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Cloning and sequencing of the 16s rRNA intergenic spacer region of proteus

mirabilis and acinetobacter iwoffii
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(Molecular Biology Center,Research Institute of Surgery,the Third Military Medical University)

[ Abstract 1Objective:To clone and sequence of 165~23S r RNA intergenic spacer region of Proteus mirabilis and Acinetobacter lowffii for
further identification of these two bacteria by means of molecular probe. Methods: The PCR universal clinical common pathogenic bacteria
primers for 165 and 23S rRNA’s conserved sequences were designed. Then the genomes of these two bacteria were amplified, T Vector
clones were constructed with PMD~18 T Vector ad PCR products. The vectors were sequenced and the sequence was submitted to
Genbank. Results: T Vector clones were constructed with products amplified by using universal primers; according to Blast analyses, the
results of sequencing were determined as ISR sequences of the two kinds of bacteria, And the reports to Genbank were accepted.Conclu-
ston: Genbank accepted the cloning and sequencing results of Proteus mirabilis and Acinetobacter Iwoffii as new sequences.And these se—
quences can be used to identify the two bacteria by universal primers,

[ Key words ]Proteus mirabilis ; Acinetobacter lwoffii; 16s~23s rRNA intergenic spacer region; T vector

B AR A e RN (PCROTE AR ZE I KR BUR B 2
By e 4 o PR B R AR Z BT TR R, 7 BT X
(BRI PCR U AR, AT —IRY By
EREBOREE X 25 ke DNA, Z5A 5k 3
BRI s . BB EHEAR, AT
& R TR E RER BT 0. MESA
B R B AR A LA BRF A & SR BB
BHREG S F RS SRR KA EL BT

EENB:. £ £O1975- ), F AL, HIF,
FEBAFE . AHEAZ AL R,

ELTWH. DX AAALFBTE(I0300326), 2 EFLEHTE
ML+ £ E SRMOAE %5 :012073).

FhAL 5 TR AL, B YTk R & R
W BB 97 FF R R ez — -3,

HATA R PCR @ A5 AT £ % #E (RNA
HIN, FHE 16s & 23s rRNA A J 165~23s rRNA
X 18] (16s~23s ISR)JT51l, 16srRNA.23srRNA 7£ £
B S A A Wy Bt Ak R b B R ST , SRR 4
HH“orFeR”, BRj &% AN4E PCR EAS!
Y HEBR A BCY (BT 165 & 23srRNA FF
FIRARSE HEAE KR8, Tk X Fsefh BRI W BT
HIBE RN Mo B, PSR 3E b3 & 16s rRNA )
10 %5, BE KRN REER, X#15 ISR FIIEA
AERSTE, XA TR S, FHEaTEY


http://www.cqvip.com

.00 0 http://www.cquip.com|

FHRERASSH 2006 F2 31 % 6 B (Journal of Chongging Medical University 2006. Vol.31 No.6)

S IR

:-U'fir X 19 ARSI
EZ R ML Bt g 1 o7
’JllmL fﬁxll ﬂl'f

R

R R

o R J 168
rRNA 3°~23s rRNA 5° IIIH]’{"'J“‘MJ FAT T
s se

| MEE55E

1.1 ERHATRAE

1.L2 PCR #1585 %
B

1.3 PMD-18T Vector
1.1.4 PCR {

R TARARA VA R vl 5
PTCI00PCR {3, (6

GDS8N00, FE[E UVE Ine.
CEQTMS000, % E Beckman 455

1.2.1 Primer Primer 5.0 PREMIER Biosoft International ;

PREMIER Biosoft International ;

1.2.2 Array Designer 2.0

1.2.3 Chromas 1.45

Technelysium Pty Lid.

