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Abstract Objective To obtain purified myosin-Ve  MyoS5c protein and prepare its polyclonal antibod-
ies of mouse and rabbit. Methods The fragment encoding MyoS5c specific protein 297 amino acids was am-
plified with RT-PCR from human gastric mucosa. The product and the prokaryotic expression plasmid pQE-31
containing 6 x His were used to construct pQE-31/Myo5c. The recombinant was transformed into E. coli JM109
and induced to express with IPTG. The objective product was purified. BALB/c mice and rabbits were immu-
nized with the purified MyoSc protein and the antiserum was obtained. Titer and specificity of the polyclonal an-
tibodies were determined by ELISA and Western blotting. Results pQE-31/Myo5c was successfully construc-
ted. The fusion protein of MyoSc with molecular weight 42 000 was obtained and purified. The recombined pro-
tein showed immunogenicity. Mouse or rabbit antiserum with high level of specific antibodies for Myo5c¢ was ob-
tained. Indirect immunostaining and Western blotting analysis demonstrated that the antibodies could recognize
native Myo5c protein. Conclusion  Our results suggest that the prepared antibodies might be useful in studying
the function of Myo5c in intracellular trafficking of endocytic vesicle such as viruses.
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7 . Myosin-Ve 601
MyoSc 2 X-100  TBS 3 1 mol/L DTT 8 mol/L
motor domain MD pH=4.5 8 mol/L
neck region «- a-helical coiled-coil tail MyoSe
Domain cargo binding domain CBD -8
} Myosin-V MyoSc¢ MyoSa 1.6 MyoSe
MyoSh o- 4 1.6.1 200 wg/ml
Myo5e BALB/c 0.5 ml/
o 297 PRE- 3y 3 1
31/Myo5c MyoSc¢ ELISA
Myo5c 1.6.2 Western blot Myo5¢
HepG2 Myo5¢
SDS-PAGE 15V
1 30 min Myo5¢ 4 C
11 HRP TeG DAB
IM109 pQE-31 Qua- 163
GEN  BALB/c 4% MyoSe 4 °C
Bio-Rad DNA FITC IsG
T, Tag DNA 37 C 30min
Takara 2
1.2 MyoSe
GenBank AF272390.1 GI 8705239 Myo5¢ 2.1 Myo5c DNA
mRNA Myo5¢ Q- mRNA
3179 - 4069 891 bp 5'-GGATCCT- 900 bp  DNA BamH/Sal 1 pQE-31
TCTGATGGCTTGAAGGCG-3’ 5'-GTCGACATCATTG- MyoSc 900 bp T, pQE-31/
GCTTTTCCAATT-3' BamH | MyoSc  BamH I /Sal 1 900 bp
Sal | mRNA
RT-PCR 2.2 pQE-31/Myo5c
1.3 pQE-31/Myo5c pOE-31/MyoSc IM109
6 x His pQE-31 Myo5c¢ PCR BamH I /Sal 1 900bp 1
BamH [ /Sal | pQE-31 Takara pQE-31
3 500 bp MyoSc 900 bp T,
16 °C 16 h pQE-31/MyoSc ° s s oM
1.4 JM109
JM109 pQE-31/
Myo5c BamH 1 /Sal 1 4 300 BB
TaKaRa «—1 000 bp
<— 750 bp
1.5 Myo5c
1.5.1 Myo5c¢ 6 x His pQE-31/Myo5c
pQE-31 2 % YT
37 C 1: 100 3h M 1kb DNA ladder 1 pQE-31/Myo5c¢ PCR 2 BamH |
D600 >1 PTG 0.5 mmol/L Sal 1 pQE-31/Myo5c 3 pQE-31/Myo5c
2% h SDS-PAGE 59 1 PQE-31/MyoS5¢c  PCR
10% 80V 3h Western blot 6 x His 2.3 Myo5c
HRP IgG MyoSc
42 x 10°
1.5.2 200 ml
™S 2 PMSF  TritonX-100 2A His-tag
4 °C 12000 x g 20 min 1% Triton 2B
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A MyoSe SDS-PAGE M Myosin-V
1 2 1 mmol/L IPTG pQE31/Myo5c¢ 1224h 3
pQE31/Myo5¢ 4 Myo5¢ 5 Myo5¢ 7 Myosin-V
B MyoSc Western blot 1 MyoSc “ ”
M
2 10%SDS-PAGE Myo5c 89
2.4 Myo5Sc Myosin-V  actin
ELISA “ hand over
1:12 800 1:6 400 Western blot 1:1 000 hand” 36 nm 10 11 MyoSc
Myo5¢
3
HepG2 203 x 10 Myo5¢ 3 MyoSe MyoSc
1 2 M
203x10°—
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