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TR-14035 (I1C50: alpha(4)beta(7)/alpha(4)beta(1)=7/87 nM) T.5& EKIM I 5 — M BEWF R[] 72K RAAIT4HRH, TR-
14035 (R HUR @i — AN B A — U RIHLEIEAT I, 3EK(m) 433 46.7R12.1 microM, 1 2 JIE R Rt 7o =7 7 LABR A S Rl R L
1E I REAN A %K 1 OATP1B1/OATP-C #1 OATP1B3/OATP8/ 5 T TR-14035(1 4% 0L, FK(m)Z/37 A47.5%15.3 microM[2].
TR1403501187 1 AJ<alpha(4)beta(7) 5(125)I-MAJCAM-l it &2 (111925 4, 1C(50){f90.75 nM. {EFRAMNIT P41, TR14035
lfﬂ.ﬁﬁT?J‘]i/\ﬁalpha(4)beta(7)E‘JRPMI-SSG&EHH@EJZ/J\sﬁ%?:H%Vﬂ‘l“j%‘iﬁEéﬂiﬂ@‘q‘MAdCAM-lgE‘Jé%é}, 1C(50){f 40.1
microM[3].

TEEHBRsH1, RASALNTR-14035 1)1 HHEHERT 4 B R 30 R BT IE R, 1M 7EEF A2 2 5 mdria/b-sBerp ik Rl gk /N B 2 8]
TR B % (2], TR140350 1 T XFHEVSs ki (ED50: 0.01-0.1 mpk i.v.)[3].

For biliary excretion studies in mice and rats, a cannula (polyethylene tube, SP8 for mice and SP10 for rats)
was inserted into the bile duct of the anesthetized animal.In the rat, after complete recovery from diethyl
ether anesthesia, TR-14035 was administered intravenously at a dose of 3 mg/ml/kg, and the bile, urine, and
blood were collected at designated time intervals. In the mouse, TR-14035 was administered intravenously
at adose of 3 mg/4 ml/kg, and the bile and blood were collected at designated time intervals under
pentobarbital anesthesia. Blood was centrifuged to separate plasma, and all the samples were stored at j20 -
Cuntil analysis by LC-MSD [2].

RPMI8866 cell line and Jurkat T lymphoblastoid cell line were grown as a suspension culture in RPMI 1640
media, 10% FCS, 2 mM glutamine, 100 units/mLEenicillin G, 100 mg/mL streptomycin sulfate at 37 °Cand 5%
C0O2. Adhesion assays have been detailed elsewhere. Microtiter plates were coated with 20 mg/mL HSA for 2
h at room temperature, washed once with PBS and derivatized with 10 mg/mL SPDP for 1 h. After washing, CS-
1 (or sCS-1) derived peptide solution (100 mL at 100 1 g/mL)was added to the wells and allowed to crosslink
to theglates overnight at 4 °C. Non-reacted sites were blocked with 100 mL of 1% OVin PBSfor 1 hat 37 °C.
RPMI8866 cells were suspended in Dulbecco's modified Eagle's medium with 0.25% OV at a density of 2.5
x106/mL and incubated for ~1 h at 37 °C with varying concentrations of antagonists on peptide-coated plates.
Following washing (EL404 plate washer), bound cells were quantified by measuring endogenous N-acetyl-
hexosaminidase activity by reading the optical density at 405 nm using the enzyme substrate p-nitrophenol-
N-acetyl-b-d-glucoseaminide.|C50 values were generated by nonlinear regression from titration curves of
antagonists from seven doses and reported as the average of aminimum of two experiments. Since
experimental variability was noted with respect to the IC50 of the internal standard [(1S- cis)- N-[(3 -
carbo>((jy- 2,2,3 - trimethylcyclopentyl)- carbonyl]—O-[(2,6-dichlorophenyl)meth L]-l-tyrosine]a normalization
procedure was done using the global mean value [IC50=0.224+0.17 1 M (N=19]] of the internal standard. For
the Jurkat cell adhesion assay, OV was replaced with 0.25% HSA for both blocking and adhesion buffers.
Standard error of the mean for the Jurkat cell adhesion assay was typically <10% for each experiment and no
normalization was needed [1].
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