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B A B R#EE DNA BB & & 16StDNA Fr 5 318

B
(PUKFEYHREREALRE/RAEFRT, 1N 510275)

W E: AxEmNSRnARES MR Menochius sexmaculata (Fabricius) HEH#ITERS
DNA MIREL, FEZRBIEK 16 SDNA 5|48 i K BE 200 500 bp A9 PCR >4, it — RN
BT REEVIITIT T ERY.

XA MaH; ARAMH; PCR; DNA
hEFHES: u76*. 2  XWIRIEGE: A

FARMIEYT, AHERREHTHIERE, HEBEEFFANNER, -
EMRBRERESETEEURR. MRAESHLTEYENE, SHEESERE
7, ANTHABBEANGHNERERENHEEXR, AIHRHALAEHRRIIEH
THHEXR, FHAAXFRATRAEHRENEEHRAFRRRERT, BT
PERREHZEHRICER, BEEILHRTHL, BUFERRERLIRNESR
ws

LR 16SDNA RARFHE, BTREDEBHTHEZIFHX RO, LIRS
RYMBEH. ST, 16 SDNA FRIEB ENAFARMLE amFL 8 £
#3 Drosophilidac'®! . B H 41T B (Apocrita) "), A #EM B Ophraclla!?) | %39 H
Isopteral ™! | [EFRH} Cicindelidae!'®! . ¥4 1# % $} Fulgoroideal " F1% S8 Cantharoidea P &R
RfEEREHR I LN TR

NBEA BMHE Menochilus sexmaculata (Fabricius) B4+ ZHHEHAR, AR
BRK, BB, REEKTRH.

1 XN
BURE ST 1979 4F — 1999 “E[a REH BT 75% 88 95% Bk F A /STEA M dibrk .,

© E2WMA: MREWLERRAES . PUXEWEANAARSES . EYHNEREAX
REFRESKBAE., 97 REHLERBSIN TR LR
EE®A: BT (1965-) X, B+, BIBIRR.



56 B & X #& £23%

FERH . SDS. DIT. Tds- Cl, EDTA, ¥ Sangon, BJEHE, #HO40%, EOM
K, 8, 3|%&M. DNA Matker, TaKaBa Biotech, Taq B¥, ®EEYTEAF,

2 AERSR

2.1 B4R DNA HE
‘ LSRR DNA MHE, SEXMPHLE BEE DNA WHE &, e
B, BAERNT.
2.1.1 BEANHEERT 1.5ml BOE, 4FIMABFER (digestion buffer) 0.5ml; SDS,
1%; DIT, 10mg/ml; Proteinase K, 0.5mg/ml; Trs — Cl, 10mmol pH = 8.0; EDTA,
2mmol, PRI B/ DBYFE B O B AR BY e,
2.1.2 ¥ EABRERE T SOCKBA 14 - 16 /BT,
2.1.3  14000xg &L 30 735, W EHEK.
2.1.4 MAZEE (0.5ml) HEABER (pH=8.0), 5] 10 53+4; 14000xg B0 10 4
B, BCETEE
2.1.5 mMAR. iw&ﬁﬂzﬁiﬁzﬁﬁ (25:24:1) 0. 5ml, #5710 5}%‘? 14000xg 55 >
104350, M EHR. EEEPR K.
2.1.6 fno. sml & RO (24: 1) #5710 S350, 14000xg 5.0 10 4380, B LR
W EENPE K.
2.1.7 M110 FBRMBEBRAER (3mol, pH=5.2) RFHEEBRITKZE; 7&’3 -
20CTF 2 /P 4CTF AR
2.1.8 14000xg, 4°CTFE.Lr 30 4350 DNA UidE. = BT, EULIE DNA,
2.1.9 MMA70%E¥E 0. Sml BHITREY, HEHIEH; 14000xg, 4°CTEL 10 498
ZEHER, AT,
2.1.10 HIA S0l TE (Tris—C 1, 10mmol, pH=8.0); EDTA (lmmol) R¥F.
2.1.11 B 5ul {REUY e bk I

B 5p) AGBEE/KREE 1015, 1ER PCR TAIEAR . 45718 DNA fRFF F - 20CKHE.

