41
Chitala 3 (C.
ornata) (C. blanci) (C. lopis)
4.2
42.1 (Genomic  DNA) DNeasy Tissue Kit
(QIAGEN, Germany)
lysis buffer ( ) 180
1.5 ?
4.2.2
25
1 17.15 10X PCR Buffer
(Invitrogen, .S.A.) 2.5 10 mM dNTP’s mix 0.5 50 mM MgCI20.75
10 pM L 10 pM H ( 3) 1.25
15 Taq DNA Polymerase 2.5 |
Brito et al. (1997) 94 °C3
94 °C 1 50 °C 2 72°C 2 30 72°C

15 ( 1,140
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3 (Brito et al., 1997)
L 5 AAT GAC TTG AAG AAC CAC CGT 3
H 5 CTT TGG GAG TTG GGG GTG AGA 3’

(Sambrook, Fritsch and Maniatis,

1989)
agarose gel 1%
( ) 1XTBE Buffer
1X TBE
Buffer 9 10X BlueJuice Gel Loading
Buffer (Invitrogen, .S.A.) (65% (w/v) Sucrose, 10 mM Tris-HCI (pH 7.5), 10 mM EDTA,
0.3% (w/v) Bromophenol Blue) 1 100 45

Hyper Ladder Il DNA marker

ethidium bromide

4.2.3

QIAquick Gel Extraction Kit (QIAGEN, Germany)

424

(Sambrook, Fritsch and Maniatis, 1989)

PGEM-T Easy Vector (Promaga, U.s.A)
50 / 1 2X Buffer



1.5 5 15
4°c 16
E. coli XL1-Blue (Stratagene, .S.A) 200
150 80% 50 ) Deep
freeze -70 °C ligation mixture 15 4°C
30
42 °C 2 20
1,000 37°C 2 30
IPTG (200 / ) 6 X-gal (40 / ) 25
LB Agar
2 9,400 g 5
100
LB Agar IPTG X-gal 50
37 °C
425
(Sambrook, Fritsch and Maniatis, 1989)
LB Agar
31 °c
5
(100 / ) 5 200
3r°c
15 ( )
16,800 g 3
GTE 100 3 1% /02 N NaOH {1 140
IN NaOH 40 10% SDS 20 ) 200
5 5M KAc 150

28
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7 16,800 g 3
( ) ) 900
70 °C 5 44,000 g 10
70% 3 70%
55 °C 5 TE5 15
8
Ecor\ (15,000 )2 10X Buffer 2 RNase A (
1/10) 1 7 5-10
37 °C2 ECoR|
, 1,140
4.2.6
Plasmid Mini Kit (QIAGEN, Germany)
dideoxy chain  termination automated DNA sequencer
Macrogen Inc. (Republics of South Korea)
4.2.7
4.2.7.1 Chromas (McCarthy, 2001)
2
FASTA Clustal X

4.2.7.2 Clustal X (Thomson and Gibson, 2003)
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(multiple alignment)

4.2.1.3 PAUP* (Phylogenetic Analysis Using Parsimony and of
methods) version 4.0010 (Swofford, 1998)

neighbor-joining maximum parsimony



4.3

431
| 2547)

3l

RPMI 1640 (GIBCO BRL, .SA) 4

200 Penicillin-Streptomycin 2

20% Fetal Bovine Serum (FBS) 1

5% (PFA) 100
26 Heparin 0.2 (
) 22-31 °c 96
1 2 /
100 Pasteur pipette
15 1,300 g
10 15
0.075 M KCl 10
37 °c 30 10
( : e
10 2,360 ¢ 10
2 1
Pasteur pipette 1-2
10% Giemsa 15-20

1,000
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4.3.2 (squash) ( Denton and
Howell, 1969; Ramirez, 1980.)

3 1 0.5
! 0.05% 34
]
1-2 0.075 M KCl
60 ' KCl 50%
15-30 1
2% - 10
2% - 1
1,000
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