PKA+/-5 WT KR
IRAN A= b S S e i 1 AN 8 &A1/ R B 1 R = I 1 RN TR X R P 13 == s | A
BB R INIE .. TH., BT SFU MG A R300, TS MR AR T, R 7T IR
%P PKA +/-HL WT SR (i /MSIE BR o A7 8RR, PKA -/-/N UL/ Sk, H PKA-/-
2NN 1A= R o

AT BB B RN PKA Co FERRER /N BAZAETT BERT T, A TIIE PKA Ca £5Fims
B XA/ L PF4 Cre 22 L BIH W A3 2L A PRA SRR/ B SRR T C-PKA
-/-, C-PKA +/-, fl C-PKA++Z RAELLAMM, A4 frtE, M kR B BEK

ZE5to 1M H PKA+/-AT RIP3-/-ZHARLE, B EM B A M MBI . 28 & FMais 5/
15
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il PA T 14 52 B A T AL« PEAB IR AL/ b, ASRIZEAL I 22 BUOE ) e o SR,
PKA B/ UK PS ANEIT S0 . 2EAR B ER A B AR IR I /MR R L, PKA R LIS
AR E R BAC L MR R o  T BA LN i (R R F RN ERI SR, AT PKA
R /N BRI AN RS R B HEF A A8 /N UK Y . PKA-/-, PKAH-/ BLITL /MR B 2 0 EE WT /s
FEMILIRA N Ty A O e

(7) PKA b/ LA 3 BAD BEIR LR/ HE 4
SRJEFAIDT T PKA R/ BRI ANRA T B o FIFRATTZ BTAE A ML/ RS S50 R 45 2R
—EL AATMAG TP PS3 IR BB AT R, 1T PKA (EALERERIEAN PKA ¥
PEED SRR/ . T H., PKA /NI /MR BAD 155 £ 5 22 5 BRBEBR L I# M. 4R T, PKA Ca
R AL /N 5 B A A i M EE, BAK, BAD, BAX, Bel-xL BB A L. B2, iXee/h
5 BUSTE T FAE A MR IL, TEB PKA 90 S5 BAD 155 £ S L8 BB AL/
S MRIAT R A

(8) #2f PKA JHME LR ML AN AN AR T3 38 45 A 175 K (1 40 B TR ik

P /MR 2> 51 SuM forskin AT DMSO 22 ‘CTRALHE 5 /38, SR 5 5 ITP g Mg =i

FAERIE 12 /NI, (RIS AR R A AL (R R I B ASORS I e A s S 7 2 A Ak
i (L 12d)FH PS B M /MR (T 12) 3T A7 B 1 43 b o ICR /) B e 851 B 8-Br-cAMP

(0.0625. 1.25, 2.5mg/kg) LA HNZ:, FEMEIEES Fo #dlH %k Fo B RIIM/MOERR,
10 %05, P /MRFTA R300 (0.2 1 ghkg) LMEHsESHEN/D BRI, TASH I 8] 5 R HE
FIKCR SN L A2, Sysmex XP-100 M 73 A A oH St MR e, 2 v 6 UL, 5 R H
B bR (B 1200 PRSI/ 3 SuM forskin AT DMSO 22 “CTiALZE 5 4354,
IRIG 54 B O IR B RO 2R R LR 3R o0min, [ I LI 1tk T0 4 B €0 4 R B VROV b B 1
SRV FRZEL A /N, 330 X 4 ARG ) 2 A 5 b7 2 AR A i /SR (P 12) T PS B PEIIL /MR

(B 12h) prifErtt. e ER =k UL E, SR IS belEERoR. YR/ 9
16
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5uM forskin #TDMSO 22 ‘CHUALH 5 73 Bheh, SR J5 15 B R SR RIS 2305~ LR 12/,
(7 P P A7 A B e ALV 1060 i, 30 X R SRS, 0 e AR i 5 P o 25 AR AR it /S A (1 12d) AT
PS BAME I /MR (B 128) BT 5 B 3 EE o

