B H B2Y & ¥ @ R
20072 6 H Newsletter of Sericultural Science 5
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RAK H R EBE B A RIR KK

(ARAFAEYBARER BRESREEDEFRAT ERXK 400716)

B E AFEAHKUREARARRI FHFT RS, AEFEATHhiRE,H
RNase 5 @8 K I mA W ARG EEH S PHALRLE A AR REARERRYPET
HYeiHES, EA RS TAREDNA 9%, RET LARE, FHT AL, AARAEEHF
B AR R &SR KA DNA #47 7354 PCR ¥ 4 1ie, £ R A AR ey A H 4 DNA 4 %
N TER ST IZRTTIRE DL L SALE N

X@il RE BEMADNA 4% Kk

STEYE PG ST RBRENRBKSIYAL T BEE A DNA, Hiline EE Y
RBR (knock — out) B K957 4F, Btk DNA g3 BALE ROV BT A DNA EATHAMIAE S
TAYERT PR —NEERY, BARAKNAREAR T EALENH DNA £EHEZ
Nagaraja et al ( 1995) ELBA % ( 1996) By gy ik ™ ey ik AR Sl bR 25
BABTES , RIE AR TRETSH (SDS) REAE K ERFERPHES R, FRA%ER . Al#
LR, I RNase AL I RNA, R G AR R G5 # T 2Rk, BERZ
- FEULRE, NTIZRAE A DNA, ABRSTAER S0 M sk O 2ERE L 3bAT T kit , B TUAK B
AR HATERY DNA BRI —FEBGH T, R RA EHE . T E R 5% .DNA HRERN
FERELS AT XRBERARBNERTE IRES TEYERARRTERESS,

1 M5k

1.1 ##
AR @R R T ISR TR K R BB PR R A, MRS BRUER 8, 5 R BE L
BISRE, RICT - 20C K - 80CRIF M '
1.2 Fik
1.2.1 £&AH4 DNA #5385

(1)FRELO. 1g A MR EHER, A SmL .08, , A TmL fh#22 w3 (10mmol/L
Tris ~ Cl (pHS8.0),0. 1mol/L EDTA(pHS8.0),0.5% SDS) , T % #/ ey T SR BB R%

(2) A EE K ZLMEHH 400 ~500ug/mL, FHHNA RNase ZLWEE K SOpg/mL, 52
BB, RERATEH IR 34 P, 50°C ekt Sh ML ESIR;

G)YBRHZYAHLE WHEL BB, MAZER(ImL) BB/ E05/ BB (25:24:.1)BE
W, AR IR G e b, BB T BB IEs R Y 30min;

+ EBHLHE 973 %1 (2005CB121000) (863 i8] (2006AA10A118) KT B L # 4.
TEE BN BRI (1981 - ) , &0 , BEA H L4,



6 # ¥ B R 27 %

(4)12000rpm B> 10min, FEREMRL/NOBE ERBKHZ S —FHOED;

(5) MASER(1nl) B8/ A5 (1. 1) BEW, BAREEIRS BRM G, KR TR 8RR
¥3¥% 20min;

(6)12000rpm B.L> 10min, /ML EBKAEZE S —FE.LET;

(7) &R (1mL) B85, AR R G, BiR TR @ EHERY 20min, #—2
KB PRI B ;

(8)12000rpm B> 10min, B EEKHEZES —FELE S,

(9)MA2~2.5 5K (2 ~2.5mL) MBR B TKZBE, /DOIEFH RSB AT E B ERE
DNA JisE™ A o] LU A& & (0. 1mL) 3M NaAC(pHS.2), 8 -20°C yKF vk ik 10 ~
20min, {R FHTLIETER;

(10) 12000rpm B> 10min, JI3E DNA, H#F £ L IF;

(11) A 1mL 70% ZBEBe U 2 K, ARG REBALZH, BARKT FZRELKRR, B
AT TR, ENIRERE;

(12) M AE £ (200 ~300uL) & TE & (10mmol/L Tris ~ C1 (pHS.0), Immol/L EDTA
(pH8.0) ) K EIHAK, ﬁﬁmﬁf 2h L,U:j 4CHK, -20CREFEH.

