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ISOLATION OF DNA FROM THE ROOT NODULE OF LEGUME PLANT
Chen Qiang" )  Zhang Xiso-Ping L Deng-Yu' Chen Wen-Xir® K. Lindstrm®  Z. Terefework®

( Department of Applied Microbislagy , Sichuan Agricultural University Yaan 625&105‘
{ Department, of Microbiology, China Agricultural University Beifing 100094 )

( Departmens of Applied Chemistry and Microbiology , University of Helsinki, Finland 00014)°

Abstract: The fresh root nodule from the legume plant was surface sterilized, and crashed in an Eppendoef tube, then
mixed with 200p:L. of GUTC buffer tharoughly, and spinned briefly, the upper phase was transferred to a new Eppendord
tube, and RNase was adderl, and the mixture was incubated at 37°C for 30min, and 200l of distomaceous earth solu-
tin was added and mixed properly. The mixture was incubated at room temperaturc for 15min, then oontrifuged, and
discarded the upper phase. The sediments were weated with GUTC buffer described as above again, and followed by 3
time rinsing of new wash buffer. The sediments wete washed by 70% ethanol, and dried in vacum. 20yl of ultrapure
water was used to dissolve the DNA absorbed by diatomaceous earth sediments. After centrifuge, the upper solution was
transferred Lo another tube, and used as temmplate DNA to do the AFLP and 165 tRNA PCR. The results showed that high
quality of DNA can be obtained by this method.

Key words: Legume plant, Nodule, DNA ksolation, AFLP Fingerprinting

SR, HEh R A IR O R IR BT R, RS RS
A NH,, HEBAEKIR, %, IAENEEN SRR YRR /) 3 sl 4 R,
HUALNBRIER AN, BITEES. S RREHYE, XERPEIEERS.
R FIAREH, RBERLUKEEE A FETFRSHEYE RGBS, K
ERAFSEY SBERSORBEEE LY. Hit, SEWTOREPRERERNE
BB, MTEAREE SIRAY . RERET Y RRECLTHAS
FERR R X,

T HEEARR PRECEERORSAIRE K DNA, E4KARE, Rogelsy
it T A TR AR E R BUR R AR DNA 738, TRURBRSREERMN
DNA. Little™ %4043 1 FIGESE - W B 92 SR U0 8 DNA M7 3k, 35 C BEIE SC 0T AR 3
WOIRERANA DNAD ) RATIX B3+ M RIS, K15 T —Fh A G RHE WA 580 ch 4R
. WM RBURRIE DNA M k.

1 M5
L1 $HRAm e
BRIEHOBI L4 P = O SR, GEIR 7B R0 RAF 6L, =08 0 B B

21 HRMGRENMR TSR R
N L3 R, # SHAY BE (g DNARE (ngul) LEXES )
1 Sp2-9  Buadyrhiobiumsp. 4 0.0130 200 A Spr2-9, Spr3-5.
2 Spr3-5 Bradyrhizobivem sp. 4 0.0043 180 Spr3-7. Sprd-5.
3 Sp37  Bradyhimbium sp. T 0.0021 160 o
4 Spd-5  Bradyrhiobium sp. £ 0.0037 160 Spr7-1, HARHL R
5 Sp7-1  Bradyhibium sp.  TE 0.0082 160 # 1
6 SMEEME  Ruchwumsp.  SHE  0.0039 200 7 AER
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37 500mL (BB, R ERATHREAERY, MO AR N &G, 160CTHRX
B 4h, BHIFH,

B0 REAEE, BREREGRHLEEBKRENT, £ 25CTHAFPEAF, B
FEAXEABKBAK K, FRREKE1~2em 5, BOEBRBIVHEEERS, WA
ERREM Jensen EIRM, 25CH IR, BEEM FHRITE, HO 5 Ea 08
SmLEBRME SRS EARBEEER, 5 | HAER, EXE, LEER 25
J&, SrERERFRBE AL REEN,

B ZHEMGRE MR TERRE Viki TR K, SUR/EHMBUERE,
5498 2 T K 5 SR B DNA F1 5 B AR 0 o
1.2 EFNES
1.2.1 GUTC ZErpik: FRER 23.26g BB FMRI (GUTC). 0.087g A FC R IU LB
(wrans-1, 2-Dianincyclohex- N, N, N', N’, -Tetraacetic Acid, fii#k CTDA), %% T 20mL
¥ 7 40mmol/LTris-HCL (pHB.0) ZErPE¥ P, FEAR R 2WmS, MHREKER Tris-
HCl B E R ZE S0mL B E 4mol/L 19 GUTC 48 philk .

