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[0278] dutdo w2 TRM 33tEel H44de 852 149 A AF 1 ke oF 10 g WA F 250 mg(H= AP o
2 9F 100 pg WA oF 25 mg) WY olt}. stEo] A, o~HZE, oju=, 2= Gl Ag, FoAEe 235
S 7o g Absie | oo wEl AMREE AA FE2 vldlste Srbet.
gy e Al et AL Y&
[0279] 2N o
[0280] 3}eh4 314
[0281] st7] AAlede B dys Adysy] EiAnt AlFEE Aoy, B WA Jed uiep g B U] g9Ss
Algrstazl sk e,
[0283] 3hA 1
[0284] 5-[[4-[[(2R)-EE2ZH-2-d ol = |-5-(Eg EF e 2w d)-2-T g d Jopr| = | g -2-7l R U EH  (3FE
1)
[0285] A 1A
[0286] (R)-tert-F4 2-(EASAHE) T2 ZU4-FI 5o E
BocN/\
O\\ ’/O Y
S\Cl BOCN/\
RO (@]
O:é
OH d \©\
[0287]
[0288] anﬂﬁlo}u (15.46 mL, 110 mmol)S HZ2Z=24E (50.0 nL) ¢ (R)-tert-Fg 2-(3fo|=FAHE)-R=Z%
A-4-7} 2 A g o] E (21.73 g, 100 mmol)oll H7}3le] F4 &HS Ay WxF ‘%iﬂ SR 4-BEFQEEd 2
a}o]c (20.02 g, 105 mmol)E& U§ 252 3T olgl= A stHA] 2= Aylsiedct. &8s ALd4 21
AZE Bk agkgl o JF gk HFeGit. 2EAE dE ofMEH I E (750 mL)ell &3AI7]L, & (450
nl), 95 (200 m)E AHT H, Bvbodige R AxAZt. o3 8 AF sl HAEAS AAG F, 9
AF (150 mL)S #H7istar, AdE 9 JdS o3k s, AAF (300 mL)gi AR 7, Axste] 1A gt
2o WA BTE 55300 (35.66 g, 96 %).
[0289] " MMR (500 MHz, CDCls) & 1.46 (9H, s). 2.46 (3H, s), 2.62-2.73 (1H, m), 2.85-2.94 (1H, m), 3.44-3.49
(1H, m), 3.58-3.63 (1H, m), 3.77-3.94 (3H, m), 3.99-4.06 (2H, m), 7.36 (2H, d, J = 8.5 Hz), 7.80 (2H,
d, J =8.5Hz). LC-MS (Agilent 4 min) R; 2.90 min; m/z (ESI) 372 [M+H +].
[0291] 34 1B
[0292] (S)-tert-F4d 2-((2-F22-5-(EfEFo2va)Tgd-4-dopr ) vE ) REEZA4-THE A o] E
Xj\ /Q i
07 NTY OJ\N/\
RO k%o
NH,
0=S=0
F5C
N >l
[0293]
[0294] gHEZEoln| = (95 nl) 9 2-FR2-5-(EgZFe2va)gad-4-o}7] (2.9 g, 14.75 mmol) &N F&
IUEF (2Y%F 60 5% 1.180 g, 29.5 mmol)S A-2oA yFo] Hrislal, EFES 80ToA 10 +&59o
aHkEATE. R)-tert-58 2-(EASAWE )R E2ZAA4-FIEAY 0| ES o] Hrlsta, w8 EFES 80T
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[0295]

[0297]

[0298]

[0299]
[0300]

[0301]

[0303]

[0304]

[0305]
[0306]

SS=50l 10-2635954

oA 2.5 Azt FoF mtEkdeh, vk &3
L) 2 3|Astar, ofd

100 mL) 2 37} 33}

g O, 53,

3, BFAVYES 23 89 (100 mL)oll Fo] & (250
Ak, T g B &, #ASE dE ofAHHE (2 x

1 e H, imtavleor Axstal, o
F2areze] 2.5% told e / 2.5%

olg ohdElel=, olo] %4 o] APoiH §Fd W tEEevgzd 208 told dH=z §Eew
A 2 Amcheodne At A4 $He Gen, wastel A NGRS AW Beua F5a

Atk (4.51 g, 77%).

