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ABSTRACT Objective: To establish tuberculosis mice models by using no pathogenic mycobacteria smegmatis mc2155. Methods:
High dose mycobacteria smegmatis mc2155 (5% 107 CFU) were injected in mice abdominal of C57BL / 6 cavity injection once per day
for 4 successive weeks, so that to observe the pathogenic of mycobacteria smegmatis in mice. Inflammatory changes of lung tissue
sections were observed by hematoxylin and eosin stain (HE stainning); Specibility acid-fast staining method was used to identify infection
capability and vitality of mycobacteria smegmatis in C57BL/6 mice lung and spleen tissue after infection 2 week and 4 week. Finally,
bacteria DNA in lung and spleen tissue cuture was extracted and mycobacterial smegmatis specific glyceraldehyde 3 - phosphoric acid
dehydrogenase gene (gap) were amplied by using PCR method. The feasibility of using non-infectious mycobacteria smegmatis to
establish tuberculosis mice models were explored according to the above three aspects detection. Results: At the time of infection 2 week,
it was observed rod shape mycobacteria smegmatis by using specibility oxychromatic staining in C57BL/6 mice spleen tissue culture,
instead of the lung tissue. After 4 week, pathological changes for most of the alveolar cavity filled with neutrophils inflammatory lesions.
Rod shape bacteria were observed by using specibility acid-fast staining in C57BL/6 mice lung tissue and spleen tissue culture. The
specific glyceraldehyde 3-phosphoric acid dehydrogenase gene (gap) of mycobacteria smegmatis was amplied in the lung homogenate of
model mice, instead spleen tissue and the control group was not. Conclusions: C57BL / 6 mice tuberculosis model was established
successfully by intraperitoneal injection method of non-pathogenic mycobacteria smegmatis. This method provides security disease
models for interaction studies about mycobacterium tuberculosis and host cell.
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¥ M.smegmatis me2155 Bk #EFTI%E, BUG R # (5 %
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1.3.3 Bk DNA $2EUFI PCR 6 EM  BRH 1.3.2 R ffili
AP LSS LB PR LB TE, IR M 3] 5 mL &
0.05 % Tween 80 AJ LB 535 3Lh, 78 37CHR{AHE 7% 48 h 5K
ARTR (B0 5000 g, 6 min), BT ATT IR TEF 250 pL Solu-
tion I (25 % pEHE,50 mM Tris-HCI, pH 8.0,50 mM EDTA , pH
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8. A 250 wL Solution II (100 mM Tris-HCI,pH 8.0,1 %
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Fig.1 Hematoxylin-Eosin-stained sections of lung and spleen tissue for
models group mice

A. Lung tissue; B. Spleen tissue
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Fig.3 Specibility acid-fast staining identification of mycobacteria

smegmatis for lung tissue culture of model group mice (1000x )
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Fig.2 Vitality annalysis of mycobacteria smegmatis in lung tissue and
spleen tissue homogenate for model group mice

A. Lung tissue; B. Spleen tissue
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B 4 HASFIEFRME DNA i gap EE ) PCR # 1 7= ¥ IR g ME%E
BRIk
M:1 Kb DNA Marker;1-3: M.smegmatis mc2155 DNA § PCR # 1#&/5
7=H;4-5, 3 BR4E/ N R A AN AR AE ZH 2R PCR #1845 7=#0; 6,. 8, B/
FRAGZHLR PCR 38/ 7=41; 7, B BA/ N R AR AT H R PCR 385 741
Fig.4 PCR products were analyzed on the agarose gel electrophoresis for
glyceraldehyde 3-phosphoric acid dehydrogenase (gap) gene from genomic
DNA in mc2155 and tissue culture. M, 1 Kb DNA ladder; lane 1-3, PCR
product of mc2155 genomic DNA; lane 4-5, PCR products of genomic
DNA in the lung and spleen tissue culture for control group mice; Lane 6,
8, PCR products of genomic DNA in the lung tissue culture for model
group mice.; Lane 7, PCR products of genomic DNA in the lung and

spleen tissue culture for model group mice.
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