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HRMEBE —MREREY

EREENRERFIISH’
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(PEEZHFREHENCEEHEWHATIES LA 100050)

A F ClR—#HEAREBRMAEREOFENER, dREER N (Srepromyces
globisporus)P=E. F2 DNA HBR&H —H&E C1027E9 S REE, LUFHE pUCIS hE,
h, S T TR, Hx N BT T RERFN, KRR 122 M EERS TR
EiRER. SR RITBRE—HHNFR,

%R Cl1TRMRAER EDARER, BERTISH

SRS 39.13

C-102TRMBAB BRI LN —MH NG AR, X ME4 RIRO R GERM, HEMH
—AREHN— I REEEEAER. RS RUHEAREEH AL RBHRIA D OE
RERFREY, A GA2 4 B BR1 % R W KL H BT B AF67 5 DNA #47
RAPD-PCRY /5, EL %k B T 155 C1074EY S RMERY, ZERFET R
DNA A B, 3f F2DNA K B#AT TR, F xR T RERFAI 2T, 2 HNEH
BT WA FAEN BN EEED S REEHITEAMRK.

1 MRy %
1.1 A
T4DNA #% 8, Bgl T #1 BamHI 78 E Boehringer 2 87 &, Tag DNA Z EMHIX
B Promega 2 H 7 dh.
12 WHEMERE
1.2.1 B, REHEE, KB #E DHSc AR RFFEFF.
122 BREE1CGRMEEE) (%): B 20, HEK 0.2, HilM 1ml, £0K¥ 0.5, pHT.0.
1.2.3 I5FEE 2(LB) (%): BEARK 1.0, 888 0.5, NaC1 1.0,pH 7.0.
1.3 HiE
130 DNARBRAA N RAHEHETIEHMAE T AF 67 5 DNA R R, &
Hopwood % 7 353471, X i #F 8 BB pUC18 4K Sambrook I ECHAT.

+EFARNEFESHYIEA,
e PR SER,
4 B 81 1996-08-30
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14 THREF. RARBR -FANERED S RERN BT RAET S 33

1.3.2 RAPD-PCR5|¥#i%it: GA2 5|19 F1% 5 GCGATCCCCA3' .

13.3 RAPD-PCR: RHA5Z|Y GA2 4+ B LA SR B BE o S L BH 78 ¥k AF67 5. DNA H#t
WHET T, R EE Soul, RE&E WM. Tis—HC 10 mmol / L, KCl 50 mmol / L.
MgQl, 50 mmol / L, B B 0.001%, dNTPs % 0.2 mmol / L, # & DNAS0~ 150ng, 5| ¥
0.2umol / L, R &K A5 BABY 49ul, 95C A#: 10 min /5, & B T K 5 min, &L,
MA Ampli Tag DNA A48 1ul(1u) B 3F Chill-out™W A 8, 1K T 72 FF 08 5F 35 X,
95CAEHE 1 min, 36 CiB K 1 min, 72°C ZE4# 2 min, FZEH S5, 72CHRIR 10 min, I 454
BL1.4% SRR S SE A e sk Ae

1.34 F2 DNA A BRI BT 4. % LR RAPD-PCRY M IRBiY F2 DNA A B, S£dikH
#EN, ACHBIR A GA2 A3, fRaT R £ FRT I, LIS B & DNA #5.

1.3.5 DNA MU, & RBEKMGHTT.

1.3.6 ¥4k: KT #E DH Seft b4k Sambrook!® 77 & #47.

137 BHMFIIME. KA ABI B 3h#F 3 DNA & 837457

2 R

Al B/YHNF2 DNARER
Fg.l Reamplification of F2 DNA

fragment
1. A DNA digested by Hind II; B2 F2 DNAR B YRR
2. F2 DNA fragment Fig.2 The subcloning scheme of F2 DNA fragment
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34 m o ¥ ¥ #® 8%

