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Table 1  The primer sequences for amplifying different genes
Gene Primer seqnence(5'—3")
P1 AACGGAAAAAACAGATACAG
P2 GATAAGAAATACGGAGAAAT
P3 ATCAAACAAATTTTGGGCCCGGATCATATAGAAGTTCGCCAA
P4 AATTCTATGAGTCGCTGCCGACTATGATAGAAACTGGAAATAA
Erm forward: CCGGGCCCAAAATTTGTTTGAT Reverse: AGTCGGCAGCGACTCATAGAAT
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41 ff e R 9 F 2 b, & AT N A0 e 0 L FE A X R
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Fig. 1  PCR products of erm. Ipl-Up. Ipl-Down ( A) and PCR
analysis of LFH-PCR product (B). A: Lanes M. molecular size
marker ; Lane 1. erm of CPM8; Lane 2. Ipl-down of the D39 ; Lane
3. Ipl-up of the D39. B Lanes M. molecular size marker ; Lane 1.
Up-erm-Down fragment amplified with P1 and P2 by LFH-PCR.
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SRR 3 A BOEHIE , Ipl B2 K © B erm BE R i
B
2.3 BHAEEMBRERNERKEZ

AR TR W] LA AR WA 85 55 e Ipl JE A
SR AT AR A T A AR AR R T I B 22 03], R B Ipl B TR
RIGEA MR (K 3) .

2 IR PCR %R

Fig. 2 Identification of the LPL mutant by PCR. Lanes M. molecular
size marker; Lane 1. erm of Ipl mutant; Lane 2. erm-down of the Ipl
mutant; Lane 3. erm-up of the [pl mutant; Lane 4. up- erm-down of the

Ipl mutant.
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Fig. 3 The growth curve of wild strain and Ipl-deletion strain.

2.4 MRBEHZH

TR EE R TR B AR R AR A Ipl DR G5 B TR R 19
FREIEIS R 0 12 h, TEGE T4 25 5 (p > 0.05,
UL 4) , F W] Ipl H IR BRI A 5 R ) W 52 BE BRI
I TR e /N B fE

100 i
_I —— D39
|
< 754 I ALPL-D39
3 1]
2
g
2 50
8
5 =i
A 254 b=
1—
i
—l_r__l
0 1

3 6 9 12 15 18 21 24
t/h

B4 NRERIHHREREESNIRER

Fig. 4 Survival times of mice after intraperitoneal challenge.
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Fig. 5 the results of capsule stain in-vivo. A: D39; B: D39 -
ALPL.
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A B T2 T HBUR 5> 7L i AT RE S AT
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LPL & — RN S A& A, 78 KB AT A LPL
B[R] &4 LPLA (Lipoate-protein ligase A ) A £ {k I
P82 00 1 TR Ry S 1) 50 2 B B ik 22 T £ T i
TR H RS R H M bk 9 LPL [ 5 4 %
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6 B $EIkE Xt HUVEC 28 B po ¥ B SR 36
Fig. 6 Adherence to HUVEC by wild strain and its isogenic Ipl
deletion in vitro. A;D39;B:D39 - ALPL.
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Contributions of putative lipoate-protein ligase to the
virulence of Streptococcus pneumoniae

Xiaoliang Yang, Nanlin Yin, Dan Pang, Kaifeng Wu, Yibing Yin, Xuemei Zhang "
(Key Laboratory of Laboratory Medical Diagnostics of Ministry of Education, Chongqing Medical University, Chongqing
400016, China)

Abstract: [ Objective ] To investigate the effect of putative lipoate-protein ligase (LPL) on the virulence of Streptococcus
pneumoniae. [ Methods ] Ipl gene deficient strain was constructed by LFH-PCR and identified by PCR and sequencing.
The cell adherence assay and mice challenge assay were used to observe the differences between wild strain and the mutant
in the pathopoiesis of Streptococcus pneumoniae. [ Results] Mice virulence experiments showed that the median lethal
time of wide type and the Ipl mutant are both 12 h, no statistics difference; The ability of adherence of the mutant was
greater than the wild strain( P <0.01) ; The capsule stain in-vivo showed that the wild strain and the mutant both had the
capsule. [ Conclusion ] Ipl gene inhibits the adherence to host, but no affect on the ability to infection mice by
intraperitoneal injection.

Keywords: Sireptococcus pneumoniae; virulence; adherence; putative lipoate-protein ligase
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YEETEM A b 5 i, 2E ATl R R R B X R SCE, NI m gtk & 7B = ARMERME L. A7
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