WAEMER I (6). 428 433, 1994

Acta Microbiologica Sinica

FREEY TndS60 R K HETH AT PIIFEE

RTH REH

CRPR I CERERR-ESHRR AR 430070)

M T Toasse RAHKERERE UCSS FARM—PEMUT To3 MBETF, EERANY
FUFEREEAETENEELR voh P BN ESHE (Tod556:: vph), HE Tna560. I
Tn4560 328 B —4~ 18 v R pMT 660 (B P1J702 fif 2 o) By B 4 B8 (pMT660;;
Tn4560) ¥k pUCL169. pUC1169 REEH R LB K BB R A E#p 10-22, Eafpil—&F
BB LI R QLos (EAERT -THERRMAZSEEE.) W THEN
DNA, ALK T 280 pUCLL69 MFEE (AE#E I . B3 T pUC1169 A9 Q105 B Hk
HHFERU - FHERERAAENRERN TR XS M HNER, BT EEE
PCTHERE, FEERBERPATE. AN EDR ST EER NN LERNERET
L AEEBERRA (vio) HEMLERESE Ghio®) ME%, B pMTE60 “HAR”, T
TndS60 FEMRPRE THEHTE. W18 M IXBEETRBMEDNA, EPvu I @S, &
iR ek, HERSH DNA B MBAEEL, SERHEFEREH
pUCLI169 R4 R/ AR. B—MREEERSEZ L TN TFEME pMT660 A9 X 5, HI7ER M4k
BABREMARME ERE T Tne560, M vio™ thio” REEPELE T 5102- THEXK
46 R G BT S A Bk '

Xl #BW. HE

FEZHEEMNEARERERIIRAKEEFN AR 10-22 I EXNBZ —,
AU, EFERERTIFEHAMAERZEA? FKFELARIEHREENEDELR
HBtfEEE, BB TAL#HEY, ~RNEETAEMMERREREKESATE
RO, XHMNE DNA RRREBHENFEEEEBR THRRS, FERENRE. B4
ML E RO HMARES, HEAMAATHEECERSKET SHHERYER
EEERE TR,

TG TFRTFELRATRBAEENED SR, AR THEREFINTEE. £
BEP, IXHEHBRETHROFBRALEREELSMMLET I RRE0. HET
A, NEFHRERQOMHENE T AAEYEENRE, BESEED, IFHER
WRRREBANN G AR, HH 1987 42, £EH UPJohn L] A4THLX A “TLR”, HK
M REER UCs592 RA T -4 6.8kb MEHET, HEHETEETHEABET
BN, B, BB T RSB AR T HGE . B 1549390 1S 11709
HERBRABEHEEH FE. M ARENFEHALE, 5 Tnd5s6 —RERBH I T4

« RNEBRAEAZRFNEARZFARSERS T AL,
AT 1993 F 6 H 24 Hir .,
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BEHRRPRERYAHEN.
A SCRIE W Tod556 Brif 42 6% BEF Tna560 7EUR K 85 5 W1 7 39 720 R b i S B R 3L

EOFREREYE REAN R ERTHMNEA.

1 My 2
1.1 B, REREEF

W 7K B I 7 F 10-220 0 QLOSBI R RERBB . WHHEF Tna560 f9IF
B pUC1169 B X E Uplohn 24 a] 24, HIFEMBE LI % Wit [7]. p1J4705 B9HFIE R
k(6. Bi5E 5102- [, 5102- 1§l 5102- 0 &4 B4 46 A8 NNIERB SN
Pellicularia. sasakii. Cochliobolus heterotrophus il Fusarium oxysporum.
1.2 FAEAR

BEFGHEEFEN YEME (FU 105880 5 TSB Ghmo. s% H&#), B
Rk [12]. B RED CMUY, PREEEFRER PDA (B0 200 GHEY)
B, MK E B 15—30 80, AWINKEFZE 1000ml, LA MAEEEMSKIE &K%
g, KB, 9] 8 Antibiotic Assay Medium 2 (Difco), BEAFREBF LR LEE,
Bl g R DNA #fEREAR R [12]. MEMABELCH [14], ReELYBEmXE
Squibb & Sons A E]4EHt, F/E M KE John Innes PFFRATIALL. GHHWHBBEE SN
10pg/mt, JFHEERKE N 30pg/mi,
1.3 BRI H Southern Fe3ZH A

| £ 88 Borienger 23 &) “DIG labelling &. detection kit” Friif ity iy & #47 .

