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The Effect of Blocking Voltage Gated Proton Channel Hvl by ZnCl, on
Production of ROS and Inflammatory Factors in Microglia

Yu Ying, Yu Zhiyuan, Xie Minjie, Wang Wei, Luo Xiang*
(Department of Neurology, Tongji Hospital, Tongji Medical College,
Huazhong University of Science and Technology, Wuhan 430030, China)

Abstract To identify the expression of voltage-gated proton channel (Hvl) in microglia, and the effect of
blocking Hv1 on production of ROS and inflammatory factors in microglia, we used immunofluorescent staining
to identify the protein level of Hvl in microglia. DCFH-DA and Real-time PCR were used to detect the production
of ROS and inflammatory factors in microglia after OGD and Hv1 blocking. Western blot was used to analyse the
protein levels of Hvl and Nox2. The results showed that Hvl was detected in the microglia of C57BL/6 mice. The
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production of ROS and inflammatory factors were increased after OGD and reduced when Hv1 was blocked by

ZnCl,. The protein levels of Hvl and Nox2 were upregulated after OGD. Taken together, our results suggested that

the Hv1 protein existed in microglia. Blocking Hv1 could reduce the production of ROS and inflammatory factors
in microglia after OGD. This effect might be due to the inhibition of NADPH oxidase.
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JEARIE F2 10 /N ST AT 95% LA I 22 /N e S 240 ML 57 1 B i Tba- 15 41 8585 JyTba- 1 FHPE G 5, 18 (4586 AN I IZDAPTA: (5 =25 pm).
Representative confocal images of Iba-1" labelling microglia; doubleimmunofluorescent staining of Iba-1 (red) and DAPI (blue) (scale bar=25 pm).
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Fig.1 Identification of microglia
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Immunofluorescent staining of Hvl (red). CD11b (green) and DAPI (blue) (scale bar=25 um).
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Fig.2 Hv1l observed in microglia
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OGDAL2E6 h)5, LDHZ A - 5240 20 /NI 5 48 il 7= A LDHAE Dl (n.s.: T RFMEZE ).
Production of LDH in microglia were determined by LDH kit (n.s. means no significance).
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Fig.3 LDH production in different groups
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OGD#bEE6 hji7, DCFH-DARE I % S 3ar 20 /NI i 41 P ROS Y™ ko #P<0.05, #P<0.05.
Production of ROS in microglia were determined by DCFH-DA after OGD for 6 h. *P<0.05, *P<0.05.
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Fig.4 ROS production in different groups
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A: OGDAL#E6 h), Real-time PCREG I TNF-oo mRNA#TE & ; B: OGDAL#6 h), Real-time PCREGMIIL-18 mRNAFE %K. *P<0.05, “P<0.05.
A: mRNA level of TNF-a in microglia were measured by Real-time PCR after OGD for 6 h; B: mRNA level of /L-1 in microglia were measured by

Real-time PCR after OGD for 6 h. *P<0.05, “P<0.05.
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Fig.5 mRNA level of TNF-o and IL-1f in different groups
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RS W I EUAB (*P<0.05, n.s.: TR EMEZER).

A: Hvl and Nox2 levels in microglia determined by Western blot, B-actin is an internal contral. B, C: Westernblot results were scanned and quantified.

Values are expressed as mean+S.E.M. (¥*P<0.05, n.s. means no significance).
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Fig.6 Hvl and Nox2 proteinlevels in different groups
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