1.2.2 A E 4 DNA ¢94 R

(1) Bt 1uL DNA ¥ 58 8 LR (6 x Loading buffer)?E ,JH 0. 8% BRHEWEBEIE B,
3 DNA BB K/DRIGR 5

(2) RS eeE RS 260nm & OD {5, 5 DNA R ITR A260/A280 (LLME,
#IWF DNA Roifg™’,

1.2.3 PCR # 3% DNA 69 /F ¥

BRI LR B A W BE 3T AE & DNA BT R, Ik M3 7 50 ~ 100ng/
pL, 3 LOHAE & PCR AR, [RIAY AL LAME G B R B A ZE B 4H DNA S #AR i BT R, LK
B BLR DNA ROBRTEXT R ; Al P25 BB 7519 0T 519, RAE R Jy 250L, B 10 x Taq

buffer 2. 5uL,25mmol/L MgCl, 2L, 2. Smmol/L dNTP 1uL,10umol/L _F3#%5(#] 1L, 10 umol/L

T#314 1uL, 50 ~ 100ng/ L 4% DNA 1pL, Taq B(SU/pL) 0.2uL, KEI/K 16.3uL; KR 4
43 94°C FARHE Smin ;94°C A5 30,58 °C 1R k 30s,72°C FE{# Imin , 34T 35 MER; BJ5 12°C
k2 FEH 10min, 4°C 77, PCR 3G, B 2l ¥ 387 Y1 P 1% S5ERe bl SR 2 s vk R I 4 3 7=
Y.

2 GRS

2.1 BEMEHMRREITRBREEESE DNA
SR B R A R 24 DNA, 2 0. 8% BRI R ik B (B 1) frig
MZRZEE 4 DNA Wik AL E 5 23kb 0 FRAGERF LA TR —KFH3, MEEHT
BRI, B TR DNA 2+ FRI/NESEE, SR E LB D, 914 7T LUENRT DNA
BRY,
¥ BTt H 4L DNA SATRSMOCEE R Rk B (4R % 1) ,A260 5 A280 &9
PAEEA ETE 1.6 ~1.9 Z[H], JREEHTE 100 ~ 400pg/mL #7KF, 33— KB T Bk DNA J&



24 PRAIRSE . —FTA 5 B W SR B R A 24 DNA W77 % 7

BEBYF, K DNA & B R 2t — S 0 T A Y KR Bk,
L 2345678 91011121314151617181920212223:

— 23kb

— 9kb

B REEEADNA0.3% FHIEWBERBEKER
1 ~24, KRR FFZEGEES DNA; M:ADNA/Hind ll 4 F B4R marker

F 1R, BB M DNA S ERR(NEER) , XA RSMHHNRERE X, B
A S BRI R PERIREUE £, DNA AlfE& &4 — @ FRff, N B2 W) DNA vk EEA
Fl. MTREA RS, B 75% W% BB RS SRR SRS BUR S T 22 H 4 DNA
RBRT LABY 1L R A MR, A RATBE T REATERA RV RFT T %,

#F1 TESKMRBTERESA DNA BRUFR

Fh A260 WHE  DNAFHE(pg) &% A260 WE  DNAFE(ug)

]
HA

/A280  (pg/mL)  /100mg 4 HH /A280 (pg/mL) /100mg 214
v'm 1.772 253 50.6 WIERE  1.745 205 41.0
02-210  1.889 170 34.0 INE A 1.83 220 44.0
3820 1.762 93 18.6 BT924 1. 74;3 159 31.8
+ b 1.674 225 45.0 Cl08 1.786 250 50.0
K1 1.917 173 34.6 BIE=IR  1.932 148 29.6
15-001  1.794 . 153 30.6 &4 1.824 233 46.6
i 1.778 83 18.6 D12 1.725 345 69.0
Mch010  1.776 220 44.0 307 1.903 210 42.0
THEFE  1.887 250 50.0 ZT000 1.861 168 33.6
C-4 1.735 268 53.6 it 1.773 333 66.6
07-060  1.794 153 30.6 Z1920 1.766 283 56.6
ZT200 1.588 258 51.6 WERR 1841 203 40.6

