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PF-3644022 & —Fg 2uit, dBPEm, DIRIGHER, BB ATP 5411 MAPKAPK2 (MK2) 7

Description #il77, IC50 24 5.2nM, Ki 4 3 nM. PF-3644022 &4 MK3 Fl p38 75/ (PRAK), IC50

558 53nM Fl 5.0 nM. PF-3644022 A %3] TNFa {724 H AR MER -

IC50 & Target

Ki: 3 nM (MK2)[1]

IC50: 5.2 nM (MK2), 5.0 nM (PRAK) and 53 nM (MK3)[1].

Cell Line

MDCK

PBMC

PBMC

PBMC

PBMC

Cellular Effect

PBMC

PBMC

PBMC

PBMC

Sf9

Type

1Cso

1Cso

ICso

1Cso

1Cso

ICso

1Cso

ICso

1Cso

1Cso

Value

7 uM

0.16 uM

0.214

uM

1.26 uM

1.4 uM

2.09 uM

2.59 uM

2.71 M

2.78 uM

7 uM

Description

Inhibition of MRP2 in MDCK cells after 15 mins by Calcein-AM
assay

Inhibition of TNF alpha production in LPS induced human PBMC
cells preincubated with compound for 1 hr followed by LPS
induction and measured after 16 hrs by MSD analysis
Antiinflammatory activity in human PBMC cells assessed as
inhibition of LPS induced TNF alpha production preincubated for
1 hr followed by LPS stimulation and measured after 16 hrs by
MSD analysis

Inhibition of IL-6 production in LPS induced human PBMC cells
preincubated with compound for 1 hr followed by LPS induction
and measured after 16 hrs by MSD analysis

Antiinflammatory activity in human PBMC cells assessed as
inhibition of LPS induced IL-6 production preincubated for 1 hr
followed by LPS stimulation and measured after 16 hrs by MSD
analysis

Inhibition of IL-8 production in LPS induced human PBMC cells
preincubated with compound for 1 hr followed by LPS induction
and measured after 16 hrs by MSD analysis

Antiinflammatory activity in human PBMC cells assessed as
inhibition of LPS induced IL-8 production preincubated for 1 hr
followed by LPS stimulation and measured after 16 hrs by MSD
analysis

Antiinflammatory activity in human PBMC cells assessed as
inhibition of LPS induced IL-1 beta production preincubated for 1
hr followed by LPS stimulation and measured after 16 hrs by MSD
analysis

Inhibition of IL-1 beta production in LPS induced human PBMC
cells preincubated with compound for 1 hr followed by LPS
induction and measured after 16 hrs by MSD analysis

Inhibition of human BSEP expressed in recombinant baculovirus
infected insect Sf9 cell membrane vesicles assessed as

[3H]-taurocholate transport preincubated for 5 mins followed by
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ATP or AMP addition measured after 5 mins by scintillation
counting method

Inhibition of TNF-alpha production in LPS-induced human U-937

U-937 ICso o1 cells preincubated with compound for 1 hr followed by LPS
KM induction and measured after 4 hrs by MSD analysis
Inhibition of MK2 activity in LPS induced human U937 cells
U-937 1Cso 0201 preincubated with compound for 1 hr followed by LPS induction
K and measured after 30 mins by Western blot analysis
Inhibition of LPS-induced TNFalpha production in human U937
U-937 1Cso 150 nM cells preincubated for 1 hr followed by LPS addition measured
after 4 hrs by electro-chemiluminescence method
Inhibition of MK2 in human U937 cells assessed as reduction in
LPS-stimulated HSP27 phosphorylation at Ser82 preincubated for
U-937 ICso 201 nM

1 hr followed by LPS addition measured after 30 mins by Western

blot analysis

In Vitro

PF-3644022 X H Al MAPKAP #8500 i 4 A5 P P4l R BRW MNK2 /9 1C50 {4
148 nM 4, PF-3644022 A HABZR B i A TCHMHIEE, ARECT MK2 R 2D B0E (5 ik £4k
[1]-

FENUE U937 B A% 4N MY R B4 ) L B A R 4 M o, PF-3644022 fig A 4 #] TNF a2
(IC50=160 nM). £ LPS H¥MIAAMEIEH, Z& WX TNFa Fl IL-6 A& 1C50 {H 5N
1.6 oM 1 103 uM. H7E U937 44 bRy TNF o WH0HIR, S aiike sy 27
(MK2 35 bR A0 3540 A A R 138 v S T 1],

In Vivo

PF-3644022 (3-100 mg/kg; #EH 45 25; HMK; R4 12 K) 4 Lewis KR UMK A 77
RG], AR G (EDS0) {54 20 mg/ke[1]
Animal Model: Female Lewis rats (125-140 g) injected with streptococcal cell wall[1]
Dosage: 3 mg/kg, 10 mg/kg, 30 mg/kg, 50 mg/kg, 100 mg/kg
Administration: Oral gavage; twice a day; for 12 days
Result: Showed dose-dependent inhibition of chronic paw swelling measured on

day 21 after 12 days of oral dosing.