1H NMR (500 MHz, CDCls) & 1.49 (9H, s), 2.70-2.84 (1H, m), 2.92-3.05 (1H, m), 3.18-3.23 (1H, m), 3.33-
3.37 (1H, m), 3.55-3.61 (1H, m), 3.66-3.71 (1H, m), 3.80-4.07 (3H, m), 5.32 (1H, broad s), 6.61 (1H,
s), 8.24 (1H, s). LC-MS (Agilent 4 min) R, 3.04 min; m/z (ESI) 396 [MH+].

3 1C

($)-tert-38 2-((2-(5-A]oh 13 2h31-2-Qobr] 1) -5-(E el H7-0. 2o ©) 3] 2] ¥ -4-2o}v] ) W ) 1.
2o o] =

BocN BocN/A\W
k{io k(s(o
NH
F

3C _N FsC CN
XN =
D | N
N~ >l

olZ el A, (S)-tert- T% 2-((2-222-5-(EgEFa2ve)dgd-4-doln ) WE ) L2 ZU4-7} 52 7
°]E (4.67 g, 11.8 mmol), 2-o}m|=-5-Alo}=v]2} (1.98 g, 16.5 mmol), EA(HHAg dolA =)t ZeE
(0) (0.86 g, 0.94 mmol), rac-2,2'-8l 2 (U d £ )-1,1"-8Fo] L} X8 (0.54 g, 0.87 mmol) 2 EMMAI<
(7.69 g, 23.6 mmol)= = TSAF (108 nl)oll AEA AT, Ed=S B3 of=22S 30 ot HEHs L, &

mm
ﬂE
,p
_\}L

galg 29 A7 B¢k 100CE 71HEsknh. vhg E9tES A5y, yFzaduoz X3 & AggpA Ao
SHANAL, dn-gaE At diks 20% oY olMHOIER HESIAIZ] 340 g KP-Sil SNAP Z-& el 7}
shith. 2y AZulEIHIAE AikE 20-35% Y ofMHCO|ES FHIRE §Edt FE AAE EES 29X

A Aoz At olE HEFZEWEF S 20% MY olMEHo|ER &3 HA ZY AZnfEIIZE F7} AA
sl FA FFES e s Bug 2535190 (3.28 g, 58%).
H MR (500 MHz, CDCl,) & 1.49 (9H, s), 2.73-2.86 (1H, m), 2.94-3.07 (1H, m), 3.26-3.31 (1H, m), 3.38

3.43 (1H, m), 3.57-3.61 (1H, m), 3.70-3.75 (1H, m), 3.83-4.08 (3H, m), 5.31 (1H, broad s), 7.12 (1H,
s), 8.13 (1H, s), 8.23 (1H, s), 8.57 (1H, s), 8.87 (1H, s). LC-MS (Agilent 4 min) R, 2.90 min; m/z

(ESI) 480 [MH'].

Sk 1D

5-[[4-[[(2R)-RE2EH-2-d ol = ]-5-(EEF2vE)-2-g g d Jop = g gp 27t U EH (33 E
1

BocN/;i% HN/\j

T, 1§

Fgcﬁ NA(CN . N
| | —_— 3 N N7
N/ u/L§b/N I N/ N/L;:rm/

H
HEzzre (8 nl) ¢ (S-tert-F8 2-((2-(5-Alopr=v| 2pxl-2-dotn| o) -5-(E| ZF e 2 d) ¥ gt -4-<
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[0307]

[0308]

[0310]

[0311]

[0312]

[0313]

[0314]
[0315]

[0316]

[0318]

S=50l 10-2635954

olul ) ME) REZe-4-FEAFo|E (1.09 g, 2.273 mmol)2] NG AL 5 tZFEade (227 ul) &
o] EYEFLFEOMEA (52.7 mL, 709 mmol) % Eg o] 2AAT (2.61 ml, 12.73 mmol)e] &He 10 &
7+ Arkekek. 30 BEeh wRke o, EFEES AF bl $F3A. F5ES UEFZ2uE (200 mL)ol A
A 7)o, I ol w53 H, EF< (100 nL)oll AAEAA FFFA).

(77} 1.09 g (S)-tert=8 2-((2-(5-A]op iy epxl-2-d ofpu] e ) -5-(E 2| S F .= v
v d-4-doprm)rd) REE-4-7H Aol ER &), 44" = APE Al 23S Hof 2 x 20 ¢
Biotage NH2 Isolute Z# oM wgh&2 &FatuA o] we A=vi=aefadl] ofs) A, &2 d&
FEsha, tdg 011151]2 (25 mb) < 10% vighes F7hsiold. AAdE aAE ojdsta, tod o2 (30
mb) 2 AHE F, g skl Hxste] FAl Fet= FE F5eglth (2.30 g, 89%).

