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ABSTRACT Objective: To compare the effects of three different fixation solutions on immunofluorescence staining of Beclinl and
LC3 proteins in two hypoxic cell models. Methods: In this study, primary myocardial fibroblasts and MCF-7 breast cancer cell lines of
hypoxic cell models were fixed with acetone/methanol (1:1), methanol and 4% paraformaldehyde, respectively, and then double im-
munofluorescence staining were carried out to compare the staining effects of the three fixatives on the key autophagy regulatory proteins
Beclinl and LC3. Results: There were significant differences in the results of immunofluorescence staining of Beclinl and LC3 proteins
in two hypoxic cell models with three kinds of fixed solutions. The best effect of immunofluorescence staining was fixed by ace-
tone/methanol (1:1). The localization and expression of the two proteins could be seen clearly, while methanol, and 4% paraformalde-
hyde appeared poor effect. Conclusions: In the autophagy-associated protein immunofluorescence double staining experiment of cardiac
fibroblasts and MCF-7 breast cancer cells, when other fixatives are used and the staining effect is worse, acetone/methanol (1:1) fixation
solution is a good choice before immunofluorescence staining. Moreover, choosing a more suitable fixation solution according to differ-
ent experimental requirements could help to achieve the best fluorescence staining results.
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Fig. 1 Results of cardiac fibroblast culture (A: day 3, B: after passage)

Fig. 2 Results of breast cancer cell culture (A: day 3, B: day 7)
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Fig. 3 Results of fluorescent staining of LC3 and Beclinl proteins in oxidative stress model of cardiac fibroblasts with three kinds of fixation solution
(10x 20) [A: Acetone/Methanol (1:1) fixed liquid normal group B: Acetone/Methanol (1:1) fixed liquid model group C: Methanol fixed liquid normal
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group D: Methanol fixed liquid model group E: Paraformaldehyde fixed liquid normal group F: Paraformaldehyde fixed liquid model group]
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Fig. 4 Results of fluorescent staining of LC3 and Beclinl proteins in oxidative stress model of breast cancer cells with three kinds of fixed solution
(10% 20) [A: Acetone/Methanol (1:1) fixed liquid normal group B: Acetone/Methanol (1:1) fixed liquid model group C: Methanol fixed liquid normal
group D: Methanol fixed liquid model group E: Paraformaldehyde fixed liquid normal group F: Paraformaldehyde fixed liquid Model group]
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