2. 2 DNAWEHR 54

#i%%,%ﬁﬁ: 16 SIDNA, 5|#1% CPD264 - 01: 5’ — GCCTGTTTATCAAAAACAT —3',
CPD264 - 02: 5' - CCGGTCTGAACTCAGATCA -3, RSE £ IR B 16 SIDNA FFFIFT i
HU, HAHXAIE 5 B2 Drosophila yakuba 28I DNA JE5HJ 13416 — 13396 K. 12886 -
12884, Z5 | Yt TR A RMSTREHES,

PLEPCR MR TR : MgCl,, 1.5mmol, 3pl; 10 x PCR Buffer 10pd; dNTPs,
200pmol, 10pl; Primer 1, 1 pmol, 1pl; Primer 2, 1 pmol, 1pl; Taq B, 4 uit; B
DNA, lpg; RSB 1004,

2.2.1 % 200p] HELEPMALREG .
222 BELEET PR, FTHUCHMM 208, REFETIERFRE: 94C4H0 B
(Denaturation), 50°C40 # (annealing), 72°C40 # (extension)



F24 B 3I% . AFEA B DNA 9% & & 16SDNA 31934 57

34 MEFE, T2CEL 10 4048, BRETF4CT,
2.2.3 Ky EYIA R Spl RIKAL

3 HERS5HW

3. 1 Bl DNA FIHRE

ERAWERERMT, HAXREMHHTE, BREIURK DNA R, D&
FEBL MK RAPD BFFE, *F DNA BOREUE I KAk GRRE IS . MBS 5 iR ARTE
AR, AFITFHBAHTHFREFHIR . LB WHFERM 1979 - 1999 4
[ERERERR R4 IR DNA (B 1), WMER¥EZFRBNGEHITHTREEN
R+ aEF,
3.2 16S:DNA ¥ PCR ¥ 345 R

o

w

. M C1C2C3C4C5C6C7C8C9C10

B 1 BUABLERS DNA AR R ENEE & 2 514 CPD264 - 01.CPD264 - 02 ) PCR &R

M—DNA Marker M—DNA Marker; a0 - a4—1999 £E4R 4
Al - A10—1999 474 CK—X1 1B , ZER AR &
Bl - B10—1984 4472 DA B RER K DNA Bt

Cl - C10—1979 £E4R 2
{76 16 SIDNA 3915 M 1979 - 1999 £F RIS BTN B HIAT A 4R B DNA, #
BEEERR A AR R B 40 500bp ) PCR =41, [ 2 9/ 1999 SFAn4= R HK) DNA 12
BETHER . FRBNEARTE B T A S FEERE MR A HIEERETT PCR
RRIEFIATHE, F4JE R 16SIDNA #ATBIR M REF TR B E T &0,
3. 33k
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YIRS, BoMHEREE, FEURESTEK: FRERMAES Rk
RE, ARG K DNA BSAR; S8 TRKETEERW PCR K™ BE™Y
R, Fit PCR RIS HEE TS — L M, ERERSE DNARES, Mk
anBIRERRE . RETHRERELE, URERENRMAMT, '
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EXTRACTION OF DNAS IN MENOCHILUS SEXMACULATA
(COLEOPTERA: COCCINELLIDAE) AND
AMPLIFICATION OF 16SRDNA FRAGMENT BY PCR

PANG Hong

(State Key Laboratory of Biocontrol / Institute of Entomology,
Zhongshan University, Guangzhou 510275)

Abstr act: In this paper we report improved methods of DNA extract. The genomic DNA was ex-
tracted separately from alcohol steep samples. Fragments of about 500 bp of the mitochondrial 16S
‘ribosomal RNA gene were amplified by polymerase chain reaction (PCR) from the DNA using
primers CPD264 ~01: 5’ - GCCTGTTTATCAAAAACAT - 3°, CPD264 - 02: 5° - CCGGTCT-
GAACTCAGATCA - 3’ . The study results provide new data for phylogenetic reconstruction of the
family relationships within coccinellids based on DNA sequences of rDNA gene.
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