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[Abstract] Objective For the detection of Yersinia pestis by polymerase chain reaction (PCR),
internal control (IC) is required in order to prevent false negative results that might be caused by PCR
inhibitors. Methods F1 antigen was amplified by PCR with primer F1 and the PCR product of primer F1
were cloned with TOPO TA cloning Kit. The plasmid of positive clone was then digested with Hpa I . The
digested plasmid and the PCR products of 16S rRNA were ligated with T, DNA ligase before the ligated
products were transformed. Isolate plasmid DNA on positive clone and its concentration were measured.
Plasmid DNA on different concentration by PCR amplification with primer F1 was analyzed and the
standard concentration of IC was determined. Results Constructing an IC by inserting a 16S rRNA
amplicon to the original target DNA between the two primer F1 sites, the size was longer than the target

DNA. The standard concentration of IC was determined. Conclusion

An optimal IC concentration to

increase the reliability of the PCR assays might be used to prevent false negative results and appeared to be

useful for detection of Yersinia pestis.
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K 16S tRNA FHl &t 5%, 51FF T, FL
L #E14.:5 -GGAACCACTAGCACATCTGTT-3";
F1 T#514:5 -ACCTGCTGCAAGTTTACCGCC-
3’; 16S rRNA L i# 51 #: 5’ -AGCGGCAGCGGG
AAGTAGTT-3"; 16S rRNA F # 5| #: 5°-TCA
ACCCCTTCCTCCTCGCT-3", & B & f4: % %
95T 5 min, 1 MEH, A 95C 1 min.55C 1 min.
72C 1 min;30 MEXH ;B JG 72C 5 min,
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M:100 bp DNA Step ladder Markers; 1~ 8:43 %125 1:5000.1:
2000.,1:1000.1:500,1:200.1:100,1:50,1: 10 & BB B FkL, M 35
X§HBORL 9 11005 645 bp Sy A HEXT 4G R .
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BES BB, X FEMEE, RO LGE D %
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B DNA MR E S RMRENZREREE
KEEM., BRITHBIR R, 165 W EX B A B
BAR R BEFES. 6 pg/mlBt, 57.7% 10°~1.54 X 10°
CFU/ml ¥ & B2 8 i) DNA B4R 7 [A] B 4 3% 4 BA
BN FR, I EREE BZRE DNA REMIE I, &
FEB DNA AR B 3 2% R B 55, T P9 3 3 R
BROT A FBRRBRE, B THRERN, RER
B DNA SR 7] 97 3% b BB 0 &0 0k, TR T ik
W, RE RN R AT 8 IR & R, K
BIBEAR YR BE7E0. 56 pg/mlff, R 57.7x10°~3.1x
10’ CFU/ml ¥ & B9 B% B DNA AR 7] [F] B 4 3% i

B R4 Ok, R DNA BRVK BB, U 4%
HERRST , T7E L R Y R 2 A G P R R OB AR AR
P& AR TE M. 2 B0 DNA F ¥ B PR RS,
B RA B B OB T3 BB AR R . AR
BELFEE RZE DNA WER Mg, &k
W, B 7 P4 BT BR B0 BRL DNA ¥R BE X 158 K A i B9
PHEAEZWR . HERIMAN,EMEH PCR A
Xt AR B o AR o, NER FE B R E , A K IR B
HBBAER KA, BBCRAWERO.56 pg/mli A
E X B BRLE Ky 5 AR ME , SR 8k 52 R A PCR J7 ¥k i
FTR I e A R B, TG U ) BB T Y R N R A
7.7x10° CFU/mlo 55t B AL 3 o BT F B9 7 R #E
m oA RZ W DNA, SR rERM KR ERER
Mo EEFEIES MR AEN RERKKRES R
RdE, ATRES SA SRR, BB F T RITERGHE
R #E— P HHE .
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