(AN A TA TR i A7 1 /AR AR T B 25 L T A Do E B i R Rl . O THRF PKA
FEML MR AT BAG IFE AT, R /MR AP I BN PKA SRR BIIEIR . (E @kl PKA
TR B ST R MR T . AR, PKA GG Forskolin B AR MMM T B R 4. A
PRI SR,  Sebi R IR AL 2 R A P A N FERE P R R T — AN AL g P o S 285l AN
BE—2BB0AE PKA Y5 M /MRIE T RE T, i HAR SR B PKA (7T Sk i 2 B A0 4 40 i 1
¥ 137 o
G TR T, e AL, S EUR I MRAERA ISR, I, BAIFIET
AT PKA WUERY NIRRT By i A2 RS B . 25381, Forsklin B 2
AR AT IR, ARG R, S T5 T, H89 Dl TIE R . XL R,
PKA 42 (040 B TAE /MR A7 B0 A3 RSV I, 3R T — Al RO (i e fi 7 1
NI T
ITP. FARMEATE ITP BF AN A B HUASE S ILVMUAT:, 1R M/MUEIR . 50T
FRAEAH— 20, FATHFFTRIN ITP S8 B/ U 245 S MR A T2 4811, Forskolin
PR S /AR 2 AR T I U5 3 BRI TR A A T BT PKA S5 AL SRR L /MR
PRATERR P IPER,  JRATI DL/ MR R e R G Bii R300 ZEar T —A4> ITP /b AR AL, R300
RO M/ E 7 FIMRIA T Fo S2AE TS A/ AP AT BLE ) Fe- i
MBI . PRA 505 77 A] LU ARSI R i DR ST A 3 I MRIE RS . X284,
R AGESE PKA (RS HUARS S M MR T REE R E A, T B4R 197 ITP B8k
% o
SRIGEATRIL, PKA WA 2005 bR T A0 R 1A P 1) <6 280 00 2 TR T 20 B RN P 3 AL

17
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K55 /R AL JE 5 R RO AR T o 2 XSO AR B, PKA 2 /N T ) 7 T M A i 42
B, M HREERE, TS R AN R 1 A RS A LRI A R, R
ol ¢ P9 L) g RAT BRI R X

(9> [RIZY 2 st i /N B T2 S 56 B 45

Sy DRENAEN DA SRUE

Peig i /(3 < 10% /mL) 5 AN PKA $Eh 71 CR 2500 0.48mM, K B /i 4111 2 B, %98 10ng/ml,
KA 8uM,  FABENREVERVR 24pg/mL) s BIPEXS G CEREERZKD =R 10 min, 2 JEBRB
PEXT AN A I EELEG 0.1U/ml, 37 CH¥E 30min. /MR Aym {32 IR M BH B 7 44kt
JC-1 52« ZEUREEN 2 ug/ml (17 JC-1 JONARFL S /MR, 37 CREESIFE S min, 40
FRATIN . A TR BRL AR AL M JC-1 IR AW, SR R SRR IR LA 2
WAl 2 Jo R 45 A B R ) JC-1 B4k, JC-1 B4k (hex 514 nm, Aem 529 nm) LR AW (hex
585 nm, Aem 590 nm) JEILIFHI AL ERE JC-1 BEY) BiE G5t (JC-1 ik Lk
flskE (13 2 16).
PS 4MEH -

PEA /MR (3 < 10° /mL) 5 48[/ PKA @7 (A, 0.48mM, K B AT 5 i 3 E, % 10ng/ml,
KA 8uM,  FRBEMR TS 24ug/mD) B BIVERT I CAEFEEKD EW 10 min, ZJERRE
Mt AN D N BEILES 0.1U/ml, 37 CH¥H 30min. ZJ5HF Annexin V ZZME. ALFES 1)
iR Annexin V-FITC #£1# 50: 10: 1 (LG E3E N @O E 15 min, F4H MG (K
13 &2 16).

2K I3 AR B 40 ML /SR Ak P Y ok

ICR /MR 12 H, BA% 6 Ho SERAK IR Img/kg 6 M, XTRAAIEK (NS 6 H., /h
BURH ISR IR Img/kg 10min (B NS) J&, /M RIERAS 0.1mg/kg R300 Hifk. SR)557
BITES N 8] R B IR b, RATAT UG, Img/kg K JJAR B B4R T/ USR] i it /)

18
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Batg (B 1D,

PGE2 GRS ML /M5 A& A 75 B

HAEG TERRM, TEAFEMEM, A5x4 R 5 A 7 0l 7 5 0.9%NS Ml PGE2
(20ng/ml) ,10min Jy3 5 R300(0.1pg/g), 4R )5 £E 30min, 2h, 4h, 6h, 24h IHA] AR5, 7F

30min B, NS 4LF1 PGE2 AR IM/MRITEL P<0.05, H %12~ &% (] 18),

cAMP BERSHNHI ML AR 44 I T BR

e TEMKRI, MERNEEMME, NG EAMKLEH 7m0 0.9%NS Hl cAMP
(12pg/mD ,10min J57E5 R300(0.1ug/g), 4R i £F 30min, 2h, 4h, 6h, 24h I [A] AR5 7F

30min I, NS 4 cAMP AR P<0.05, F Zeih 257 (E 19).

