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In vivo 31P-NMR
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ABC Transporters in the “Phase IlI” Detoxification System

T. Ishikawa (1992) Trends Biochem. Sci. 17: 403-408
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Procedure of High-Speed Screening

Preparation on ice

Incubation at 37

Quick mixing

C— Incubation medium:
plasma membrane vesicles (50 ug of protein)
’ 100 pl 0.25M sucrose, 10 mM Tris/HEPES (pH 7.4),
) 1 mM ATP, 10 mM MgCl2,
10 mM creatine phosphate, creatine kinase (100 ug/ml),
200 uM [*H]methotrexate & test compound
for 20 min
1 ml :
B Stop solution: 0.25 M sucrose
— (ice-cold) 2 mM EDTA
10 mM Tris/HCI (pH 7.4)
N 230 ul / well
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Optimization of High-Speed Screening Conditions
ABCG2-mediated Methotrexate Transport
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QSAR Analysis using Chemical Fragmentation Codes

Inhibition (%) = XCFC (i) x a(i) + constant
I

CFC (i)  a(i) 95% Reliability

H121 65.38 +12.25
D023 50.10 + 8.99
M240 21.97 + 6.83
OH 12.40 + 3.10
M531 -13.06 + 6.66
J2 -19.99 + 8.33
H481 -31.64 +11.72
RS4 -91.65 + 14.68

Constant 21.73
R =0.959; R2=0.920; F = 50.1 (F-test); N =44 .
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Non-synonymous Polymorphisms in ABCG2
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International Standardization

of
Functional Analysis for Genetic Polymorphisms of Drug Transporters

NEDO International Joint Research Project (PI: T. Ishikawa)
(2005-2008)
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