Solvent&Solubility

i g
DMSO IR : 41.67 mg/mL (111.28 mM; BAEIE (<80° C); WG DMSO X 7= i (i it Ji
HEFEL, AT DMSO)

Solvent Mass
1mg 5mg 10 mg
Concentration

Preparing 1 mM 2.6705 mL 13.3526 mL 26.7051 mL
Stock Solutions 5 mM 0.5341 mL 2.6705 mL 5.3410 mL
10 mM 0.2671 mL 1.3353 mL 2.6705 mL

FTEARAE 7 S LE AN TENA AR o BV A BEE PR A& VA R T 5 90 — BLICRUA I, 1 0 2 ORAE,
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i %R R A7 77 SURBIPR : -80°C, 6 months; -20°C, 1 month. -80°C f§ 176, 54 6 A H A, -20°C
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VU7 SR Se % R In Vitro 75 SUBLHITEE R0 BRI I Bh 7 77«
DIPRAE SR 28 R AT SE T, VBT R S T R AR A7 2 1, & PRA7 s IR SRR ARV, 2
WESLHIES, 2R,

[ S R T AN (N S = RE A i ¥ N T 2 73T G R N AN A O P C G DU s el B/ TR/ i
BLG, AT DL BRI P R 7 R

E S

IR IR R: 10% DMSO  —  90% (20% SBE-B-CD in Saline)

Solubility: 2.08 mg/mL (5.55 mM); &, 7B

SE77 %A 348 2.08 mg/mL (XA R i, Sk Al T UIRAIE I A

PL I mL TAEBCAE], HC 100 uL 20.8 mg/mL [{7EH DMSO fig#& i InE] 900 uL 20% [ SBE-B-CD
B EAOKEIR T, IREBIN .

2 g SBE-B-CD (fiff T H:Mk B-¥AWIKG) MR ERT 10 mL MAERHKT, 5SEEMERTEY.

E = 3TN [1]. Mourey RJ, et al. A benzothiophene inhibitor of mitogen-activated protein kinase-activated protein
kinase 2 inhibits tumor necrosis factor alpha production and has oral anti-inflammatory efficacy in acute and

chronic models of inflammation. J Pharmacol Exp Ther. 2010 Jun;333(3):797-807.

TEEAE BRI R -

TR AR P S R Y ) R VA P S B A S MV U S B R4 Ts — ELICRRTEWR, V5 0 B ORAE 388 S S S VR A PR 7 2R
8

ik & T A7 75 SRR : -80° C, 6 months; -20° C, 1 month., -80° C f#f7HF, #7E 6 N WM, 20° C fE7ER, HTE
1A H AR

ALIEVEF RE 1mg 5mg 10 mg 25 mg
BRI

wE
1 mM 2.6705 mL 13.3526 mL 26.7051 mL 66.7628 mL
5 mM 0.5341 mL 2.6705 mL 5.3410 mL 13.3526 mL
10 mM 0.2671 mL 1.3353 mL 2.6705 mL 6.6763 mL
15 mM 0.1780 mL 0.8902 mL 1.7803 mL 4.4509 mL
20 mM 0.1335 mL 0.6676 mL 1.3353 mL 3.3381 mL
25 mM 0.1068 mL 0.5341 mL 1.0682 mL 2.6705 mL

DMSO

30 mM 0.0890 mL 0.4451 mL 0.8902 mL 2.2254 mL
40 mM 0.0668 mL 0.3338 mL 0.6676 mL 1.6691 mL
50 mM 0.0534 mL 0.2671 mL 0.5341 mL 1.3353 mL
60 mM 0.0445 mL 0.2225 mL 0.4451 mL 1.1127 mL
80 mM 0.0334 mL 0.1669 mL 0.3338 mL 0.8345 mL
100 mM 0.0267 mL 0.1335 mL 0.2671 mL 0.6676 mL
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