A7) AL 3 W A

=
S dlo U
= g1 }\_]lq

r-lm

I NIR (500 MHz, CDOD) & 2.62 (I1H, J = 12, 10 Hz), 2.78-2.84 (2H, m), 2.95 (1H, dd, J = 12, 2 Hz),
3.27-3.38 (2H, m), 3.63 (1M, ddd, J = 14, 9.5, 3 Hz), 3.73-3.78 (1H, m), 3.91 (1H, ddd, J = 11, 4, 2
Hz), 7.26 (1H, s), 8.18 (1H, s), 8.63 (1H, s), 9.01 (1H, s). LC-MS (Agilent 4 min) R, 1.22 min; m/z

(ESI) 380 [M+H']. A% [al, = +7.0 (¢ 1.0, DNF).

slA] 9

5-[[4-[[(2S)-EE2ZH-2-d ol = |-5-(Eg EF e 2w e)-2-T g d Johr| = | g -2-7l R U EH  (3FE
2)

1A oA

(S)-tert-%4 2-(EASA Y ) RaEd-4-7H o] E

O\\ //O k(\S),O

S\Cl BOCN/\ E
~N
0 0
“OH g \©\

Egodoldl (6.05 mL, 43.0 mmol)& TIEFEEWE (19.56 nlL) 5 (S)-tert-F¥ 2—(6}01tiz\1 He)-ne
ZY-4-7}3 20 E (8.5 g, 39.1 mmol)ell H7lete] FA G A}, 4-EFAHLE

41.1 mmol)E 0TCelA 22X A7, S ES A0 18 A7 o wukst & 7+eks)o Zﬂlo}@ ==

AR, FF5EE oY olAl=HClE (300 mL)el &34~ fdS & (150 mL), G<F (150 mL)i A

5, Fvtadleor JxA7|a, ofista, st S Zl

stofl FEEAHS AAS ] EA ﬂ?}%a m BakE 53900 (14.46

2k
0
o,
et

ol ok

1H NMR (500 MHz, CDCls) & 1.46 (9H, s), 2.46 (3H, s), 2.61-2.75 (1, m), 2.85-2.94 (1H, m), 3.43-3.49
(1H, m), 3.58-3.63 (1H, m), 3.76-3.93 (3H, m), 3.99-4.06 (2H, m), 7.35 (2H, d, J =8.5 Hz), 7.80 (2H,
d, J=28.5Hz). LC-MS (Agilent 4 min) R, 2.94 min; m/z (ESI) 394 [M+Na+].

Sk A 2B
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[0319]

[0320]

[0321]

[0322]

[0324]

[0325]

[0326]
[0327]

[0328]

[0330]

)()oL L i
O N/\ O)J\N/\I
§ 0 RO
NH, H :
FaC "o SNH
| 0=S=0 -
FsC
~
N Cl
ALo A, THEZEE (32.6 nl) Fo 2-FER2-5-(EyZFozde)vgd-4-o}9 (1 g, 5.09 mmol)<]
Lo FAIUEF (LY9F 60 %% 0.407 g, 10.18 mmol)S ZFR H7Fs F, 80TolA] 10 E&<F wyks}
ATk, (S)-tert-FE 2-(EASAHE ) L2 ZH4-7HEHFGO|E (2.268 g, 6.11 mmol)E Y7o H7bsta, w3
EIHES 80Tl 2.5 AIZE B wRkslYl, ¥AS, EES BRI AUER X3 89 (30 mb), & (100
mL) 2 ofle opMElo]E (30 mL)E EHiEITE. §7]5S B §, FAAS5S oE ofMEIClE (2 x 30 mL)E
F7F FE9Y. FU15S Bol f4 (2 x 70 n)E AHS F, ieladlgo® Axsta, 934t o,
235 AF alol YA AxAAT. FEEL 90 g Thomson SingleStep Z AollA tZF22Zdel=e] 2. 5% ¢
ofle oEZ / 2.5% g olAHo]ELl & ylar SE55HA Y ARty 2 HAste] ¥4 sgE
S g2 Ao® da Yy AAsE WA Bs 5T (1.47 g, 73%).