2.1 F2 DNA K EBi$%E
£id RAPD-PCRY )5, &E R
DNA R B, BT BV M. KB TESNE
I F2 DNAFE (K 1),F2 DNA R &R+
B 40 09kb, HiZ K B A IRL plJ459,
IRAG EA BB pIF2.
2.2 F2 DNA REM IRk
VRS HAE 2,
¥ X F F2 DNA B EH b pIF2
LA Bgl TIRE Y], 3848 — 1.2kb DNA i B
(FFR2memEpH B), iz h B#E A
pUCI8 #] Smal 1fL /=, ¥ fb £ E coli
DHSafG, WAL FH KB T HEH KM
pUFR2, £ Smal 18 ] 5, %X 18 0.55kb M
3.4kb B B (B 3). # 0.55kb Bt 3 A
M3 WEEATEETEARR pUR2 MEKE  pUCIS BRI Smal T &, ¥ HKBE
Fig.3 Agarose gel electrophoresis of plasmid pUF2 L1 | ﬁ b A pUFZl. 3.4Kb DNAH" Bt E T4
digested by restriction enzymes DNA ZH#EMHENT, 8 SH KB AN
1. A DNA digested by Hindlll; 2. pUF2 digested by pU'F22_
Pst]; 3.pUFR2 digested by ECoRI, 4.pUF2 digested 2.3 DNA FHNE
by Kenl; 3pUR2 - dpegeh \ By = Small; RHE AB 1 B SIS FISFIL5 $x &
6. Recombinant plasmid pUF2. -
4 8 pUF21 1 pUF 217 8 # B ¥ 5 4

B, HESRRE 4,

EER A 1232bp, 5" % 327 MREBRR R L R SN, BOBRASEEANG S
FX, 3t F2 DNA i B9 40t R 9, 7776 — 1 369bp i) 5 % JT i B EEHE B ORFX, W 1B
I22 R, BIEEDTHATG, RiLFB T4 TGA, £ ATGH] 11 MEH B GGGGG
FHHER SDALE. F2 DNA H B GC & & ¥ 65%, ORFX GC &N 63%.

3 it

REEEE= AN ERAER C-1027R A HB TR G, B — &R R
RUFHNHAER., RNUENTEREN, P2 DNARFEF,. 35 C-10274 W4 B
H. A3X3 F2 DNA R EGHET T BT b, SR LW, HPE & w5 122 MEHE
B8 19 52 % O 1 R BEHE 22 (ORFX), B & BN ATG, K ILHE N TGA, £ R B R B ATG
11 MEFRRATN GGGGG W RER SDFH]. ORFX K GCRE N 63%, REBHEHETH
GCEM K (72%) , EX M AR EHMEBBEFRITLURI, 0 S azureus RELBERENR
GC& B X 62%", S griseus F SuR, SUNFI SUDEHEM GCE B AR £ 60%Y. A X P2
DNA B ORFX EB T8 3 i GCF R 5 88.5%, FAHBHE —MIFHR. ORFX F#
RIXWTHERS C- 1275 S BA XN EMEHERR A TERN YA ZEESE. £ EMBO

i
1
!
[
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13 BRES. RAREN - MAEREYS R EOBTRTR 4 35