2.2 PCR ¥ i## DR DNA R

IR AR R S 41 DNA FEATHIBE PCR R, DAt — 25 S BT AR 2L B 41 DNA i
(E2) ,5REH, Frig£E 4 DNA HRERIFHY 1 Wi B EE 5 B, B 5K TR
B8 DNA Fry s R BN R R A T 5, R A TR )7 iR 2 4 DNA 52
£ AT PCR 4 FEYFLR. ‘

3 Wig

BEEREEEANF TSR, KBS T EYF OB ST RRERA , W4T 4 925
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RREZEVFKER TR NS E S DNA HER,
HILIREEFE 4 DNA R E MR BEEBIEREE,
HETB R &R MRS DNA R ETER
1996 SEM B R A S A&, BHR Chomezynski
% A1 (1997) 8 2 1 FI DNAzol 37 s 4R B B
4 DNA, HZkE A& F/ARA S MM FE 4 DNA
AISREL, XS F 100mg 7247 RO 45 R 4 DNA f94R 2 PCR F4piyH ki
B RAEE LR BRI, S ERRAFIRE | 1y R e i REmEE DNA
SRR KT ERBUBRE RA M. BAWEA  per ey, 15. M (BHEGREGE
(2001) RS T —FRP A SR EL K 4] DNA R EER K A9 DNA E9#4R 8 PCR 7=247) ;
J7ik® % RAPD Sh BT B0 T 2R, (AL 16 B M BIRMAEE S DNA) ;
FTREARTEABREALHTHE, iR M. DL2000 £}-F & #74E marker
FEWR M AR RE, XEAANRERE, 050, ARSI, S RSHE
4 DNA 3k78 Wb, SERAEREAR , 3 — 3 I T AW F LR R T RFREN R,
AR R AR S A B E Rl AT sk, T EZ AR BERAE L FILANFE:
(1) B BABEL R A H AL, BRSPS, VAT XEAIHY H; (2)
BARTEORE K HHRUEHSEE KBRE F#THE, 3% RNase 5B 45 K FatimA—
BHTIHAL,TE T RNase BLIIHILATRERR AORTIE]; (3) ABFSTB| AR IR S R BTEH RS
HFBL AL T DNA RABRMNILE, TEYE THEETERESIBRAEENAST. A
FIBGER T B, BAIEZSRM T KERERFEE A DNA, B LK iFH A& DNA [RE
R, RAAREA BN TR ARE ) KBRS REFESA, AMEZAW R
TRESTEYFRRNEATE, Aty A E R S EE 4 DNA K BURAL T 5 80 B M
&%,

2000 bp

@ 1000 bp

$ 5 X W
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A simple method of isolating high quality
Genomic dna from the silkworm

CHEN Dong -Mei LIN Ying WANG Yan - Xia
YANG Yu DAI Fang -Yin XIA Qing - You
(College of Biotechnology, Institute of sericulture and system biology,
Southwest University, Chongging 400716, China)

ABSTRACT

This study improved the conventional method for exﬁ‘acting genomic DNA from silkworm. The
improved method does not need mortars and liquid nitrogen. Silkworm ussues pieces by scissors is
digested in lysis buffer with RNase and proteinaseK, and mix and incubate every step by revolving
and shaking incubator. It decrease the loss of genomic DNAs, and improve work efficiency, reduce
cost. Genomic DNA was isolated from silkworms of different strains by this improved method, and
was amplified by PCR. Results indicated that this improved method is more recovered rate, repeat-
ability ,+ quality than conventional method. This will suffice to research of silkworm in molecular biol-
ogy. E
Key words silkworm ( Bombyx mori) genomic DNA ‘isolation method
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