1H NMR (500 MHz, CDCls) & 1.48 (9H, s), 2.71-2.83 (1H, m), 2.92-3.05 (1H, m), 3.18-3.23 (1H, m), 3.33-
3.37 (1H, m), 3.56-3.61 (1H, m), 3.66-3.71 (1H, m), 3.80-4.07 (3H, m), 5.32 (1H, broad s), 6.61 (1H,
s), 8.24 (1H, s). LC-MS (Agilent 4 min) R, 3.04 min; m/z (ESI) 396 [MH+].

34 9C

(R)-tert-38 2-((2-(5-A|oh 5] 2h21-2- o] 1) -5-(E 2] H7-0. 2 D) 9] 2] ¥-4-ohv] i) W ) 2 2 F R 4-7}
2ol

BocN /\ BocN
o o

~ CN

NH NN NNH
e N PO, Ny
“ ‘ | = /K/lN
Nl NN

H

ol Zale] (R)-tert-%4 2-((2-F22-5-(EgEFeava)dgd-4-dolu )W) L2 ZU4-J}E2 A g o] E
(1.44 g, 3.64 mmol), 2-o}H]x=-5-Alo}=s]z}x (0.612 g, 5.09 mmol, 1.4 eq.), EA(Hdldzdol =)
Z25(0) (0.267 g, 0.291 mmol, 0.08 eq.), rac2,2'-H]2(UdAdFEAIw)-1,1"-vlo|}ZEd (0.362 g,
0.582 mmol, 0.16 eq.) 2 EXFAlE (2.37 g, 7.28 mmol)S ¥ US4 (33 mL)o] FEAZT. £FdES F3
ol S 30 wEet MEHsta, TFPES 22 AlZE B 100CE ZtEsiY. g eSS A3, gIEER
Hgto 2 s|Ag & AE| b Aol FERAIZTE. ov]-FAtE Ae7bAE 100 g KP-Sil SNAP Z e 7hshaL, )
2FE 20-50% olE olAME|o|ER &E3te] HE AAlE BE4AS QXA Hom At 2 AYAES UEERR
Eholl 8a|A]7]aL, 90 g SingleStep Thomson ZFH AollA] TEEZHErE9] 20% o€ olAH | ER &FA|7|HA
29 azvEaYIE GAste] 1A SFES 5T (1.19 g, 68%).

il

=)

I NMR (500 MHz, CDCl3) & 1.50 (9H, s), 2.71-2.88 (1H, m), 2.93-3.08 (1H, m), 3.27-3.32 (1H, m), 3.40-
3.44 (1M, m), 3.55-3.64 (1H, m), 3.71-3.77 (1H, m), 3.82-4.11 (3H, m), 5.33 (1H, broad s), 7.19 (1H,
s), 8.23 (1M, s), 8.58 (1H, s), 8.84 (1H, s). LC-MS (Agilent 4 min) R, 2.93 min;m/z (ESI) 480 [MH+].

Sk A 2D

_31_



[0331]

[0332]
[0333]

[0334]

[0336]
[0337]

[0338]

[0340]

[0341]

S=50l 10-2635954

5-[[4-[[(2S)-E2&-2-d |udoelr] = |-5-(EgEF e ard)-2-g g d Jotr| = |9 bl -2-7t R U EH (33
2)

r.O
: >
~ =
/\( F1C _~_CN
| N
m)\/ N/ N)\/N
H
gZz2de 8 ml) F9 (R)-tert-5g 2-((2-(5-A o} =3 2} 71—

2-9ohv] ) -5-(E 2] ZF-o 2oe) 2 W -4-2)
ofv] =) H|El) E'_E%— -4-7HE A o] E (1 19 g, 2.48 mol)®] &q5 A2 F HIz2rd (248 nl) F
o] EZF QRO EAL (57.5 nl, 774 mmol) % Ejo] AT 2T A (2.85 mL, 13.90 mmol)e] &e] 10 ¥
Ik Arbslgleh. 30 HEeh wnkek vy, EFES P stol FeT. wH5ES UFEEHE (200 mL)ol A
Agazla, A st 5, (100 nl)o] ABEAA AF S sHAAF. = BLE 20 ¢
Biotage NH2 Isolute Z A HEER gEHA o] w3 IRvlEIyd o AASIG Y. &89S
FHska, teld oH2 (8 al) F 10% WEES HUIeslth. 2AE ogsta, teld oH2 (20 mb)® AA
g 5, 7AF shol Axste] BA SFES W WA BuR F550 (0.604 g, 64% 5.