AR BE BB ML/ MR A& A TE B

A T2 ROR I, 1EAFEVEM, AR50 LR EG41 43 7= 5 0.9%NS Fil Aminophylline(%

#0%)(0.24mmol/L),10min 575 R300(0.1pg/g), A J5 7 30min, 2h, 4h, 6h, 24h I [A] SR ML 25

(K 20>,

(10D PKA 5| A P 2 i ifn /s 2D
PR RIATHE— BRI T PKA {EARN /MRS A P EIE AT BEPE ICR /) B8 R b A 5
FE ) Rp-cAMPS (50 mg/kg), Ky AN [R] I 1F) s A BRI /NSRRI /SR i . e
ICR /> SIS s v 56 B ) B I L/ ARGHTL 44 R300, 0.15 mg/kg, T 54 ML /NIR BE 0% 5 A2 ™ B 1) 1L /)
AR ADARE, 2R/ SEC R R IR 5 i L RORE IR S B ER R, RZY 3 RS, R
N RCECER R T o HETE TCR /) RIS S5 SRR T /MRGHT 14 R300, 0.15 mg/kg, PFRAN
7 K Ja RHHIKE S Rp-cAMPS (50 mg/kg), 737 vH4L Rp-cAMPS V15 ML 8 /N fa gL /)
ASCRH R 2 A /NS 1 TCR /) B 24 /NI 22 R ik 5 PKA #3077 8-Br-cAMP (2.5 mg/mL),

Rl 357 PBS AUAEON BATEXT I, 8 RJA TN B A Rt/ MSCRT 2T /AR, iz 36 2 R0

19
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204> ST, 5-6 H/NE*P < 0.05, ¥*P<0.01 (& 21),

¥ PKA SR R AH- S BEARTF (Rp-cAM7PS) CHERRFGS IR 18 ik J2 ik 59 1) ICR /) il A
Wo SRR, 2 ARSI, SRR BT IR MR 30%. 8 ANIRL I, /MR
WU R RAR(E. M, Rp-cAMPS JESHERIM /MR HEL APm ERACIS:, LU
KA,

TEL B AT /RS HELAN ML T, 1 HL PRA S PEARN 1 T . ik el S — 30, RATRIN,
Rp-cAMPS {55/ BU7 R A 9 I /NSO 50 B RN,k 7 2R MG 3 i, 42
SRR MR Rp-cAMPS 55 & FO A U T A HEBUER], RIS 422R, 7EMRA PKA S5
AOE PR EW MR AETET. . T B TREN:, BT PR/ R 5 53 B VR 4 B A
R300, RS 72T AN BRI, (EsE/ N AW RIS R, A R /o™ A 2
IEATFUAZE R —FE, TG 6 AN/ B RS A BIE PR ML/, /AR B AE 7 R 9K
SIEH . {EICHAR), WU ARG 52 . T Rp-cAMPS 34K R300 Hi (A 5 ik
7 KGN AR T0%EIAER /MR, SRR 30% K I/ NRAE 55 IR . X s gk BHIEsE,
SRR T2 5 %2 3 PKA SRR, 0k i A i /MR TR B e i B, BRARL MR
K] PKA V& P2 A8 RAR A 0N i o

(11) AT HU/R BERS (e i /MR R P 1=

S YRLN AR KR sl P
PR ML/ (3 % 10° /mL) 5 A[F Fasudil GAEF#/R) 53 B M 8 (E3E#h7K) %46 10 min,
2 JE BB T AN 2L N A RIS 0.1U/ml, 37 ‘CH¥E 30min. ML/ Aym {352 g M FH
B YR JC-1 I 5E o IR FE N 2 pug/ml [ JC-1 DI ANACFR 5 (it /R, 37 CRDEIT S min,
AL IAG I . 2D SRR ER AN ALK IE R JC-1 BB, SR TR R A
HLA AL 2 J5 R S5 G AL TC-1 Bk, JC-1 4k (Rex 514 nm, Aem 529 nm) DL KIS

Y (hex 585 nm, hem 590 nm) I HHERAA AV JC-1 BEY) diFZatiit (JC-1
20
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AR RSk E (B 22D,

PS SNl -

PEdR /MR (3 % 10° /mL) 5 AN Fasudil GEEFHL/R) 83 BIEXT IR (A2 347K %3 10 min,

5 BTN AN I AN BRI 0.1U/ml, 37 “CH¥E 30min. 2 J7KF Annexin V 22,
AEFH S (I /MR . Annexin V-FITC 4% 50: 10: 1 (L) 30 FEEEHEE 15 min, 401X

il (Bl 22D,

AT WUR L, VRN FEEAE, 850 IR LA 21 43 53 5 DMSO Fl Fasudil GEEFHB/R)
(1.6umol/L) 4R 57 30min, 2h, 4h, 6h, 24h [N (7] S5 SR 5 (B 23).

