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si-MDM2 significantly inhibited the protein levels of MDM2 and N-cadherin in A549 and PC9 cells, and upregulat-
ed the expression of E-cadherin protein, and significantly inhibited the proliferation (both P <0.01) and migration
(both P <0.01) of both cells. After overexpression of MDM2 in A549 and PC9 cells, the proliferation and migra-
tion ability were significantly enhanced (both P <0.05), and the inhibitory effects of DHA were partially reversed
by MDM2 overexpression ( both P <0.05). Conclusion DHA effectively inhibits the proliferation and migration
of lung adenocarcinoma cells, and its mechanism is associated with the suppression of MDM2.
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Fig. 1 The infection of spleen in B6. WT and B6. TNF ~/~ mice (x +s,n=5)

A: The appearance of the spleens from uninfected and L. major-infected B6. WT and B6. TNF =/~ mice; B: The weight of the mouse spleens at dif-

ferent time points after infection; * P <0.05 vs B6. WT mice.
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Fig.2 Histopathology of the spleen in B6. WT and B6. TNF =/~ mice(x +s,n=5)

A: Representative pathological images of spleen tissue x5; B: Pathological change score of corresponding spleen tissue injury in mice; ** " P <

0. 001 vs B6. WT mice.
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Fig.3 The impact of L. major infection on T cells and B cells in mice spleen (x +s,n=5)
A,B: Flow cytometric analysis of CD4 *, CD8 * T cells, and CD19 * B cell populations in B6. WT and B6. TNF =~ mice; C — E: Corresponding

statistical analysis of the flow cytometry data.
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Fig .4 The impact of TNF-« deficiency on splenic macrophages in mice infected with L. major(x +s,n=5)

A, B: Flow cytometric analysis of splenic monocytes in B6. WT and B6. TNF =/~ mice and the corresponding statistical results; C: The detection of

Arg-1 expression and MFI quantitative analysis x200; D: The detection of iNOS expression and MFI quantitative analysis x200; * P <0.05, ***P<

0. 001 vs B6. WT mice.
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Fig.5 The impact of TNF-o on macrophages infected by L. major(x +s,n=5)

A: B6. WT and B6. TNF =/~ mouse peritoneal macrophages treated with Enbrel or TNF followed by L. major infection (arrows indicate L. major-in-

fected macrophages) x400; B: Statistics of L. major infection in peritoneal macrophages; C: Detection of NO in peritoneal macrophages infected with L.

major after the treatment with Enbrel or TNF-a using the griess reagent; * * P <0.01 us B6. WT Control group; *P <0.01 vs B6. WT TNF-a group.
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The role of tumor necrosis factor-a in spleen infection

caused by Leishmania
Zhen Erna', Wu Yuling', Hu Shanshan'~
('Institute of Clinical Pharmcology, School of Pharmaceutical Science ,Anhui Medical University
Key Laboratory of Anti-Inflammatory and Immune Medicine, Hefei 230032; *Dept of Clinical Laboratory,
The First Affiliated Hospital of University of Science and Technology of China, Hefei 230036)

Abstract Objective To explore the role of tumour necrosis factor-a ( TNF-a) in splenic infection of mice by
Leishmania major. Methods 'To establish an infection model, promastigotes of Leishmania were injected intrader-
mally into the right hind foot of mice. The thickness of the footpad and body weight were measured to monitor the
infection. Histological changes in the spleen after infection were observed by HE staining. Changes in lymphocytes
and monocytes in the spleen were detected by flow cytometry. The expression level of arginase-1( Arg-1) and in-
ducible nitric oxide synthase (iNOS) in the spleen was determined by indirect immunofluorescence. The effect of
TNF-a on macrophage infection with Leishmania was evaluated in vitro. Results Compared to B6. WT mice, the
spleens of B6. TNF ™~ mice showed significant enlargement 42 days post-infection, with structural disruption. Vari-
ous cells infiltrated and were dispersed throughout the entire spleen. Flow cytometry results indicated that after in-
fection with Leishmania, there was no significant change in the proportions of T cells and B cells in the spleens of
the mice, while CD11b monocytic cells significantly increased. Immunofluorescence results revealed that the M2
macrophage/monocyte marker Arg-1 was highly expressed in the spleens of B6. TNF ™~ mice (P <0.05). The ex-
pression of iNOS in the spleens of B6. WT mice was relatively strong (P <0.05). In vitro studies found that the ab-
sence or inhibition of TNF-a significantly increased the infection of Leishmania by peritoneal macrophages (P <
0.01) , while the addition of TNF-a markedly inhibited this infection (P <0.01). Conclusion The splenic infec-
tion in B6. TNF ™'~ mice following subcutaneous inoculation of Leishmania in the hind footpad may be associated
with the absence of TNF-a, which leads to M2-type differentiation of macrophages and reduced nitric oxide produc-
tion.

Key words Leishmania; tumor necrosis factor-a; spleen; macrophages; flow cytometry analysis; immune re-
sponse
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