SRS IPNG R e o

Chinese Journal of Zoonoses

282 2013, 29 (3

DOI:10.3969/cjz. j.issn. 1002 —2694.2013.03.015

23 B AN vl e R T I 1A Jek
RAW264. 7 4 ELRL Y &t 3.

F B % #.F F.m 3. E W LRIE', £2jE

 EZ:BM BIXEHGAERERERENRAES4M RAW26A. 7 tham A, vt — P £ L B8R H 2 & H
. HEk BEEALEEMAERERESAA G NEEANRL A (e g BREEHR . REWED . AL FHFLE . FHE

HEARTIHEDANEERERNARENEZARARASEN. 2N FRTRER AN EH EfE £ R BERITFNZ
a‘%jﬁﬂaﬁlﬁfi)\RAWZMJ%%%DWE%M%%L_n% HETEXEHEMBTERERE N — BT AL 0, AL H MOI
=100 B4 E £ 1,170 g H0 5 min jg 37CHEB I h UATHHZANLN, 4 250 pg/ml £ A E % 8y DMEM-10 3 5 DL 4
RENAFERE. PANR AEAMTERERTALERFESh T WER R Y £ % E %M (MNGC) ,RAW264. 7 41 jii 14
R MEES, REMH(CSDTINFa ABKRE.IhENTEERE. AEZRLEHAS~24 DEARAE. Hik RHH
BEEHMAERAERERANRLHEA 3 — P F BRI R T &4,

KER:EEEMEERERE ;DR E S 48 (RAW264. 7); 41 4 A

th B 4> %5 :R378.99 MEKFRIRAD A X E A4S 1002 2694(2013)03—0282— 05

Establishment of a Burkholderia pseudomallei invaded RAW264. 7 cell model
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ABSTRACT: To establish a RAW264. 7 cell infection model by Burkholderia pseudomallei for further study on its patho-
genesis, RAW264. 7 cells and B. pseudomallei were incubated together in different conditions (multiplicity of infection, incu-
bation time). In regard to the amount of bacteria invaded and the formation of multinucleate giant cells (MNGC), we designed
the best condition for B. pseudomallei to infect RAW264. 7 cells and obtained the characteristics of its infection. The best con-
dition was that m. 0. i=100, five minutes of 170 g for centrifugation, and one hour of incubation before adding 250 pg/mL of fi-
nal concentration of kanamycin to kill the extracellular bacteria. Multinucleated giant cells could be formed in 8 h and be ob-
served by microscope and Transmission Electron Microscope (TEM). While the cytokine TNF-a, an important inflammatory
mediator, did not increase significantly as expected. In this way., a B. pseudomallei invaded RAW264. 7 cell model was suc-
cessfully established as a solid foundation for our further study on pathogensis.
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Fig. 1 Bacterial uptake rate of host cell under different multi-
plicity of infection (MOI)
Horizontal axis: Different multiplicity of infection;
Longitudinal axis: Bacterial uptake rate;
* P <C0.05.
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Fig.2 Fusion of RAW264. 7 cells infected with B. pseudomallei in different phases
A 8 h pro-infection; B; 12 h pro-infection; C: 24 h pro-infection
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Fig.3 Intracellular B. pseudomallei and host cell status in
different phases under transmission electron micro-
scope (TEM)
A: 4 h pro-infection; B; 8 h pro-infection; C: 21 h

pro-infection; D; 24 h pro-infection
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Fig. 4  Multinucleated giant cells ( MNGC) formation of
RAW264. 7 infected with B. pseudomallei by Giem-
sa staining
A 4 h pro-infection; B: 8 h pro-infection; C: 21 h
pro-infection; D: A zoom of C; Solid arrow:
B. pseudomallei bacteria; Dashed arrow: Multinu-

cleated giant cell
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Fig. 5 Determination of TNF-o change in culture supernatant
by ELISA

Solid line: TNF-« change in infectious culture super-

18 21 24 h

natant; Dashed line; TNF-q change in non-infectious
culture supernatant; Horizontal axis: different time
after infection; Longitudinal axis: TNF-« concentra-

tion, pg/mL
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