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Moesin is a cytoskeletal protein localized at the cytoptasmic face of the membrane in
filopodia and other membranous protrusions. Moesin is often co-expressed with its high
homologues, ezrin and radixin, in a great variety of cell types. These proteins are required for
formation or stabilization of filopodial structure and for cytokinesis, and are hypothesized to
provide reversible links between membrane components and the actin cytoskeleton. Moesin is
phosphorylated at threonineS58 within or near the F-actin binding site. Recently, we prepared
antibody (pAbKYKpTLR) for detection of site-specific phosphorylation of moesin protein
family. Here, we developed a non-radioactive method to measure moesin kinase and
phosphatase activities using pAbKYKpPTLR by an ELISA. Enzymes were fractionated by
DEAE-Sephacel, phenyl-Sepharose, protamine-Sepharose, phosphonic acid peptide-conjugated
Sepharose, blue-Sepharose, and gel filtration chromatography. At least, three kinase and two
phosphatase activities were detected. One of the phosphatases was isolated and identified as
protein phosphatase 2C and the other phosphatase was caryculinA-sensitive enzyme. Attempts
to identify the kinases are currently in progress.
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Figure-1, Measurement of moesine kinase {A}
and phosphatase (B) activity by an ELISA.
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Figure-2. Separation of the moesin kinases
by chromatography on Blue-Sepharose.
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Figure-3, Separation of the moesin phosphatases

by chiromatography on DES2-cellulose.
A, total; B, calyculinA-resistant; C, A-B
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Figure-5. Western blotling showing dephospheryiation of

the puritied phospho-moesin by purified moesin phosphatase.

BT AT 7 B OEE

AN RR A= ) 2 Y CAIERRSME T
A7 7 & —Hik, EOHFRE LSRR S
Fdp DT AL A 9 B B Ok A
b, D7+ A 77 & —¥CLHE i,

LT TAAT 7 F—E2CI W DR
BHWET 2 RE T 0w T 4 v e T Tk
B, A THUMLEBEER 7+ A7 4 —F
CLEMEES R, BONT, 73 A 7% & —F2C
DGSTELE & A28, ) ribeoy vy
WU Bk A E i, TOREER. KB
WA TERELEZA A7y #—F2Ch, U AR
ok e 3 R Y L a Rty I = N fprd

27,

4. A ORUNE LR
ELYTF ATy X —FICHELTI, &4E
SHIRZRF A w74 A7y F—FOUN, ©
LR —FR Uk, RE2 B ETR4

BitEhFhRedFFr—EFR LY a7 4 3t
—FCONBETH - taMEEhE, L L.
AMRTHHRE L7 oS A T+ AT 7 &
—F2 ClLBEL OB VEpbicT 3
HELR, Fio, KT ED 32D
Fr—FEREHRHLTNAZ Eb, ERE
DT L i —FREETH T LERE .
SHOPRNHETH B,

AR X 0 HIMGET, JERBERS L Ok
7% F ORI B i ke B Eh vy T .
T AR OB LU, WEHEir X 5=
a—BRy bT—FOWR, w7 adr Ik
AN oEds D ORGEE. MREE
REEINAMCHETA I LizkoT, Thb
B SF AR OBIRNATRIC 2 5 Z E RIS
o,

5. BRI A b

EMUMERSEDELS T F AT R —F
DR L PERT, ZERE, e, HE5 0
B A e K AR E S1E1P-32, ppo0,
1997

—170—



