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CLONING AND IDENTIFYING ANTIBIOTIC RESISTANCE RELATIONAL GENES
OF NEISSERIA GENORRHOEAE
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Abmtract: To clae the differential genes in antibiotic resistence Neisseria gomorrhoeae, the library that contains the
fragments of differential genes between antibiotic resistance strain and standard reference strain of Neissetia gonorrhoeae
wis constructed which used suppression subtractive hybrdization technique, Then the antibiotic resistance relational
geoes fragments were cloned and analyzed. Antibiotic resistance Neisseria gonorrhoeae subtrective library that has high
wibtractive efficiency was set up successfullv, The amplified library contained 2500 positive clones, Sequence analysis
wes petfarmed to find the fragments of antibiodc resistance relational genes. Five sequences were unknown previously,
The tragments of antibiotic resistance genes may provide an important clue for studying the mechanism of occurmence and
development of antibiotic resistance Neisseria gonorrhoeae.
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1.2 FE4£4RA

PCR-Select Bacterial Genome Subtraction i®,7 & & Clontech 2 &7, Rsa I ZRHM
W YIRS Roche 22 R P @, pGEM-T easy RAFALFRR B A Promoga 4> #1775, Megaprim-
er DNA labelling systems F1 dCTP-"P & Amersham 43 5]/~ & . ¥ F Phamarcia Biotech 7+
Al B9 ALFTM DNA Sequencer % #t. £ 30 5 FF F 1 3k { adaptor ) & Adaptor 1
( 5’CTAATACGACTCACTATAGGGCTCGAGCGGCCGCCCGGGCAGGTY,  5"ACCTGCCCGG3’ ;)
A Adaptor 2 (5’CTAATACGACTCACTATAGGGCAGCCTGGTCGCGGCCGACCT?®, 57ACCTCGG-
CCG3Y); B4 #H PCR Primer 1 (5° CTAATACGACTCACTATAGGGCY' ), Nested Primer |
(5'TCGAGCGGCCGCCCGGGCAGGT3’) # Nested Primer 2 (5'AGCGTGGTCGCGGCCGAGGTS' ),
1.3 MEEHART

Z M CER(2 135617,
1.4 DNA JHRCEMH®

SRRt |17,
1.5 DNAHHEXENHFRE. REERE

ICEEFRPERRT Iinm WBEREAERR, BOLEAEETE, sk,
IA nested primer 1 #1 nested primer 2 245|447 PCR ¥ ¥, 4MTiBA R B . B ER PCR
¥4 2uL, A dCTP-"P 43 SIVRiC kA Rsal BS54 tester Fl driver DNA X154t , #17T dot blot 4
i o
1.6 FHAER BLAST 247

REEHFRMH AR RAMER, ¥ Phanmarcia Biotech 2> & # ALFTM DNA Se-
quencer %4, L)X PGEM-F # PGEM-R A 5| ¥t f7 XL ] i Fe . 34 FF 45 £ 1% GenBank ( ht-
tp: //www/ncbi. nlm. gov/BLAST) FIREK B EEHAFFIEE (hitp: //www. genome. ou.
edu/gono. html) R FE45rH7.

2 ZR

2.1 DNAHRMEYERERMONSER

PHEEZ RS 2 KB PCR SRR R ML AR, SR HE
DNA RS E 92,500 MEHETE, SEWE G 82%, MPHETLIER 96 MEAR
M, FRARILRTAL, UL nested 5[#JEFT PCR P 88434, TEFEAPHE AS 100 ~ 600bp /b
BB, SRR/ NEET.
2.2 Dot blot L ERHHT

2 WANHITE PCR =¥ 'S RS S, TR, BN PCR T EES, 48
L Rsal B84 tester F1 driver DNA 29¥8%t, dCTP-"PH5i2fG, SRVBLERA 96 BB %
JRBIES 2%, SR 1, 43 ST driver DNA IFE M AC(E S H B IR T H0 tester
DNA FREHFACHE S, A 1 TFLREAR, M tester DNA 4T &L S BNE, 5
£ 47 4 LR {UEE S testerDNA R4F 2258, M ABE'S driver DNA R4 2237, RN
H A RSM292C4 THZG M ER A B BRAVIF R R A B, B 1120 RSM292C4 2540 DNA Fids
H, AIRERFE KR E EE.
2.3 FIRHMBUITER