[ 16s tRNA 3°~23s (RN A 3 [i] 4]
FHIEE PCR 4708 Atidi T 5 4
G TAC ACA CCG CCC GTC;  FHF:CCT TTC COT
CAC GGT ACT, i bA 19 b i v 412 WAy B D 4 0T T PCR 41
AR 9D

1.32 LA B3R T A B AT A ) PCR 4l kst 1 4

¢ PCR

&1 EASI PCR FHEER

s

)

A

10 x ExTaq Buffer 5
dANTPs( 2.Smmol/L each ) 4
MeCL {25 m ) 4
Primer F(25 wm ) 05
Primer R(25wm) 0.5
DINA polymerase C SU/ 1) 025
Template 2

Rnase Free H:0

94T Toun

94T Imm

72C 2mun

B 1 EMS PCR HHE R RS
/8

1.3.3 PMD-18 T Vector

TR 4

A e Tk
AT i R
" AAC GCC AGG
ACA GCT ATG

J CEAG TTT ACT

fT Blast 447 .

W

4 DNA,PCR &

e

S8R 2 5 < P 40 IS 4 7

LR T L 24 5F L S 2000 DNA marker HoAS A

ZYHE 1000 ~ 1500bp 2 [1]

=]
[®]

15 T4 T4z,

A JE A
PCR 7
LT A
1 PCR 74y

M 2000 IINA marke

T 14 3

1

O

A UL FI 3 BT 4 5 I R



http://www.cqvip.com

WHEER A 2006 8 31 55 6 8 (Journal of Chongging Medical University 2006. Vol.31 No.6)

.00 0 http://www.cquip.com|

— 785 —

L: 35 AE PR ANSIT 5

M 2000DN Amarker

L i Al i
7 PCR *
Q- "]'YIV,__ T J5

H R IR vk
ZEHLNIE 4 B s
2000 DNA marker F
AR &

W [R] Fr

FFIH] 16s rRNA 37 ~23s rRNA 57 [f] /7
AL 1196hp:

ATTTT GTACA CACCG CCCET CACAC CATGG GAGTG
GGTTG CAAAA GAAGT AGGTA GCTTA ACCTT CGGGA
GGGOG CTTAC CACTT TI A TTCAT CACTG GGGTG
AAGTC GTAAC AAGGT AACCG TAGGG GAACC T
ITGGA TCACC TCCTT ACCTA AGAGA TACGT GTTAT (
GAA GTGCT CACAC AGATT CTCTG A’
AGATA CCGGT ATAGG CTTGT AG
AGOGL ACCCC TGATA AGC

A GAACG AGC
T'C AGH GTTAG
" GAGGT > GTTCA
GGCCT ACCAC TITTC CTTTA TGCTG
TGTTG TGAAG CAACT CGTTT ACATT AAGTA AACTT CGT-
TA CTCCA CGCCT TGCCT AAAGA AAAAG CTTCT TATTA
TAAGA AGAAA AAGCA GTGGT TATAC G( TTAAA A-
CATT ATGGG GUTAT AGCTC AGCTG GGAGA GCGCE T

CTTGCAC GCAGG AGGTC AGCGE TTCGA TG

{06 CTTAG
CTCCA CCATA ATCTC TTGAA TATAA AACAA TGATI CA-

GAG TATAT TAGGA ATAGT ATACT GCGAA TTATT AT T
CTTTA ACAAT CTGGA ACAAG A AAATT GAAAA
CAAAT CAATA TATCA ACGAG GTATA TTGGT GAGTCT(
CA AAATC TCAAA CCTTA AAG TCA CGCAA AGT
ATCTT TGAAA GAGAC ACTIT CGGGT TGTGA GGTTA
AGCGA ATAAG CGTAC ACGGT GGATG CCTAG GCAAT CA-
ACGTG CTAAT CTGCG AAAAG
CGTCG GTAAG GTCAT ATGAA CCGTT ATACC CGACG
ATATC CCAAT CCGGA AACCC A " COAAT GGATA
CTATC ATTAA CTGAA TCCAT AGCGTT AATCA GGCGA AC-
GGG GAGAA CTCAA ACATC TCAGT ACCCC GAGGA AAA-
GA AATCA ACCGA GATTC CCCTA GTAGC GGCGA GCGAA
G AGCAG CCCAG AGT TAATC AATAG CAGTG
TCAGG AGAAC GGTCT GGAAA GTCCG GCAGT AAAGG
GTGAT AGCCC COTAT CTGAA GATGC TGTTA TIT(
D GACGA GCTAGG GCCGGGC ACACG TGTTA TCOTG
CA ATATG GOGGG ACCAT COTCO
TGATT GACCG ATAGT GAACC
CGGAA AGGAAT