GATCTGGRGAATTCGAGCTCGGTACCAGCCCOACCCOAGZACGLGCLGGL B0
ACGCCTGGTCGATGTCGGACCGGAGTTCGAGGTACGCEGCTTGLAGGTCC 100
AGGAAGGGACGTCCATGCGAGTGTCCGTTCGAGTGGCGGCTTGCGCCCGA 1680
TGCTAGTCGCGGTTGATCGGCGATCGCAGGTGCACGLGETCGATCTTGAC 200
GGCTGGCGAGAGGTGCGGGGAGGATCTGACCGACGCGGTCCACACGTGEL 250
ACCGCGATGCTGTTGTGLGCTGGACAATCETGCLGGTTGGTAGGATCCTC 300
TAGAGTCGACCTGCAGGCATGCAAGCTGCGATCCCCACCTGTCGGTACGL 350
AGCCGTCTTCCTGCCCTTGAACTTCCAGCTCGGCGGGAAGCCCTGGATGA 400
TCGCCGCCTGCTCGACAGTCAGCTTGGGTCLCCGCCGLGGAAAAGAGGTCG 450
CGCTCGGAGCTGTCCTGCGTCTTCCTCTCCTCGGAGTCGTYTCGCGACCCL 500
GAGTCCGCAGGACGCCGAGAGCTGCCCATGGLCGRTTAGCLCCGRGTLGGL 550
CCAGGTCGGCGGCTCCCTGATTCTTGGAACCGCCAACTAGCGT(}[}{;(}@CT 800
ACCGCTTAGATGCCTTGCCTTGCCATCCCTTTGGCGCTCTCGCAGAAGGL 650
' Mat Pro Cys Leu Ala lie Pro Leu Alo Leu Ser Gin Lys Alg
GAACCACCAGCTCCAGGAGTCGCTCAGCCACCGGAACTTGCAGGGLTTCC 700
Asn His GIn Leu GIn Glu Ser Leu Ser His Arg Asn Leu Gin Gly Phe
CCCACTGTGAGCACAGGAAGCTCTTGGCCAGCTTGAGCGAGAAGGTCGGG 750
Pro His Cys Glu His Arg Lys Leu Leu Alo Ser Leu Ser Glu Lys Vol Gly
AAGGTCCTGTCCGAGCLAGCCCAGGTGGCACTTGGCLGGAGCCGAGAACTA 800
lys Val Leu Ser Glu Gln Pro Arg Trp His Leu Ala Gly Ale Glu Asn Tyr
CCGGGTGTCCTTCGTGCCCGAGCTGCCCAGCAGCAACTTCTGTACCCCGG 850
Arg Vol Ser Phe Val Pro Glu Leu Pro Ser Ser Asn Phe Cys Thr Pro
TGATCCCGAAGGTCTTGCCAGACAGGTTGCTCCACGGTAGCCCTGGCAAG 900
Yal fie Pro Lys Yol Leu Pro Asp Arg Leu Leu His Gly Ser Pro Gly Lys
TCGCCCCTGGCTCACACGAACCACGGCCTTTCGCGGCTCTTCACAGLLTY 950
Ser Pro Leu Ala His Thr Asn His Gly Leu Ser Arqg Leu Phe Thr Ala Leu
GEGCTCCAAGCTCGTCCAGCAAGATTGAGCATGGTCGGGAACAGGTCACG 1000
Gly Ser Lys Leu Val Gin Gln Asp
GTCATCGACCGGCCCCCAACTGCTTGCCGGCCACCGAGAAGGGCGGGLAG 1050
GGCACACCACCCGCCAGGAGATCAGATCCCCTGGCTCCAACCCCAGTTCL 1100
AGGCGCAGGCCCTTCGGGTCAAGCGTCGTCACGTCGGCCTGCTIGACCGT 1180
GCAGCCTTCCCAGTCGTCATTTCCTTCCACRTICGCCCGGAGCGTTTICCA 1200
CGGCATGGGGATCGCAGCTTGGCTGCAGATCG 1232

&4 F2 DNAH BB ¥ 51 547
Fig4 Nucleotide sequences of F2 DNA fragment

I GeneBanks PISE FEH 1 X 369 M RIHMARB T YHT TRESN, A EAHTER
B9, &Y R —HNEEA, X T HE C- 12744 R FrfER, 588 —
BEARR. HTEFN S Sakat" S REHN C-1027HBEEARBEATS AR, B
PN REARSSAE6AEY S RMERN.
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NUCLEOTIDE SEQUENCE ANALYSIS OF AN ANTIBIOTIC
BIOSYNTHESIS GENE OF STREPTOMYCES GLOBISPORUS

Mao Xiaohua Li Yuvan
(lstitute of Medicinal Biowechnology, Chinese Academy of Medical Sciences, Feking Union Medical College,
Beijing 100050)

Abstract Antittmor antibiotic C-1027 produced by Strepromyces globisporus has very
high biological activity both in vive and in viro. Research works showed that one of
biosynthesis gene of C-1027 is in the F2 DNA fragment The plasmid pUCI8 was
used as vector to subclone the F2 DNA fragment. The nuclectide sequence analysis
for F2 DNA fragment was carried out. Results showed that there is an open reading
frame encoding for 122 amino acids. According to EMBO and GeneBanks data, this
sequence may be a mew ote.

Key words Antimmor antibioic C-1027, Biosynthesis geme, Nucleotide sequence
analysis
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