O Bk 47 P R R IT F AR E MR, W FS A GenBank, F|H
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B 1 RERERTR 25 BBk DNA I I8 ST A9 I 12
A Tester DNA #%t, B Driver DNA £R5t
BIAST B P EREBE R AW AL E P LHIEREE (hup: //www/nebi. nlm. gov/BLAST)
PR EEAF % (http: //www. genome.ou. edu/gono.himl), & 5 MIKIRE IR
FARERSHRAHERARCROEE, HERINIERT 5 MHEMEKE DNA H B, #
RHH DNA R BFFIINT
No.1 (376bp)
TTCGAGCGGCCGCCGGGCAGGTGATGTCTGGGCTGTTGGGAAAGGCAGACAGCGGTGTGCAC
TITATCGTCAACGACCTGCGGTTGCCGCGTGCGCTGCTGGCGCTGCTGGTGGGCGGCGCGCTG
GCAATATCCGGTTTGATTCTGCAAAGCATTGTGCGTAATCCGCTGGCTTCGCCGGATATTCTG
GGGATTACCAGCGGCGCATCGGCAGCGGCAGTGTTCTTTCTCTCGTTTCTGGCGACGGCGATA
AGCCAGCGCTGGCTCCCTGTAGCCGCGATGGGTGGGGCGTGGATCACAGCCGTCGCCATTTA
TCTGCTGGCCTGGAAACAAGGCGCATCGCCGCTGCGGCTAGTACCTCGGCCGCGACCACGCT
N .
No.2 (84bp)
CGAATTGGGCCAGAGACGTCGCATGCATCACACAGGCCACGCCACATGGCAGGCTCGCCGG
GATAATTCGAGATATTCAACATA
No. 3 (393bp)
TAGCGTGGTCGCGGCCGAGGTACTAATGACCCGAGAGGCTTAACCTTACAACACCGAAGGTG
TITTGTGAGTGACTCATAGGGACGTGTTTTGATAGTTAGCTTGTTCGAAGATTGGTTCTGATG
- GTTGTGCGAGAGCGAGGGCGAAGCATGACGGTTGGAATGAAACAGAATTTGCCTGGCGGCG
ATAGCGCGGTGGTCCCACCTGACCCCATGCCGAACTCAGAAGTGAAACGCCGTAGCGCCGAT
GGTAGTGTGGGGCTTCCCCATGTGAGAGTAGGGAACTGCCAGGCATCAAATTAAGCAGTAAG
- CCGGAGCAATCTGGTGGTTGTAGAGAAATTCGGTGGAGCGGTAGTTCAGTTGGTTAGAATAC
CTGCCCGGGCGGCCGCTCGAA
No. 4 (413bp)
TCGAGCGGCCGCCCGGGCAGGTACTTGCGTGACTATTTTCGCGAACGCGTGATGTTTTATCGC
CAGCGTTCACTGCAGTTCTCTCGGTTTACCCTACGAACCTAAGTCTAAGTAGGCTTATCCCTT
CATTATTCCAACCTACGACGACCTTGCCGTGGAAAACATCCCTTTCCACGGGTTACATTCTTA
CACAGCAAAAACGATTTTCTGCTTGCATATCGGCCCGCACAAGAGGTTAATGGAGTAGCAAC
CTACCCCTTTATCACACGAGGCAAGATATGAGTAAAGGTTTTGGATAGCAAAAAGAACAGTA
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AGAAGAAGCCACTAAAAACGGCAGCCGAAAAACGTGCCGATAAAAAGGCGAAGAAACCAC
AGGCTGATATTACCTGAGTACCTCGGCCGCGACCACGCTA

No. 5 (91bp)

GCCCCCAGCACTGATCAAGN GCN TGCGTCACACTGTGAATCTGCCGATGTGACTGTGACTG
CTGGGATAATTCAGC ATAAGTCGCACGTTA

3 iTig

5 20 5k, HERE XA BRI, THEZEMAEKLEG, 3
RHRE LY, EREERM AR TOESLRE, SRR EMRGITFRBRIERE
5/ H, BEBREEMT TETFERE, ATIHRRE T 20 H AR BEEERE. H
AP EERAHEILHOES BN A SRR MRk SRS, Harsd ek
SRR IR T EEPTE penA, mtr. penB. gyrA Al parlC FEMUAHRE L, X
REMEEFERREXN T E K NBAMRREEN . HE, BLARERERIG
iR FmE5h, BTN RMBERG E T TGP, B3R5I ik ay R,
—HRWATXIRIE .

FR I W #e e T AR (Suppression subtractive hybridization , SSH) & Diatchenko &%
1996 & EREMN — TN W EE TR ARY, RLINH PER 9 ZERE & MM 238 F i,
EEAEHEER. fRtR. TRME, EEEF SRS, 1998 &£ Akopyants 5 24 ¥ SSH
FriEY, RIS PR PCR R A LR RE AR, AR ERHBED
FABEE, SREREM PCR HBEHNHM DNA A BB HRECCE, Bit—23a0ER
FIREES , MREBEEPRNERBRANMEYEREER . S TR ERMET
EEMERTES .

AT ITTE BRI MY 5 SR ER B i 20 BBk DNA I BB RE 11, X
PRI EE, FEH 47 P HERIREESR DNA R B, HYPE 5 MEHBRFFTE Gen-
Bank FIMARE R FHFFE (hip: //www. genome. ou. edw/gono. html) FREFRIS
HENEERMEEFE S, R TN 0B E N A E R RSM292C4 2 H AW HEE &% H B
Fl, XETARREFARETRFY MRS RIKERERZGENEE . R EYVHEE
HTHORER, FEHIANRRE L ER TS RAELEANE LR, HEd
TTERARS .
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