I NIR (500 MHz, CDOD) & 2.62 (1H, J = 12, 10 Hz), 2.78-2.84 (2H, m), 2.95 (1H, dd, J = 12, 2 Hz),

3.27-3.38 (20, m), 3.63 (1, ddd, J = 14, 9.5, 3 Hz), 3.73-3.78 (1H, m), 3.91 (IH, ddd, J = 11, 4, 2
Hz), 7.26 (1H, s), 8.18 (1H, s), 8.63 (1H, s), 9.01 (1H, s). LC-MS (Agilent 4 min) R, 1.26 min: m/z
(ESI) 380 [M4H']. A= [al, = -6.9 (¢ 1.0, DVF).

A % 124 HIH

24 10 els) 2 (Caliper) 4 W02 CIKIo] et A Fsol 57

CIK1 71vbAl A4S 19 7]d2RE Qitstd 2tge #eg 32 @zetts vlolaz 4 E4or 459
o}, #2412 (R-8 (500 nM, #760278, Caliper LS)S $Hi3te &8 95A] (#760367 Caliper LS)E AFE3}o] EZ
Reader II (Caliper Life Sciences Ltd, Runcorn, UK)ollA] 33} t}. ECHO® 550 (Labcyte Inc' ) o]F~E ¢
234 (acoustic dispenser)S ARg3le] 384 Zelz2ddl B4 Z Y o]E (Greiner Bio-One, Gloucestershire,
UKol 23 4 8 pt 314 7185 sttt A4zke] AlF shekeel disl, 100% DMSO 5 50 pM 2% (stock)
FEE ARSI A9 BEulE DNS0S] F> 250 nLE, 2.5% DNSOC] HF ¥4 FE 2 0.5-1000 nM W19
Alg 31 E TS Aledts Ao, o] B4 Z#olEd, 6 ul CHK1 (2 nM H=F %, A7 A A=x),
2 puL FEI= 10 (5-FAM-KKKVSRSGLYRSPSMPENLNRPR-COOH, 1.5 pM #HF &%, #760354 2|3~ LS) % 2 ul
ATP (90 pM HF %) (BF 71uA &35 (HEPES 50 mM, NaN3 0.02%, BSA 0.01%, AF L2 ERfYHolE
0.1 mM, DTT 1 mM, MgClg 2 mM, Tween 20 0.1%)°A 3A=E)S H7leYtt. ZHOEE Bl gARZ e =
(1 &, 1000 rpm), Aol 1 AZF st A5tloldstint. 2] k54 (90 pL)E H7kste] vh&s SHAR
. EUOIEE 1.5 psi B 1750 AVE gu] A" ¥ 12-A1% F(sipper chip) (760137-0372R, ZA=]¥ 2 LS)&

=t

o] &-3to] EZ Reader IIolA] #E3l%tl. 71d2RE A& AL (D)L Aoz AAFJOH | A& (%)
B3 9 (FaA 2 2.5% DMSO #8) 2 A & (=S Aok = 2.5% DMSO 5ol sl A=k, CHK1
ICsp w2 Z(AH8NA v%)9 vAdE 37 FAE o 71 HAF g oz Re o] vkg-& o]83t4 GraphPad

Prismsoll A AArE AT},

24 9 gARY Aa] BAMAAN AL E

FASAAZ] A (G2 A F=F fdel olo], 47 FAE sAsY] f3 =3vED A CHK1 A3
A AE BFEE A F FAHEG e AEXFE JFIeESE dAld F2F 7I6F ELISA £48 o] &3}
o] fAZAA Agd CHKL 71VA 7% AsiAldl 93 AAFENE HAE Hr atdrl. HI29 AIEE 160 pl
o] Buw 96-9 ZFo|Ec] WY 10 MFER AP, 36 At B RAHEE T o EEAL (NSO &

Y2 WO 250 pME B AletL, 40 pLE HAs o] Hrbete] 50 ple HE L WE e,
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[0343]

[0344]

[0345]

[0347]

[0348]

[0349]

[0351]

