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Studies on the Technological System for AFLP in Antagonistic Strains from Strepfomyces
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Abstract
strains from Streptomyces, so as to provide the basic data for the application of AFLP in the resource analysis of Strepfomyces and even actino-
mycete. [ Method] The genomic DNAs were extracted by using the modified CTAB method. The amplifications were carried out with the reac-
tion system of Pst | /Mse I AFLP kit purchased from Beijing Dingguo Biotechnology Co. Ltd. The amplified products were analyzed via 5%
denatured polyacrylamide gel electrophoresis. [ Result] The genomic DNA samples extracted from 10 strains presented the clear main bands
composed of 37.64 —40. 86 Kb fragments by 0.8% agarose gel electrophoresis, which shows no degradation and no RNA residue, and could
be completely digested by Pst I/ Mse 1. The OD,q,/ OD,, values of the DNA samples varied within the range of 1. 625 — 1. 833. The clear bands
with high polymorphism were obtained by amplifying with 3 screened primer pairs. [ Conclusion] The modified CTAB method for DNA extrac-
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[ Objective] This research was to study the preparation method of DNA template and amplification system for AFLP in antagonistic

tion and the amplification system tested in the research are suitable for the AFLP analysis of Streptomyces.
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Table 1 Tested antagonistic strains of Streptomyces and their sources
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g &) J_h BB Fﬁ[l _4]  BEE ( Streptomyces spp. ) J— % Strizptomyces lydicus Vef'jtable soil in Yanqing County, Beijing
REEORAFFYAR R g wy 0 [HEEH I Couny, Beiing
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Streptomyces sp. Forest soil in Huairou County, Beijing
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o B (6072010) ; 3b3 7 #3£ 3 %) 5 6 (D0O706005000001) , 7 A i 10mM Tris — Cl (pHB. 0) il i 100 mg/ml IJ7F
fEEMA SRK(1959-), 3, TTRRA, TRIF, AFLAKAELE 7 ;RNase A:74 T TE (pHS.0) , Bl /R 10 mg/ml,80 °C HKIE

BHAINREELHHAR,  BIRMNE,

I EH 2009-03-10

10 min, -20 “C{7%F;CTAB JTiEW" ; ®ih TE ™ ;20



37 %18 #

ERXEF RHRBLTEH AFLP 2B RKZHHFE 8371

mg/ml 2 17§ K K% ; 10% SDS 7K ¥ ;5 M NaCl;3 M &
BR4A (pHS. 2) ; S A/ 5 ILEE(24:1) ; TE ZZ K (pHS. 0) ; 5
B 2B,

AFLP 350 & : Pst I/ Mse T84 (AL 58 E A B AR A BR 3T
2T, EH Psi 15]4% P-GAA . P-GAC.P-GAG.P-GAT. P-
GTA.P-GTC.P-GTG.P-GTT;Mse IE| 4} : M-CAA M-CAC. M-
CAG.M-CAT M-CTA M-CTC.M-CTG M-CTT,
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1/10 fAFR B A CTAB/NaCl, B4 ,55 C/K¥E 10 min, %4
2R, FARRAN/ 57 0B R R (B0 7] A10 000 ~
12 000 r/min) ;B B350 1 ~ 1. 5 #KF1/ CTAB JiiEHk ,1BS,
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0.5 ~1 ml &k TE S0, N 1710 %2 3 M BEER4M, 1R,
fin 0. 6 AT RN BRITIERIR ; R ULYE, EYS T 0.5 ml TE 2
MWW, JMAS ~10 wl RNase A,37 C7K¥% 30 ~60 min, % {k
FREN/ F IR, 12 000 /min, 4 CELL 15 min B B
BEERARLIES B, DNA Vi 70% Z %% 2 ~3 K,
&YW, B FEE (50 ~ 100 ) TE, fREF4 A
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0. 8% HEARMEGERL LKA , SR B R EY AN —FHTEM
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0.043¢% -0. 0018 (R* =0. 997) , {885 DNA H B/
H3 37. 64 ~40. 86 Kb ; B HiRE 200 £ 25 , . OD,/ 0D,

1.625 ~1.833, DNA & £% 100 ~290 pg/ml (3 2) ; X
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Fig.1 The 0.8% agarose gel electrophoresis result of DNA sam-
ples
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Fig.2 The agarose gel electrophoresis result of DNA double di-
gested by Pst I/Mse 1

RS REN PO R A #EHENA DNA [RER
#,IERT AFLP ST, — MBS, B T R A R4
30 ~50 pg ZHEFEERE Y DNA,

2.2 AFLP #3 DIZWEEIMZESEN 6 1 HitkA) DNA
WRAREE R, Xt Pst TF1 Mse 145 8 15|43t 64 XA 3
77 9, Forh R AR S AR B BRI 5 |
%1% P-GAT/M-CTA.P-GTG/M-CAA.P-GTT/M-CAC.P-GTC/
M-CTC.P-GAA/M-CAC #1 P-GTC/M-CAT, ¥ ¥ 1 £ &
e WA AL 6 XI5 A4 BIX bk A2 HASEAR

#2 DNABRENMIRXEEDVER
Table 2 The test result of DNA samples by UV spectrophotometry