1.4 BREFEERZ

R QLos 8 pUCI169 $54L Q105, WENMVFHRAHLTEASEXHBABT
B, REU—ENHRERAASHEBRNEREFRRE R ELEBERE, L4
OCIHFRIE, RAREFRHEFICEHT (HREH T ARERNNBE FH 47X,
FEERLG. BOAEORYEEBE (viomycin) St ZEE (thiostrepton) #
BHAFRETR L. BBIE vio thio' BB TR EI N Tna560 MIBIMP R4 TR MR ME.
1.5 5102 IR EH S REEMSEE R RE

BEEHBEH MO REREZRERETR L, 30CHH 72—96 /)BTE, TR
B, SHERERERMEHER (3F5102- 1 f15102- THA RN S) RN EAR
HISTEITFHIEAETH E (W 5102- 1R S), 30CKTE 2 KEASWENE
BA LD,

2 RBHFER

2.1 M Tna560 9B pUC1169 MB AR 10-22 BILFTE % Q105 S5 1L
Tns60 B—PEUT T3 WHEET, ERRFHAEITREEERHERN vh

ANRHIENE] Toas56 MERFLFRXHERNTSHE. BXTMEShEED —h

pII702 R & 0 IR 8 #: N pMT660 F, =4 T ¥4 Tnd560 fY 2 & Fl pUCTI1691,
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FATAEH pUCL169 SIAFIR KB B IR T 10-22 1, LU FE R Tnd560
FEREEREDNERR KB (DRT 10-22 8 5 MHERB ). pUCI169 M
AEEEBE 1326 PRUTKEY ., RERLMHEH THYSHKEE DNA Clpg),
U3RIKM pUCI169 i 10-22 $4b T, R4S B Y M TR EH TR (1 pllsl,
plJ922) ¥4k 10-22 FEBAIHTHEERL X EEESH AR ASHNBHE
FARBK A MR TERS, %8BT plJ702 ¥4k 10-22 M R%, HFELELHE
T PTREFEB R H QL5 , MRITAKE AL FHEH 1326 By pUCL169 SR,
Q105 B}, FLBARTLNED] 10° #4L 1 /pg DNA, B pUC1169 7 Q105 B EH R
BE (B SRR EENNAER, 90% 0l BB B R TR, (HE BT
tse Fl vph AWM REREWNN (HELERWRERE N 10pg/ml, EHEY 30pg/
ml), 55, B Q105 driR it 5 B pUC1169 /MR I BB, B R ORI 5 It B
EH .

2.2 Tnd560 £ Q105 thig$t g _
pUC1169 R KT H Q105 PHMR R E M BEE AT SRR
MITAEBEMES, HETEREEST 39 CHE BRI B Ik pUC1169 By “H
A7 LB HHRRER A REENERETR L, 88 S X EEEE s,
£ 502 [EA N thio” vio M) B AR, vio® thio®, Lt ERBEE H IS, thic
vio' HY B BN FRREL IR 06 4 S 0 5% . B I, 2RI H) Tnd560 BT AR R4,
BTGB R S — R 77, RHERLATE (39C) FME pUC1169 7E4 K
HIE RN vio' thio® B ML BLAY HoW, B i Ry o 2 /T L 45 s 0 K2 ) J
RFTr ik, B vio' thio” Btk (BIn[8% £ TR B HEIE 1079,
2.3 HEA SRS THAMENLIES R