1.2.2 BERE. T MR AR 500mL E3RE M. K28 60%, Trs-HCI
(pH8.0) 20mmol/L., EDTA (pH8.0) lmmol/L, NaCl 400mmol/L, Ji#EAEK &K Z 500ml.,
R TR,

1.2.3 E¥LBWHEFR. B Sgii®t (Pomega A0IH A, BI&SHAN Celite), H 1
x TE E e e ® + 3K, &G 101 (wiv) DA | x TE S ok, ACHUEE % LR AH
W IAREMRAZREFEN.

1.3 DNA K

1.3.1 MHUE P HEEBEEARBERN DNA: BUL MY, MinE R fTREX
B, BRI A BTN 1.5mL B Eppendod B, A 200uL ) GUTC b, HXLH
BRI 4 R . 1247, 8,000 /min B0 30s, ¥ EEKE A B — Eppendord B, M
A 30ng RNA B, 37CIRE 30min.,

BRI E s T RS, B IA 200l ~ 0L ZWRFHE, REWEEER

ME 1Smin, 13,000 /min B.0> 30s, F& EFE, FMA 2004l CUTC EWi, BEH5
GEBRKE 10min, B EEECEE, ARREIMRER EAHETREI K, 8K
300pL, #RJGF 20001 70% MRS dEESE L DITE 1K, 13,000 /min B0 2min, 3 X
KEw, AT, BRERESENAHELHOE, mE8EF A 20l ~ 30uL H2EK,
IR EIR G 8 E 4B AT, 55CH41R 10min, 13000r/min 5.0 Smin, /DO EEBEE
B—H 458 Eppendorf &, ZEF RNy MRS P EZHUY DNA B 5.
1.3.2 RIS pE bR EL DNA: KO0 B0 8 B A B % 4 B A 3 3l B9 TY ¥
fEiEFEESD, 28°C. 1500/min I FHEEFF 5d, B 1.5ml B T Eppendod &, 13000t/min
BLL 4min, {5 LIE, A |« TE S apsipedk @ik 2 1K, Ml A S00uL GUTC i, A1
A R B HR AR ) DNA,

DR M i ADNA A, HBRFRH DNA #5045 1pL, I 1% BOB50fE KR 5T B s 3K
FEFESh DNA K, 275 DNA B3 8E T-20C,

1.4 PCR ¥ i#
T RBATRE AR DNA BIERE, RATHATT AFLP H1 16S RNA ¥ AR
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1.4.1 AFLP: AFLP % Vos”' | SR/NEC B iteT, Spl AR H DNA 52/
A, FRA 2 EEERENS Y, PCR WA 5% 09 5 P9 A RERE BRI i 3k 4
=, .

1.4.2 165 (RNA 8% £ D1 1 D1 K514, REBAEMN: Dynazyme 4 BEE sk
(10 f5% %) Spl., dNTPs (10m mol/L) 2.5uL, D1 1 D1 314 (20pmol/L) & 1pL, iR
DNA 50ng, Dynazyme BEEE (2U/pl) 1ul, Bjg A AUKH LR SEKE 50ul, 3 1%
FCRLAE PTC-200 8 PCR X E#47, RWBFRICHER (4], PCR™YH 1% M5 s SR
FL KR

2 g3
2.1 DNAREER

KA G R P 2K RS DNA, FRAERESIIRE AT, DNAKERE,
FHEKE SRR RN RNA FBE (1), 559 RNA $i5C SRR IR
2.2 PCRIMER
2.2.1 AFLP 455, K 2 R4t
AHUR B DNA 9 AFLP B, 7]
R, AFLP 45 £ P9 15 1R 15 B , 380 2R
BiF. B3 BN RE SR
B KR EN DNA 1