=3 Y E(E Optical density values YR // pg/ml
Samples OD,, 0D, 0D, OD,,,/ODy,  Concentration
A01 0.0168 0.0100 0.0009 1.680 159
A2 0.0215 0.0125 0.0075 1.720 140
Al152 0.0110 0.0060 0.0010 1.833 100
A96 0.0166 0.0102 0.0035 1.627 131
A98 0.0290 0.0165 0.0040 1.758 250
A108 0.0310 0.0190 0.0020 1.632 290
B145 0.0253 0.0144 0.0000 1.757 253
M99 0.0298 0.0180 0.006 3 1.656 235
112 0.0286 0.0176 0.0020 1.625 266
120 0.0130 0.0080 0.0000 1.625 130
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DNA AT 1%, 7MW ) 5% 25 PR TR B R
B A 3 FER, P-GTG/M-CAA P-GTT/M-CAC
# P-GTC/M-CTC %5 3 MBI & ¥ MM X 84T, &4
YE, AT, A B TR A, TR T
W AFLP 537519,

Bl ~ 6 KBTI WK X P-GAT/M-CTA, P-GTG/M-CAA , P-GTT/M-
CAC.P-GTC/M-CTC.P-GAA/M-CAC F1 P-GTC/M-CAT,

Note : Primer pairs in 1 — 6 lanes are P-GAT/M-CTA, P-GTG/M-CAA, P-
GTT/M-CAC, P-GTC/M-CTC, P-GAA/M-CAC and P-GTC/M-CAT,
respectively.

3 6 MSIMEATER A02 SIRIET LR

Fig.3 The selective amplification result of strain A02 DNA with 6

primer pairs

L5 b WP E TP B AFLP AT SRR N - DAk
Ry CTAB B4R HUEL R 41 DNA ;B4 200 ng DNA B, 3%t
RREAEYHEAERTAEAF Pst I/Mse TEIH] &) 20 pl
SN ZR B P EAT WU D) e e Ui $ J WAL DNA 2
wl, LR & 25 Wl RALA R A LT ST Iy 18594
°C 30 8,56 °C 30 S,72 °C 80 S,f&¥F 30 ¥ ; Wy =4y TE 2%
WA 20 £%, B0 2 pl, % P-GTG/M-CAA P-GTT/M-CAC
5% P-GTC/M-CTC 5|¥yx, #iln & 20 wl | Rif &R L
TEEHATEREY B . B 94°C 30 S,65 °C 30 S,72 °C 80
S, U B RIGFFHR AR E R 1 °C, ¥ 110 %, R/5#% 9% C
30 S,55 °C 30 S,72 °C 80 S H™#¥ 23 #; thfRiy B F= ik
FGHEFR I T AT 5% 281 IR TI MRk R 5 s v K AR L
3 g

HEERN TEEMAE Z MM —REREY , 4K
BE B RAA IRRHE , IR RE B B, I — 2R Bk
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B, B R YR B B BE \ R R B R E NS WNE
ek, IRIE DNA RS R R &

DNA B S ik FEA SDS ¥ .CTAB ¥ A%,
ZAF S E AR 3, 38 A Kieser 51 CTAB ¥k, HEE H 2
Bl _EX B P BRBEAT T LT JE%E, BT R B T 3E T AFLP
S3¥TH) DNA B

5 1 A5/ 5 I B B A, B o SR ROV P e A A A
YH A B AR TR 1% IR 2 10 000 r/min B5.0> 20 min 3F
K4y 2 BEE, B A LEARRRINAIES H, PR B0 5%

#5215 000 o/ min, 75X 2 Y Yy Bk PL I 2 — B0 B Al
B, 7o B R T2 R AR TR UL KR, RS —
i SUHERI/E ] ; CTAB/NaCl IV AT 1% PVP, AA| T3
BRZ B 55 2 IREN;/ FIRBER)E , 4 T 1% CTAB
VIREZMRUTHE DNA (PR, TER UL LR AR 2
B A Y SRR TEMIER 5 AR S CTAB R Ul YE
BT RE TE SR, B2 R NBRTEZMMER % CTAB, 2
VBT B BR 9 W A X 2 40, MG I A RNase A 4R BHK %
RNA, B H T REEE R R#EAT, BEAT 32> RNase A fi 8, AR
RESEESCR,ET RNA AR BB BRI A
AR RE B, 538 2 ER, H PR sEL T
IR RS IR B BB K 77 =X, B Lk DNA - B f A 5
S BTTREIRAT , ¥R AR Bl 3h (R T I R A R A
ARTIRS H B T BE SR T 977 5K, T Bt &2 TR
B0 7 3T 3 AL AR AL LR R BLR , A5 RS ) B
Yedkaf 220k DNA A0 FARBCIR A , 7T LAY BORS B _E 38 40
BRERT. BOk/EFTREBR DNA ¥R ABKB 6, L
w7 R B B A B PR L BB IR BB FURCR

BARIESE UL AT SR R B PR R 77 8, 72 PDA B F—
SRFERTH KK E A SRR, M EBWE 28 T
52 ~3 4, BIEAEES T RIGE T, A X @SR Ry
SRR BT AR

BT LWY LK, MR EA YR RFEA R
Pst 1/Mse I8 AFLP BG0| 3EF I)5 1 Wy h it T3& EL A5
YA SR R SRR BAR TRy I 2 S E
IR, IR T H DU AFLP T B ARAR , A
P AFLP 53 TAREE AR SEAT A B 2k o B8 TR A 38 1% 2Rk
M Btk DNA 1880552 4 TARICH B 7 b B AR A2 1R
RS BB BRI R AP E BT ST B T 220
BE LI
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