FREAM M REUYER R TR B A RENEENILR, HiL, RIIEHBERT 18
4 Tnd560 FHAEE ML BT viothio® B, WIS DNA, 4 Pvu I BHESS,
AR btk IRMJGEH DNA HBRIMBMAE R E B 1 L), SHER
HYEFRARITH plJ4705 (¥ pUC1169 mRE#E— A HF B OB plJ4642 thBLFIT DNA
MR, JFRGREE DNA) 2235 (BM 1), ERR 1-A f1 X A% % 1 3k it 40 F BHo/h
R X B, B #2% pUC1169 % Pvu 1 B§AR)S A7 DNA K B, R R W RAYEXT B, Ho
2642, 2166 1 572bp B =4 K B3R F Tnd560 K3 Pyu I B )5 o o] = ME & A2
R B THE DNA KBRS pUCLI69 EAY pMT660 [KIRAIRT 7 MBI 1 Fr[LLE
TR BITERS B AY Q105 DNA (C, V1 W ) 5 plJ4705 WA 235, XY 18 4 vio'
thio* PHEEME DNA (MdFl vt M5 pllaros H+SHBHRT., BTHET
Tn4560 P la] ZAEE FBH Pva I F B (PR T 572bp B9 2R 24258, H00 B
W) BLE, SR F AL A Bt bk (B AERRD A Pyu 1 6255 Tnd560 SR8 Pyu
{2 B Pvu 1 f B E R R B RO B R, fE R R S B Be e op, X
HH BRI R TR R ALY, RETE, K18 MRAERBHMERE,
SFILAMERA LA FRYE A S B, AT B FERR B 11— 5 1 6 - 1 W] e, 1B
HEMYEEBF AR BB FREN SR Tk, REnt, RITAEN 1 ¢
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EATLLHEN 6 FOARI AR EN R ELAE T HESE LR Y
%, XEXRDHEMHETFE, HiFFEA -2, BARFENRCENHRER
fAEARFAL S ERETT P A KN R B e RE Rt R TEEEM .
2.4 Tnd560 WIS 5102- Wi R4S R VPR RT#H

NiZi, TTAEETFETEHNREPRHESHREEE (MEFRRERHNNK. R
), MBMEERERED S RMGHE R BFEES R, AB® LIF, mWRRE 10-
22 BRI AN 6X10°—9X10°%kb, FEREWMEREREN A/ K 30kb LA KR FHE
FEAHOAEA RS RTEEEYE ME S ERNE, BLE S FERME 200—300 1~
RETHEMHZEAERS - HEREDSROMBRLH. AT, LATHOE, &
iRk T 48 MEER vio' thio® MEHE IR 17 8 4~ 5102- K Hi £ £ o BUAY T
SEAR R, oF Tna560 B BN 1/6. Fat, WIBEEM, FMAMKRERYEELET 7L
—FhEREAEMAES, WEAEE QLS (LK 10-22) N8H B afRAR 4 — M iR &
BE.

WX B R TR AR S MR, B FEE 5102- 1| A1 5102- 1 MRMHLEREWE
I PELIT 3= A bk .

3 itib

Sz BLET ML, RETEERARTEART. REMLE—. TTHH
Bein bR A EETC A FEAMEMERBESEL. 3T EFTREXERSIHEE
BRANRBERTESNEREYARALEENREREFT, RIDUHEERATE
RHFREFEE — BoKEB AN AR 10-22 AR, DIFE T Tnds60 AT R, B
T Tnds60 FEX N E BRI EERS.

Tnd560 7E WK 6% %5 0 B IR ff Q105 Ariss lE b 2 L — 4~ iR St BUhL (pMT660) 5
A XA R E T Qo5 P B EREARE, i T RN E e — Rk
WHEEAMERUE, 09U X AR, A, XRRAE RS LS R H
MEENRT2ARM. M8, RIOGKRIEN. SIBEH ER pUCI169 (pMT660: :
Tna560) ) Q105 MFBFLFERMIMFLFRERRERTHERGFR L, AU
FRERISHAEERIHELZARN TR LE, 90X EMEBEERI M (vio) HEEAHE
KT HRBELBERNE (thio), I pMT660 B AR P,

FEALBEEY 18 # Tnd560 BB AS &, LIHETF Tnd560 R plJ4705 NiFEH
7 Southern EliE 24 5B R Y Tna560 HEEEGHIE, SEETHTHERPHE
fTAMHmE" . XWERRNASEREETFHHRREREN.