P AR AR A E R DNA AFLP 88 B, B8R, HE RF
M ADNA (200ng/pl), 1-6 SHESEHUE, 7-12 AHUBBEZEEE poom s B DNA B9 AFLP M2
FMBE 1 Sp29, 2 Sp35, 3 Sp3-7, 4 SprdS5, S
Spr7-1, 6 =PFEARM DNA, 7 Spr2-9, 8 Spr3-5, 9 Sp3-7, MR
10 Sprd-5, 11 Sp7-1, 12 = E4RAIE DNA 2.2.2 165 RNA HIF 45 R

P45 REH, FLRBER

W 123456 W DNA, EREXHEKRAIE DNA, HEEIGA T 4 165 RNA H B,
S PCREYIA B A/ R 1.5kb, A 40E 165 (RNA B K B A/
.
3 iTtig

RREASSREYRAERREE, FEULEEEFET
WEh®, RKEERE AR, 555 GUTC Brlm, Hikd
WK DNA A GH AL P, RREMM (GUTC) R—FEAMK
AR, ARSI E A BRI, SdskEn
BT PR, FEBRREKBarESR. EELANSRE S0,
Thaifeh, EREERK, BEBRNEN T, S REE# TSN
W2 HEEDNA P DNA, WREREOREHRESKERESE L, BnEa

A AFLP % AR A DNA B dh. AP RENERE, #ENT 0.0021 ~
b2 S s 0.013g2[E, THRIKAY DNA W H3d 100 ng/ul, DNA S {KBLAI
Spd7, 4 SprdS, 5 PLIKB) 20 ~ 30, BEHEWE AR B BHL FAHER T,
STl 6 SPRBA e RAL T A BIVEBORA , A KR RNA, 7E 0

M 1 2 3 4 5 6 7 8 9 10 11 12
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BHHIA RNA B8, H4E37CRYTRE 30min, BPRfEERERNA. I w 12 3 4 5 64
LRI 5 CUTC MIEFAESMFIE, B0 GUIC MERE#ZSE i
Foiste, WREMRIRAIE: T XREE T RNA WA REK,
GUTC 28 Wi RE5E 24 RNA BZEHE; RNA RIS HAREE, RE@T%
HEHT GUTC o EbERE Sy, FERERIERIYI RNA AOTTRE. SRF
R GUTC 8 AL TRE ST, 66 AR S 0 A A 753
LA ARE DNA, IR, 5 —WKH0A M) GUTC M dute %
BIPRTE £ 0 RNA BEE— 5 5% BB REROAE AT, SR PR % R K =
DNA, BAR AT BEMIE KRB A RER, BERERE W
B, FZH B3RS E DNA, LB AERS AT AFLP, 165 RNA T3 ™ - *
BYBESR . BRATTIAR 7 vk AL S M AR R BEHLR AR T 50 B, g
S DNA, FEHATT AFLP BHEAT, 2ESKGRYY, TR
WA BRIE AR, R IR G HE YR o Jc ik DN 3 AR
B, RAHHEMAN T DNA B K, RITWERCEY T ix PV AL BE
—& (E 2, E3), EFMATAHEME DNA #) AFLP SR EEIE 5 M Se29, 2: Spd5, 3:
SR SRS M ERHURT I DNA B AFLP SAUEREEAAR, M 0o
PRI R TR R (o ] B AP fE— 2026 57, BATTTEE 2 A 3 o AFLP
RUEEHEHRIREALS w w1 2 3 4 5 6 7.8 9 10 11 12
&, 10. 0—

ALRBTAARY 20—
£, Fmwisremm - Rl it
BTk 5 7 HOBR B 4 1R ;
BNBRSh, BRET B4

=P, HOET Wﬁﬁ'?ﬁ’bﬁg“ 16‘?&% ME’?‘:% W ek
- o M kb T, 16 DNA B9 PCR T8 712 #
RIEMTATE . LEER puagecr= 1 sp29, 2 Spds, 3 Spr3—7,j4 Sprd-S, 5 Spil-

e, LiREZR. KR 16 =HERMDNAT Sp29,  SpdS, 9 Sp3-7. 10 Sped5, 1
AW G Ry, DEgzkE ¥ 1 = SR DNA

FrEEmE, EIRR A AR PR SRR & REE DNA. Pk, A7
FI M B 2 5 AT

XM
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