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ABSTRACT Objective: To study a convenient and effective technique for heat induced antigen retrieval in BrdU immunohistoche-
mical staining. Methods: We explored three heat induced antigen retrieval methods in this experiments: 1) Boiled floating sections
method; 2) Boiled patches method; 3) Improved patches method. Put the glass slides posted with frozen sections into a kind of
thermostatic and closed device we designed for antigen retrieval. Then we did the BrdU immunohistochemical staining. Pictures were
collected to compare the three heat induced antigen retrieval methods. And we did the BrdU immunofluorescent co-labelling with NeuN,
p-CERB, DCX and collect pictures to find out whether the improved patches method could be used in BrdU immunofluorescental
staining. Results: 1) Boiled floating sections method. The frozen sections were too shrunken to be used in the following steps after
retrieved the antigen in this way. 2) Boiled patches method. Several BrdU labeled neural stem cells could be confirmed, but the
background was too dark. And some of the patches blistered, then a great deal of false positive cells were found in the blistered areas. 3)
Improved patches method. The positive products of BrdU immunohistochemistry and immunofluorescent co-labeling with NeuN, p-CER-
B, DCX were distinct and the background was controlled well. Conclusion: Our antigen retrieval technique could fully expose the BrdU
antigen , the DAB staining and immunohistochemical staining was controlled well. Therefore, it is an improved technique of antigen
retrieval in BrdU immunohistochemical staining.
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Fig. 1 A.BrdU positive cells in the boiled patches method group. B.

Negative control of the boiled patches method group. C. BrdU positive
cells in the improved patches method group. D. Negative control of the

improved patches method group.( Arrow towards to the BrdU positive cell,

Bar=50 pm)
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Fig. 2 The immunofluorescent results of co-labeling BrdU and other
markers after retrieved the antigen with the improved patches method.
A~C indicated the results of co-labeling BrdU and NeuN; D~F indicated
the results of co-labeling BrdU and p-CREB; G~I indicated the results of
co-labeling BrdU and DCX. (The green ones are BrdU, the red ones are

other markers co-labeled with BrdU, Bar=50 pum)
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