Mz, XUEEIRR ] PKA L R T € MM B A A7, PKA 5 ml PLZ 5 10
NBHE 22 PR I IRTT IR, WD ARG BRI AR, AR /RS 2 E 1
AR VETT SE0E T B S, Fih] PKA V& AT BE O IR AR VAT NS 25 13T T B PKA

FOHIFEA TF R BB RGNS 2 MBI 0, WRELRHIERIZ: B

21
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W HE KB

1. B G A BOERIER 5% 167 MR D AR B 250 P AL

2. MRIEBCRESR 1 Brid 8 s A S0P R 2 V6 77 I /NSRRI 9D AH D 254 1Y
Hlige, FCRFIEAE T, BT i s A SOl ENLBeE 1) AT HUASGE 7  —Fr oL
Fifto

3. MRIEBCRESR 2 Brid (8 s A ORI R & V6 77 I /NSRRI 9D AH D 254 1Y
Mg, FRFIEAE T, BRI BGEFR A 2. A R B EhHh i — Al LA,
o MARABUMZER 2 Pridt i) (1 0 A S0 AR ) 26 V67 /AR B g A A S B 25 4+ O H
&, HAFIEAE T, Prd A HAEan RO Ty . RS AR, BRI, IR,
R 7 TR R — U LR

5. MRYEBCAZER 4 Prid i e (A 35me A SE R il 5% 877 L/ MERAUE kD AR SR 259 HH O
&, HAFIEAE T, Prdiesopsike. beke. Pk, D7 E i MEd LRl BTk ke sy
BV AR B W B R BRI AREULA BTRIORESON R, R (IR
R IR EULR . Brd SR A ORI 2P IR sULM Brd BRZ IR O i A%
HZIR . RZEZIR P I — R BU LA

6. MRIBCRER 1 Brid (8 I A SR R 2 V6 77 I /NSRRI 9D AH P 254 1Y
Hlige, FORFIEAE T, FTaR iR I A SO0 0 BEIR — HEBE DR PR IR IML B
BB P K — R U LA

7. MRIEBCRESR 1 Brid 8 s A SR CE & VA 77 I /NSRRI 9 D AH D 254 1Y

=

Hlige, FRFIEAE T, FrdiE (Il A BaERDA R IAR. KR KR
HWEATSUAR . PRIV . PRI, PEVR LG . A S A LA

8. MRAFBUREISR 1 ik 1) 8 (308 A s IE il 26 T8 7 1/ IMBCESCER 8D AR S5 250 1
i, JRFIEAE T, Pk i s A3ime A BEE R RAY SR . WECE . ABEIR G Ak
IRTEF R AIAR S—IRIRTF-3" , 5" MR . S—IRA-IABENRTT . SURNE LR TF—FABENR T |
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compounds are also involved. Therefore, no meaningful search can be made on said claims.

3. [0 Claims Nos.:
because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a).

Box No. III Observations where unity of invention is lacking (Continuation of item 3 of first sheet)

This International Searching Authority found multiple inventions in this international application, as follows:

[1] The same or corresponding technical feature between claims 1, 20 and 32 is protein kinase A being related to the number or
apoptosis of platelets, whereas the prior art already discloses the feature; see the section of the relevant document in the table. Therefore,
the feature does not belong to a special technical feature underlying the contribution to the prior art. Therefore, said claims lack unity of
invention therebetween.

1. [0 Asall required additional search fees were timely paid by the applicant, this international search report covers all searchable
claims.

2. X Asall searchable claims could be searched without effort justifying additional fees, this Authority did not invite payment
of additional fees.

3. [ As only some of the required additional search fees were timely paid by the applicant, this international search report covers
only those claims for which fees were paid, specifically claims Nos.:

4. [ Norequired additional search fees were timely paid by the applicant. Consequently, this international search report is restricted
to the invention first mentioned in the claims; it is covered by claims Nos.:

Remark on protest [0 The additional search fees were accompanied by the applicant’s protest and, where applicable, the
payment of a protest fee.

[ The additional search fees were accompanied by the applicant’s protest but the applicable protest fee
was not paid within the time limit specified in the invitation.

[0 No protest accompanied the payment of additional search fees.
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