242 IIER A ST # 165 rRNA 3°~23s tRNA 57 [d]
5 e BFEE25 T 1331 hp -

ATTTT GTACA CACCG CCCGT CACAC CATGG GAGTT
TCTTG CACCA GAAGT AGGTA GTCTA ACCGC AAGGA
GGACG CTTAC CACGG TGTGG CCGAT GACTG
AAGTC GTAAC AAGGT AGCCG TAGGG GAACC TGCGG
CTGGA CCACC TCCTT AACGA AAGAT TGGTG ACCGH
TAAGA ATCCA CAACA AGTTG TTCTT CGAAG ATCTA TCT—
GA GGETC TGTAG CTCAG TTGGT TAGAG CACAC GCTTG
ATAAG CCTGG GGTCA CAAGT TCAAG TCTTG TCAGA CC—
CAC CACTA CTGGE GAAGT GATGA ATAAT CACAA GCTGC
TAGAT AAAAA GATAT GTCGT TCATT ATGAT TAAAG
CTGGG GACTT AGCTT AGTTG GTAGA GOGCC TCCTT TG—
CAC GCAGEH AGCTC AGGAG TTCGA “TAGT CTCCA
CCAAA TTCGA GGGTA AACAA AGCAA CGCTT TGTCC
GAGAA TTTAA GCAAA CAGCT ATGCT GTGCG CAGGC A-
CACA TAGAA CGAAG CTTAG AGCTA AAGAT TACAG
AACTT AGTAA GCAAA CAGCT TCTTA ACTTC TGTGA TT-
TAT CACAG TTTAC TACGC ACCGA CGAGG TGGTA GTTAA
TCATT AACAG ATTAG AAAAT TCAGT CTGAA ATAAA CT-
GTT CAAAC TCOAT TAAAT AGGAA CATAA CAAGT AATTG
TTAAA TTAAT ATTTA ATCTG AGAAC TAGCA AAAAC
ACTCA ATCAA GCGTT TTGGT ATATG AATTT AGATT
GAAGE TGTAT GOTGA TTAAA TTCAC AGACA ACAAA
CCAGT AGCAA TTAAG TTTGC AACGA TAACA CTCAC
TICTA TOTCT TAACG ACTGT TICGG GTTGT ATAGT
CAAGT AATTA AGTCC ATGTG GTGGA TGCCT TGGCA
GTCAG AGGCG ATGAA AGACG TGATA GCCTG CGAAA

GAG GCGAT GCAAGE
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AGCTC CGGGG AGGCG GCAAA TATCC TTTGA TCCGG A-
GATT TCTGA ATGGG GGAAC CCACC CGCTA TAAGG
CGGGT ATCAT AAACT GAATA CATAG GTTTA TGAAG
CGAAC GAGGG GAAGT GAAAC ATCTC AGTAC CCTTA
GGAAA AGAAA TCAAT TGAGA TTCCC TTAGT AGCGG
CGAGC GAACG GGGAG CAGCC CATTA AGTTA TGTGT
GTTTT AGTGG AACGC TCTGG GAAGT GCGAA CGTAG
AGGGT GATAT TCCCG TACAC GAAAG GGCAC ACATA AT-
GAT GACGA GTAGG GCGTG GCACG TGAAA CCTTG TCTGA
ATATG GGGGG ACCAT CCTCC AAGGC TAAAT ACTCC
TGACT GACCG ATAGT GAACC AGTAC CGTGA GGGAA AG-
GAAT
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