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HE 7 8 AR T & b A S AT R K & 7 4(hematoxylin-eosin, H&E) % &,
Fa b 3 (luxol fast blue, LFB)# & 7 ik 49 AL A H £ 30 M A & % 9% M fn A 88 X (experimental
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The Optimization of H&E and LFB Staining Technique of Frozen
Sections and Its Application in Autoimmune Diseases
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Abstract This study was designed to investigate the optimization of hematoxylin-eosin (H&E) staining
and luxol fast blue (LFB) staining in the frozen sections and application of histopathological analysis in experimental
autoimmune encephalomyelitis (EAE). Five spinal cord samples were prepared from normal C57BL/6 mice and EAE
mice, and each of the sample was divided into two halves for frozen embedding and paraffin embedding relatively.
In the optimized conditions, results of the H&E staining and LFB staining between frozen sections and paraffin

sections were compared. In paraffin sections, a fine morphology and structure of the cells were observed in H&E
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and LFB staining. In frozen sections, the clarity of the cells structure which was stained by H&E and LFB was almost
identical with paraffin sections. The methods of H&E and LFB staining based on frozen sections were further applied
to analyze the pathological changes in EAE model, and found it could repeat the known phenomena that S-arrestin2
knockout reduced EAE pathogenesis. After optimizing, staining methods based on frozen sections can achieve a similar
fine performance to paraffin sections. In addition, the procedure of frozen sections production was simple and fast.
Furthermore, the staining was more time-saving efficient than paraffin sections. The optimizing methods were also

could be preferably applied to analyze pathological changes of autoimmune disease, which would have a wide range of

applications in the study of autoimmune diseases, especially in an animal model of multiple sclerosis.
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R G ERTRE10 °C); A4 °CIR1F. AED)
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AN YR O AR 43 Ll 2 (R N A B M 2 5, XA
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#x£P<0.001, 5IEH /MU
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Fig.1 EAE score of MOG-induced EAE in C57BL/6 mice
and Naive controls
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H&E staining (A: frozen sections; B: paraffin sections) of spinal cords isolated from Naive and EAE mice; C: infiltration of spinal cords was analyzed.
**P<0.01 vs relative Naive controls.

E2 ER/NRMEAENREBEHKET R URAET AHH&ERE
Fig.2 The H&E staining of spinal cords isolated from Naive and EAE mice
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LFB staining (A: frozen sections; B: paraffin sections) of spinal cords isolated from Naive and EAE mice; C: demyelination of spinal cords was
analyzed. **P<0.01 vs relative Naive controls.

E3 EE/NRFMEAENREBENKRT UKL AEY FHLFBRE
Fig.3 The LFB staining of spinal cords isolated from Naive and EAE mice
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MuZiit; D: BEICP B RERS 5 4 HLGiit . *P<0.05, *+P<0.01, 1587 A4 B/ RALMIEE .
Frozen sections (A: H&E staining; B: LFB staining) of spinal cords isolated from WT mice and f-arrestin2 KO EAE mice; C: infiltration of spinal
cords in A were analyzed; D: demyelination of spinal cords in B were analyzed. *P<0.05, **P<0.01 vs WT mice.
El4 EAEEAREMEE BB MB-arrestin2 KONFEBEKEY FHHKEL B MLFBRE
Fig.4 Frozen sections of spinal cords isolated from WT and f-arrestin2 KO EAE mice
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