FIFH Tnas60 FEHAMBE ="MERAREEEY S RGEB ZREHRRKIBR S AH
A MEFAE. (UM 48 #F vio® thio® B3N BEIF RS T 8 M 5102- RIERMEMEET
FEWTI 2. X TR E 2 S Rl ki R R SR E R 2 K LSRR
YMERY ., Bk, EAlfERE T —#FE M RAE, 10-22 918 5 MRBERK F1E. QL05
Hi1o-22 Mk, BRREASERTEAAERR, B8 BB FES, IMREERH
HEEIRTHRERE GIC), HHS— HEAD Fpisx, mXf &) fES
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S102- KL R EMIEER X, FRET Tnas560 FERAik FHEAFSIE, HRTMA
RS IS . W2R Tnd560 ZERutafh igid A B “8” 3 “EBR A7 035, XY bir
AfEAMRRE . (HM Tna560 $ A BEHLIELL & % 55 Southern E13E 2% 32 i 1L o 15 A~ [ IGf o
B AP BREWERS, CLHRTXHTEE. B, ZITEASIHTRTT
TABUMBXHREN G TFHIE, BRENBSHEEELRELELES Tni560 HE
"X,

5 Q105 #110-22 At Fasl 5102- N ik BB & BB 2T bREy B— RN
RERT —HABENRAARCEYSRES. R, BHEERETSE 5102- 14 %
HERAEX, HihFER,

¥ £E UpJohn 2B HM4EE T Tni560, 3 ER Squibb fil Sons 2> 5] B R &
W%, %H John 1nnes BFFFF D. A. Hopwood ¥ #F#1 T. Kieser WX EEA T2
i) X Fe. BRLLEGE .
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TRANSPOSITION OF Tn4560 IN STREPTOMYCES
HYGROSCOPICUS VAR. YINGCHENGENSIS

Deng Zixin Zhou Xiufen
(Department of Microbial Sciences 8. Technology, Huazhong
Agricultural University, Wuhan 430070)

Abstract Tn4556, a transposon of the Tn3 family, was discovered in Streptomyces
fradiae UC8592. Incorporation of a viomycin resistant gene (vph) into Tn4556 gave
Tnd560 (Tn4556; :vph). The Tn4560 was cloned into pMT660, a temperature sensitive
derivative of the wide host range plasmid plJ702, to give pUC1169 (pMT460;
Tn4560). pUC1169 can not be introduced by transforming directly into 5. hygroscoprcus
10-22, but can be transformed into one of its derivatives, Q105 (at least one of the five
indigeous plasmid present in 10-22 was cured). Intact pUC1169 can be visualized at high
copy number in Q105. Spores of Q105 carrying pUC1169 were harvested and plated on
antibiotic-free medium for single colonies. The plates were incubated at 30'C and then
shifted up to 39°C. After sporulation, the colonies are replica plated to agar containing
viomycin or thiostrepton. Viomycin resistant (vio™) and thiostrepton sensitive (thio®)
colonies' must have lost pUC1169 but retained Tn4560 by transposition to the
chromosome (or other replicons). The total DNA of 18 vio' thio® colonies were digested
with Pvu I respactively. fractionated on agarose gel and transferred to nitrocellulose
filter. After hybridization with nonradioactively (DIG) labelled pUC1169, all the
colonies were found to have lost the region corresponding to pMT660, but retained
Tn4560 at chromosome or plasmids. Blocked mutants for 5102- T antibiotics
biosynthesis have been obtained among vio® thio® mutants.
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