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1 mM dNTP,
RNasin, 15 unit AMV reverse transcriptase/ u g
mRNA)o| = F 24°Coll A 2412 FQF wkg-A
7Zcb. Lo 2nd strand T LN (50 mM
Tris-HCI, pH 7.6, 100 mM KCI, 5 mM
MgCl,, 50 pgg/ml BSA, 5 mM DTT, 8 U/ml
RNase H, 230 U/ml E. coli DNA pol I, 2 U E.
coli ligase)E ¥& & 14°Coll A 4A)1 7k ¥F-3 A1 F
t}, Hkgo] Eyt & T4 DNA Pol. (2 U/ ug
mRNA)} 10832 wb& A 71 & 4% cDNAE
Holsldn, 4" cDNA £ do) A Sephacryl
S-400& o] &3t 200 bp o)sle] DNAE Al & A
71 & Eco RI adaptor& 2%t T4 polynuclo-
ol g&3tef Qlatst Azl & agtll
71t} Gubler and Hoffman,
1983). &24Y¥" cDNAE Packagene(Promega
Co. )& o1& }01 packing 3 % LB plated| A &
sttt Hw 5 X 10° plaque/ml% A}, X%
zuzwiACDM\adﬂaﬂ%1ﬂﬂH%4%
ool Al A F gkt

mM Na-pyrophosphate, 1 unmit

tide kinaseZ

vectorol] &F 21 A

Immunoscreening

g0l Aul ZAE cDNA ol & E
coli Y10909) Z+AA A plateE W FatArct. 7Y
o] LB plate & ¢t 10* plaque& uj¥sted im-
munoscreeningdt@ 2w °F 5 X 10° phage® =
a2 39} (Benton and Davis, 1977; Huynh es
al., 1984). 10 mM IPTG=Z A2 &E A FA 7] nit-
rocellulose filter& plateol] Qo] A o 447 wj ok
stk wjeko]l W F Wb &N (10 mM
Tris-HCI, pH 8.0, 150 mM NaCl, 0.05%
Tween 20)oll AXNZ Al MZHES A A7)
= &A (MII-3]31)%} anti-mouse I[gG-alkaline
phosphatase conjugateZ YH-$-A]Z v}, 0471011
BCIPSt NBT& o] g3fof wgo] Yo r pla
queEd ZTokA cDNAZE F£3 % pGEM—SZOﬂ
FRdstar.
cDNA subtraction

Anl 1393 = A E9 Eco RI-end ¢cDNA(100



July 1992
ng)et A ZHEFHAA S Fd #(blunt-end)
s 4 CDNA(JO pg)e BAAZ 3 ug g
(50% formamide, 5 X SSC, 10 mM NaPO,,
pH 7.0, 1 mM EDTA, pH 8.0, 0.1% SDS, 0.2
mg/ml yeast tRNA)oll #H7}3te] 37°Coll A 184]
AR FFYE AR e E
oform, isoamyle alcoholZ He)lsln 4322 3
dAA DNAE F%3 3 EcoRI-endy
pGEM-3Z0| #=2 3 A At o] A& XLI-blue A
Xo] ¥AAZAA WA Sambrook et al.,
1990).

phenol, chlor-

RNA blotting

RNAZ2] dot blotting& RNAE formaldehyde
WA A7 5 65°Coll A 158 7F & e} 8l o] Hoeffer
Ab9] dot blot kitell A st <3 AF&
%3led RNAE nitrocellulose Eo]o] &

kL

Kang et al.— Gene of Muscle Cell Differentiation

289
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Fig. 1. Effect of monoclonal antibody (MII-3J31) against myoblast on myogenesis in culture. Cells in normal
medium for 72 hrs (A) and 96 hrs (B); cells in medium with MI[-3J31 antibody (2 , g/ml) for 72 hrs (C) and 96 hrs

(D).
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B)

Fig. 2. Immunoscreening of chick embryonic muscle cDNA library. A) Identification of stained single
plaque. Dark stained plaques are positive ones. B) Subculture of positive plaques for isolation of single

phage plaque.

M A B

+15kb

Fig. 3. Size determination of insert cDNA cloned
in Agtll phage {A) and pGEM-3Z plasmid (B).
Lane M represents the size marker DNA.
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Fig. 4. Restriction analysis of cDNA specific for day 13th
chick embryonic myoblast. The cDNA was digested with
Bam HI (a), Eco IR (b), Hind IIl (c), Kpn I {d), Pst I (e),
Sma I (f), Xba I (g), and M represents the size marker.
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Studies on Specific Genes Related to the Regulation of Muscle Cell Differentiation
Sung Goo Kang, Sang Hae Kim, Chae Gwan Lee, Soo Jung Park, and Chong-Rak Kim (Depart-
ment of Biology, Inje University, Kimhae 621-749, Korea)

Monoclonal antibody MII-3J31 reacts specifically with an epitope expressed on the cell surface
of myoblast in primary cultures of chicken skeletal muscle cell. A polypeptide of 38 kDa was
identified by immunblotting with the antibody. Among the 13-day old chicken embryo muscle
cDNAs cloned in Agtll, a species of 1.5 kb-cDNA was identified as DNA encoding the
MII-3J31 epitope. Another myoblast-specific cDNA of 0.8 kb was selected by subtraction of
chicken adult muscle ¢cDNAs (7 weeks) from chicken embryo muscle cDNA (13 days).