Fuoldatint. o] A= A7 16 A AE 80%l A G2 BAE FEs=F AR
=l oFEol] =EF, WiAE A|ASIAL, MEE A (160 ul)E wEatgivt. AlE=

Zah EE TE A EXAE AH-HT]), dEZAE qEHEFE wdvtEe] EE =
(100 ng/ul HF =)o =ZHAAY 5 =30E (100 ng/ul HF s%2)34 ¢ AE 3= =5
ZHAIZIEA (0.01 oM WA 200 uM HF v5) =FHJct. CHK1 AsAl A1E stdaEs 2 sk 3] Al
= AF&3te] 40 pL FF Al HIFslth. 21 A7 = 5%, WA E Xﬂﬂé}ﬂ AEE 4ToA 2l et
(PBS, pH 7.4 4CE od9) T 4% TELUste]=e 30 + AAHAZ &, FH 224 100% #HE-S (20T
o)l 10 ¥ AAFCE. A4S PBSE AHS H, 37ColA Egx-2% 45 (TBS, pl 7.4) F9] 5% A%
(Marvel)i 30 w7k ek, 7t A4S 0.1% Tween 20 $Hi3dh= 2 33 At 4k A (WPM-
2, Upstate cat# 05-368, TBS & oA 1 wug/mL)E ZF Woll H7tstar, 4TCToA AFstas whA] A7uel A
stk 4k FAE AASEL, €& 0.1% Tween 208 &3t == AFt. olaF A (F=2F 2AHE &
-1u}9-2 | Perkin-Elmer cat# AD0124, ¥4 <34 Perkin-Elmer cat# 1244-111 <l 333 ng/mL)E Z} Lo H
7bstar, 37CelA 1 AZE &<t Qlfdlo]dsiglet. 2t €48 0.1% Tween 209 sl == AFHg #H, 4
(enhancement) £ (Perkin-Elmer cat# 1244-105)%.% A &3Aqct. F=2F W3S Wallac, Victor2 A
(Perkin-Elmer, Bucks UK)ollAl AlFatalct. Add dxats 23A71aL, A3dE MES] 5071 fFAREGel 7
st=dl Zagh CHKL AsiAl AE std=9 s=24 Yehidth (MIA ICs).

do HAr w2 oo 132 BN

2

N b g

o

jiA

A 3. CHRI-9]=A A AXQIE HXA o AEmAo] thst Alxu] Aeirde] A7)

e

3
st

5 AlEEAE 96 A7 Azl B B4 (SRB, Sigma catalog number S9012)% o] &3le] H71El%itt.
HT29 fE: SH620 AZES 160 pl wjAe] Fujold 96-9 ZeoEe] AP 1.6 WA 3.2 x 100 AEZ APt
A Aol 36 A7 B BAHEE Fdul, CHKL AsiA] (DMSO 5 10 mM A5)9] AESA 248 98, 3=

< 250 uMe] FxolA AlAtste] wiA|o A A& A F, 40 uLE HESE do] 4 A HEl HET FEE
50 WA 0.1 pM= WSS (10709 %), d5A4A 2 o=, 3dE (SN38, LKT laboratories 7ME=
2 W3 C0154 L AXNER, Lilly "Gemzar", DMSO % 10 mM 2%)<S 2 pMe] FxoA A ztate] wjxloA A
& AT 340 ulE 7+ Do 4 H FHrlele] HF BEES 200 A 0.39 M= RFEEAT (10719 5%). AlE
E F&3F 5% C0, B4F 37ColA 96 A7 F<F QlFulo]dd & (4 wi5), AL, SRBE AMakltt. A

IR ST i?:“]ﬂ"’, Adg vA e el sl AE S-S 50% Asfeted Zag AlF sEEe F

CHK1-91=4d AAEJAE A of AEFAFL] dFel g CHKL AshA] Algl sighEe] dejrde] Ml 34 A
F (ADE CHK1 A8Al AMESA G th MIA 1C5°] M| (5, Al = CHKL A3l SRB 1Cso / MIA 1Cs0) 2B ARt
s, = of H129 AlZellA SA A,

