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M/MREEEZERELTWVWEINE I PERALNCTIEDIL, FERT7T VA28 Trc-npl cDNAZ
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M/ BEELACELIDFOLERMITORR, b/VREARF e v RARzF L OZ2H5ETHS
complBEFOBEEFEIRIC ML/ MRELSBEFHEFAIRFRAZRER (Ser®™®®—Asn® )2 RH L,
AERAsn O TIEH BB EE 2 T & TBAF/SHIRBM., A4 bhA 2 (IL3)FEEREMITHMTE
BILEFERTERL, EHKR., cmpl DML S FAERBRYPEBREICEELLTWEINE I %
O THROTOXERE THDERKI/2LSTATSO HELE T ~~7= & = A, ERK1/2& STATS &
bt A b4y (ILDFEERFHEICHEBILEINALTWERZE2Z2RHELE, A, BEO/RBE &
bR/ANREEEF (Fa vy ARZF ) OB LTERKL/2, STATSIZ Y VBt EShTWaBA 2 & %
FEBR L7z, THOLDHRI D, Ke-mplERAs® S BIHMBA S S FAESLEMIRO G HEEHEEY
FEL, FFETREOELBETRETCHIFL2 MO THRA LI,

E7. cnplZ R (Asn505) OIS 7/ T A OFEMEAEEL LT, ¥4 bbb A (IL3) K
FHZc-mpl B FO_EBAEREREN, WAV S TFABREHLENDZI ZERTENT, EbIT,
COZEBAEEREIMBAFAALS VCORREZCBVWTLHBE IR, BRI FAL VYO ANLT 4 K
EEOEEEZTELR®R (Figure 1),

WIZ. AsnS0SOEERMMICH ~ REEBRELZER L. ZBERRE, MBRAY I FAEE,
AR R AN, FTORE. AsnDfth, Asp, Gln, GCluEDRVWEMZEH-T7 IV EBRE
DR _BETR, HBRANY S TFAESE, RAEFEOTTESRRBTEL, BEOMWT I /B
BEIBNAKBEZESEZBALTRY., TOXREEGECIVERRUBMCHEAS AN bELEN
c-mpl B FO_RERTEREND Z L THIEANY IS FLOEML, £ L CHIAMBE~E 2R Y,
AFETORIEIIC RN BB A LM E R (Figure 2),

COXSICFETREL FETNLVOBELZOLTFEDZENBELRMACELZ L T AMEHHER
FREBLA2ZBEOFNEREN =D THRENFBOMA., LI, ETED L EHEMERRE
DHRFEBIZFSELEbOLEEZEZIOLOND,
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Figure 1. Asn505 drives autohomodimerization and activates the downstream signals. (A) Upper:
dimmer detection of SDS-PAGE with crosslinking and immunobloting. 1L-3 starved transfectant Ba/F3
cells were separated into 2 aliquots, stimulated with or without 100ng/m] hTpo (Diaclone Research,
France) for 2 hours at 4 °c. Cells were washed with ice-cold PBS containing 100uM Na;VO,,
sub-separated into 2 aliquots, incubated with or without 50mM cross-linker BS*/PBS (Pierce, IL) for
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another 2 hours at 4°c. Reactions were quenched by 1M Tris. HCL. Cells were lysed in ice-cold lysis
buffer (50 mM Tris-HCl, pH 7.4, 150 mM NaCl, 1% Triton X-100, 25 mM NaF, 2 mM sodium
orthovanadate), supplemented with the proteinase inhibitors cocktail (complete mini, Roche Diagnostics,
Mannheim, Germany), insoluble substance was removed by centrifuge 14000g for 10 minutes, lysates
were kept at -80 °c. Arrows indicate c-Mpl monomer (~82kDa) and dimmer (~164kDa) respectively.
Lower: signal phosphorylation of mek1/2 and stat5. (B) Truncate c-Mpl protein (tSer505 and tAsn505)
deleted the extrocellular domain. Upper: Auto-homodimmer induced by tAsn505. lysate making was
same as A except omitted the Tpo stimulation. Arrows show the monomer (20kDa) and dimmer (40kDa).
Lower: auto-phosphorylation of mek1/2 and stat5. 10% WEHI as a source of IL-3, stimulated the
factor-starved transfectants for 90 min as a positive control.

Fig. 2

SasS05(WT)

Val S5

D p-mek

P Tovasd,

mek  [ocan e [y R o, (v [

P.stals ES00A hEmTIR REEINTR (SRR o B et I o 2> |
statsh DRl - .

I3 . . - . + . - - + . + . *

Figure 2. Results of 505 mutants of c-Mpl TM domain. (A) Peptide sequences in c-mpl! TM domain.
The solid letters show the residues in position 505 of c-Mpl. (B) Survival trait (MTT) assay of the 505
mutants. PBS(-) washed c-mpl505 Ba/F3 cells were resuspended in RPMI “medium containing 10% FBS,
5x10* cells in 100ul medium were located in 96 well plate, Thiazolyl Blue tetrazolium Bromide
(Sigma, MO) assays were used to evaluate relative viable cell value everyday (same experiment repeated
at least 3 times). (C) Dimmerization trait of non-polar residues (Val, Leu), 1-polar residues (Thr, Lys)
and 2-polar residues (Glu, Asp, and Gln). Lysates making were as Figure 1A. Arrows showed the
monomer (~82kDa) or dimmer (~164kDa) of the ¢c-Mpl. (D) The phosphorylation of mek1/2 and stat5 of
505 mutants in c-mpl. IL-3 (+) as positive control.
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