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The Effect of Different Postfixation Time on
Immunofluorescence Staining of Brain Tissue

MOU Qiuyue,CHEN Senyao, HUANG Zhexue ,PAN Yongliang™ ,SHEN Junyuan,SHI Yilei, YE Mengfan
(School of Medicine , Huzhou University ,Key Laboratory of Vector Biology and
Pathogen Control of Zhejiang Province , Huzhou Zhejiang 313000, China)

Abstract; To explore whether prolonging the post-fixation time can improve the immunofluorescence staining of
brain tissue after rapid perfusion fixation in vivo. Male Mongolian gerbils ( Meriones unguiculatus) are inserted into
the perfusion needle through the ascending aorta of the heart,and then rapidly perfused with 4 C normal saline and
4% paraformaldehyde solution. The brain is decapitated and postfixed in 4% paraformaldehyde solution for 24 h
and 72 h respectively. Then 30 pm thick frozen sections are made and immunofluorescence staining is performed to
observe and compare the number of OT immunopositive neuronal cells in the paraventricular nucleus (PVN) of the
hypothalamus , the density of immunopositive nerve fibers in the anterior hypothalamus ( AH) and their morphologi-
cal structure after fixation for 24 h and 72 h. The number of PVN OT immunopositive neuron cell bodies and the
density of AH immunopositive fibers in the 72 h postfixation group are higher than those in the 24 h postfixation
group. Compared with the 24 h postfixation group, the OT immunopositive neurons in the 72 h postfixation group
have more complete cell body morphology, clearer borders, and stronger immunofluorescence labeling intensity
around the nucleus and neurites of neurons. Moreover, the morphology of OT immunopositive nerve fibers in the
post-fixation group for 72 h is clearer, more continuous and beaded than in the post-fixation group for 24 h. Pro-
longed post-fixation time after rapid perfusion fixation helps to improve the effect of immunofluorescence staining.

Key words :rapid perfusion ;post fixation ;oxytocin ;immunofluorescence ;staining effect
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