2] 4: SN38 = ZIAJERNI} ZFHA] HI29 B SW620 ARFA S oMl A &3t

SN38 (EZo|amehAl-1 A a4 o]g]xHzte] 27 ng) 92 ANER (A FEE) AEEAHS SHA
= CHK1 A 3129 58S 96 Az X209 B 24] (SRB, Sigma cat# S9012)& o]-&3to] H7}38l%
HT29 = SW620 oA 96-9 SyolEd] AP 1.6 WA 3.2 x 10° AEZ AYata,
A Aol 36 AZF St FHHEE £ AL 20 pL wixe] Foela FAIER] = SN389] 14 H
SRB IG5 &k (7] 4] 3oAe] Wis o835t AAE) (10 x AF v%)5 7t ol 4 ¥ Hrpstar, 1 #
= Egrekrh. CHK1 Al A9 i@% 10 mM 2=5)& iAol A 50 pMe] “sEolA Al Ztate] Hj
Al A 14 g4 F, 20 uLE A9 4 W Hrbste] HE =5 5 WA 0.039 pME vHEAL (8719 F=
1 23k 5, 37T 5838 7Skl 96 Az Bt 37Tl AFHlolAsta(4u)F), nAFA th,
SRBEZ @A), vHe 2 fFAEA s AP uxzes T, AdE AX T2 50% Assted 2
23 CHK1 AsiAle] s=2A JepAtt (57 1Cx).

Ny

]

-

0

=7+ A4 (PI)E SN38 == ZAANE AZEAS ZdA)7]= CHKL AsiAl 589 HE2A A4rstar, CHK1 A
A ol AFEEA G th FASAY A CHKL A4 57 102 ¥l (5, PI = CHK1 A&l SRB I1Cs

/ F7 10 2A JEIRAT

$4 5 vhgrol ] AT Al G4 D opEa
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[0352]

[0354]

[0355]

[0357]

[0359]

[0360]
[0362]

S=50l 10-2635954

BE A9 F= (A dah) i)k 1986 skel g g 8 B UKCCCR A1 3ol whet =3 = et

CHK1 A Al 33E<S 10% DMSO, 1% Tween 20 % 89% B ArolA AAstedr. ¢+ Balb/c w92
(Charles River UK Ltd, Margate, U.K.)o] CHK1 A&}A] 3FES 10 mg/kgl2 AW (iv) © AT (po) T4
otttz T2 s T, Ankg] vke-a g AIEY FYst. £ 5, 15 2 30
HE 1, 02,04, 6 2 24 NS, AS d9RsE FAIE AMESte] vl A2RE wlF s (TR Al
o) AR AF AT, AR (9000 x g, 2 B, 4TC)F, 34 =golofolx Ao WEAFA -80C
Metar, BA AxolH F4 WEAZ F(snap frozen), -80TolA AZsAct. @l
< Fhete 3§ veesS AMgste wld HJHow FEIG. A 9%
S ol Fsta, Alg AEo| wEl FEFste] B4 Ed (4% 2 UlX 10000
) 2 QCE Az, YA F, A5dE BAS 98 &Y. FE Y MES CHKL AsiA 35E
o A4S 98 Agilent 6410 A5 Al H# B4l AZHE Agilent 1200 H=3 1290 LCol A

= (50 x 2.1 mm, 2.6 uM)

S
A al/E §40) 10 M R obAHOIE R WEew oFolRTh. 7 B TulE

oQ

dolX EEsAtt. ol e

o] g3to] TAES wEEGITh. Fole Hrel HIIEF ol5HE ARSI, dtES AEd Hols: HUE
ok (dE 5o 35E 1o sl 380.2 WA 320.3, @3} A 154 V E FE olx] 20 V) RIS &
aF3ltt.

Pharsight WinNonlin AXEo](WHH5.2.1)2 F73 (non-compartmental) F&&= 4 (Z4d 200 & 201)&
T3St
AEEA glo]g

4 ol gste] o

1=

(3

}6]—

it
it
M
rlo
S
%
il
—
M
S
%
il
[N~}
=2
=
o
=
o,
n)
il
QL
N
=3
=2
Fo
12
olr
ol
32
v

E 2
st stetE 1 SetE 2
F=
HN/ﬁ HN/ﬁ
RO k/o
NH SN
FsC | X N/\‘KCN FaC | SN Né\l(CN
P /k/N )\/
A N N
H H
EPEEE 1.4 (0.3, n=3) 2.1 (£0.5)
CHK1 ICsx (nM)
24 92 30 (12, n = 6) 18 (£7.5, n=3)
CHK1 AE &%
MIA ICx (ni)
B4 3: 26.4 (+8.6, n = 6) 150 (85, n = 3)

