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Identification of regulatory molecules which activates MAP kinase in melanoma
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We have established three cultured melanoma cell lines and nine benign nevus

cell lines. The mutation of BRAFV600E was analyzed by pyrosequence method and MAP kinase related
proteins were assayed using Human MAPK Pathway phosphorylation Array C-Series RayBiotech/abcam
Nevus cells which have mutation of BRAFV600E did not show phosphorylated state of ERK1/2 and MEK.
CAMP inducer, IBMX, pituitary extracts, bFGF, ET-1, and TPA were added in these nevus cells and
phosphorylated state of ERK1/2 was examined by Western blotting. Among these signal inducers, only
TPA induced phosphorylated state of ERK1/2. Theses results indicate that nevus cells which have the
mutation of BRAFVE0OE are regulated by phosphatase to keep ERK1/2 with dephosphorylated states,
however this down regulation of phosphorylation of ERK1/2 are suppressed by TPA.

MAP



BRAFV600E

ERK1/2
laser microdisection BRAFV600E  direct sequencing
BRARV600E ERK1/2
Oyama S et al, 6 2 , J Dermatol 42:477, 2015
BRAFV600E Western blotting
TPA phorbol myristate acetate
ERK1/2 ERK1/2
20
mRNA
ERK1/2 Halaban R,

Funasaka Y et al. 6 4 , J Immunother 12:154, 1992

negative feedback
BRAF V600E ERK1/2 MAP

pyrosequence BRAFV600E

BRAFV600E MAPK pathway
MPAK Human MAPK Pathway
phosphorylation Array C-Series RayBiotech/abcam Dot blot analysis 17
MAPK
BRARV600E ERK1/2
CAMP inducer  IBMX, bFGF, ET-
1, TPA PERK Western blotting
ERK1/2
1 3 9
2 DNA BRARV600E
DNA pyro sequence 3 1
9 3 BRAR/600E
3 BRARV600E 1 1 BRARV600E
2 3 MAPK pathway
MPAK Human MAPK Pathway phosphorylation Array C-Series

RayBiotech/abcam 17 MAPK



BRARV600E

MSK2, mTOR, RSK1, RSK2

ERK1/2 MEK

4) BRARV600E

Western blotting

BRAFV600E

BRARV600E

inducer  IBMX,

ERK1/2, CREB, GSK3a, GSK3b, JNK, MEK,MKK3,MKK6,
BRAFV600E
BRARV600E
BRAFV600E

CAMP inducer  IBMX,

bFGF, ET-1, TPA PERK
TPA ERK
ERK1/2 MEK
TPA
ERK1/2 MEK
CAMP
bFGF, ET-1 TPA






