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STUDY OBJECTIVE

» Development of selectiveinhibitory
antibodiesfor CY P1A1, CY P1A2, _
CY P2A6, CYP2C8, CY P2C9, CY P2C19, Purity P450sby chromatog aphy
CY P2D6, CYP2E1 & CY P3A4 Immunize SPF rabbitswith purified

Development of antibodiesfor P450

deter mining thequantitative Char acterize specificity of resulting
contribution of each particular P450 antibodies

enzymein xenobiotic metabolian
(reaction phenotyping study)

Express P450s enzymesin E. Coli

| mpr ove specificity by
Immunoabsor ption

Enzyme Probe Reaction
E. Coli expressed CYP 7-Ethoxyresor ufin O-dealkylation
Jreimn=Nenenizeny 1A2 | E.Coli expressed CYP & HLM 7-Ethoxyr esor ufin O-dealkylation
CHARACTERIZATION HLM Coumarin 7-Hydroxylation
HLM Taxol Hydroxylation
HLM Diclofenac 4'-Hydr oxylation
HLM S-mephenytoin 4'-Hydr oxylation
HLM Bufuralol Hydroxylation
HLM Chlor zoxazone 6-Hydr oxylation
HLM Testoster one 6a-hydroxylation
HLM: Human Liver Microsomes




—=— 7-Ethoxyresorufin O-dealkylation

7-Ethoxyresorufin O-dealky lation

—— Coumarin 7-hy droxyl ation

—<— Taxol 6-Hydroxyl ation

—i— Didofenac4'-hydroxylation

—— (SHM ephenytoin 4'-hydr oxy lati on

—— Bufuralol 1'-hy droxyl ation

—+— Chlor zoxazone 6-hydroxylation

—— Tedogerone 6&-hydr oxylation

2 4 6 8

5 6 7 8 9 10
2C8 2C9 2C19 2D6 2E1 3A4




Result-2 IMMUNOABSORPTION OF ANTI-CYP2C9O

n OBJECTIVE:Inhibitory specificity of pretreatment Anti-CY P2C9 ishigh. However,
for immunoblotting, thisantibody r ecognized all membersof CY P2C family.

n TREATMENT:I mmunoabsor ption by incubating cDNA expr essed CY P2C19
(membranebound for m) together with Anti-CY P2C9at RT for 30 min. Non-specific
immunoglobin will bound tothe CY P2C19 and could beeasily r esolved aspr ecipitate
from the antiser um after ultr acentrifugation.

n EFFECT: Theimmunaoblotting specificity of Anti-CYP2C9 wasimproved.

PRE-
TREATMENT

POST-TREATMENT

Liver microsames  jA1 1A2 2A6 2C8 2C9 2C19 2D6 2E1 3A4



—=— 7-Ethoxyresor ufin O-deal kylation

7-Ethoxyresor ufin O-deal kylation

~|—— Coumarin 7-ydroxylation

— Taxo 6Hydroxylation

—z— Did ofenac4'-hydroxyl ation

—=— (SHM ephenytoin 4'-hydroxylation

—<— Bufuraladl 1 -ydroxylation

—1}— Chlorzoxazone 6-hydroxylation

—— Testoster one 6&-hydroxy/lation

0 2 4 6 8 il

i Iserumper 1001 g human liver microsomesor 10 pmol P450

Lane: 1 2 3 4 5 6 7 8 9 10
HO0610 1A1 1A2 2A6 2C8 2C9 2C19 2D6 2E1 3A4




Result-4 IMMUNOABSORPTION OF ANTI -
CYP2C19

n OBJECTIVE:Anti-CYP2C19 potently inhibiting CYP2C19 pr ober eaction and also

moder ately inhibited CYP2C9 probe reaction

n TREATMENT: Immunoabsor ption by incubating cDNA expressed CY P2C9 (membrane
bound form) together with Anti-CY P2C19at RT for 30 min. Non-specificimmunoglobin will
boundto the CYP2C9and could be easily resolved as precipitatefrom the antiser um after
ultr acentrifugation.

n EFFECT: Theinhibitory specificity of Anti-CYP2C19 wasimproved.

The effect of immunoabsor ption treatment for anti-CY P2C19
pl of immunoabsor pted serum/ 100 ug pooled human liver microsomes

) 10 5 10

| mmunoabsor ption

) (S)-M ephenytoin 4'-hydroxylation
(X pmol CYP2C9/ml anti-2C19)
(% of controal) (% of control)

o) 60 24 84 58
20 o7 23 87 73

61 37
70 44 94 92




SPECIFICITY OF ANTI-

—o— 7-Ethoxyresorufin O-dea kylation

7-Ethoxyresorufin O-dea kylation |

—— Coumarin 7-hydroxylation

-~ Taxd 6-Hydroxylation

—=— Did ofenac 4'-hydroxylation

|/ (SHM ephenytoin 4 -hydroxylation

—<— Bufuralol 1'-hydroxyl ation

—+— Chlorzoxazone 6-hydroxylation

—%— Testosterone 6&hydroxylation

i Iserumper 1001 g human liver microsomes or 10 pmol P450




o Anti-CYP2CS8, Anti-CYP2C9, Anti-CYP2C19 could
precisaly recognizethe structurally confirmation and could
Inhibit enzymatic activity of the corregpondence antigen

Anti-CYP2C8 and Anti-CYP2C9 recognized asngle
protein band in human liver microsomesthat co-migrated
with the respedive cDNA expressed P450.

With the same approach, we havealso developed Anti-
CYP1A1l, CYP1A2,CYP2A6, CYP2D6,CYP2E1 and
CYP3A4

The developed inhibitory antibodies will serve asin vitro
specific toolsfor evaluating the quantitative contribution of
Individual P450 enzymesin mediating the

biotransfor mation of xenobiotic




I nhibition Specificity Western
CYP1A1l CYPl1lA2 CYP2A6 CYP2C8 CYP2C9 CYP2C19 CYP2D6 CYP2E1 CYP3A4 Blotting
Anti-CYP1A1 1 *** _ - KkFx - X
Anti-CYP1A2 2 - *FEF - - Good
Anti-CYP2A6 3 - - - Good
= Good
Good
Anti-CYP2C19 - X
Anti-CYP2D6 - Good
Anti-CYP2E1 - - X
Anti-CYP3A4 - - - Good

Control serum 10 - - - - Good
* % %
* %

*

Antibody L ot

Strong inhibition Good Good for Western Blotting
Crossreaction X Not suitable for

Weak crossreaction Western Blotting

- Cross reactivity not detected