A AE
(EA] A= W)
BA 4: 1.8 (0.3, n = 3) *

HT29 A Z oA
AL 7% + SN38
(E7 AL W)
4 4: 16.9 (£3.4, n="7) 8.1 (£3.6, n = 3)

SW620 Al 30| A
AE 5% + AAER

1 3 20 ok CHK1 ICs dlelEle} Fd 2~ 5 (Collins et al., 2009a)°lA]
o e A2 A&t dolE (FUA 5 (Collins et al., 2009a)°] 71&% wke} 2
)9 HaE &7 ®ell e

d=H 16709 AL 3+
& DELFIA A& o] &
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S=50l 10-2635954

H3
# st CHK1 ICs (nM)
382 1 1.4
3lst 2 2 2.1
1 Y-154 1
2 Y-081 2
3 Y-152 2
4 Y-158 2
5 Y-147 2
6 Y-153 4
7 Y-155 5
8 Y-149 10
9 Y-156 10
10 Y-146 1
11 Y-148 13
12 Y-157 15
13 Y-150 17
14 Y-102 20
15 Y-159 23
16 Y-151 24
[0363]
[0364] (A7) B4 28 Ta d&) 3gtE 1 2 20] tid CHK1 A% &% MIA dolgel F9~ S (Collins et al.,
2009a) 94 U= 167012 AL B2 tis) I A-2aE volH e HwE &7 Fo| YeEit.
H4
e CHK1 M Z &5 MIA (Hi===d) | (Hi= )
# stetE
ICso (NM) at=E 1 IerE 2
SISHE 1 30 - -
sisHE 2 18 - -
1 Y-154 90 ~3 ~5
2 Y-155 120 ~4 ~7
3 Y-153 180 ~6 ~10
4 Y-158 280 ~9 ~15
5 Y-081 310 ~10 ~17
6 Y-150 390 ~13 ~22
7 Y-152 400 ~13 ~22
8 Y-156 560 ~19 ~31
9 Y-157 600 ~20 ~33
10 Y-159 700 ~23 ~39
11 Y-151 800 ~27 ~44
12 Y-102 800 ~27 ~44
13 Y-147 900 ~30 ~50
14 Y-148 900 ~30 ~50
15 Y-149 1100 ~34 ~61
16 Y-146 1500 ~50 ~83
[0365]
[0366] SItE 1 ¢ 2% 9we] dAAS CHKl AE &5 MIA 84)& vehdoh. (K19 AslE fd =2 AE a5
CHK1 AajAle]l Ae e Fostt. FE 1 2 23 CHKI-wi7) E3o] thal 16719 RE 3185 nr} 223
o7 Y & AE 55 7Y, 1 UgoE 7P A SeE (Y-154) By Z4zb oF 3-uf Bl 5-nf =
o &5 .
[0367] (7] B4 38 53 9&) FFE 1 2 20] I AE AEAA dolHel FH A S(Collins et al., 2009a)o]4



S=50l 10-2635954

A 16709 fHAF shgteel el 2 ASehs HolE e vus sb7] ®ell UEhfit.

B5
s [ s g
# stetE Mz A El ] (B =)
=1 IEE2
s5t2 1 26 - -
s5t2 2 150 - -

1 Y-155 11 ~24 ~13
2 Y-150 10 ~26 ~15
3 Y-159 9.9 ~26 ~15
4 Y-153 92 ~28 ~16
5 Y-154 9.0 ~29 ~17
6 Y-157 6.3 ~41 ~24
7 Y-151 6.0 ~43 ~25
8 Y-156 54 ~48 ~28
9 Y-102 46 ~56 ~33
10 | Y-146 45 ~5.8 ~33
11 Y-148 44 ~59 ~34
12| Y147 43 ~6.0 ~35
13| Y-158 43 ~6.0 ~35
14| Y-149 35 ~74 ~43
15 | Y-152 35 ~74 ~43
16 | Y-081 35 ~74 ~43

[0368]

[0369] e 1 2 2= wWAE F2 As EAoAM CHK1 AE &5 MIA B24)3 v 5oy AEXEAZE vz SH=
v, @A Az degds vebdoh. CHKL wiz) &3 of H|5o]d ME5del digh Al Mg Xsds =
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8 Y-155 0.9 8 Y-155 n/a
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6] v-102 n/a 6] v-102 n/a
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