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Protocols of IHC staining

1. Deparaffinize and hydrate the sections in xylene-ethanol series:
Put the sections in xylene at 60°C for 10 minutes,

xylene 1, 3-5 seconds

xylene 2, 3-5 seconds

100 % ethanol, 3-5 seconds

90 % ethanol,3-5 seconds

80 % ethanol, 3-5 seconds

75 % ethanol, 3-5 seconds
2. Rinse the sections in the tap water for 3-5 minutes;
3. Rinse the sections in PBS (pH = 7.0) for 3x5 minutes ;
4. Dip in Hydrogen peroxide (1%, 10 minutes);
5. Place the sections in the boiling sodium citrate buffer (100 °C pH= 6) for
10 minutes.

Cool down the sections at the room temperature;
6. Rinse the sections in PBS for 3x5 minutes;
7. Incubate the sections with first antibody diluted in PBS(pH = 7.0) containing goat
serum albumin (5%) and 0.03% Triton X100 at 4°C overnight;
8. Rinse the sections in PBS for 3x5 minutes;
9. Incubated with secondary antibody diluted (2:1) in PBS for 1 hour at 37°C in the
incubator.
10. Rinse the sections in PBS for 3x5 minutes;
11. Stain with DAB solution forlminute;
12. Dehydrate and transparentize in reversed ethanol and xylene series;

75 % ethanol, 3-5 seconds

80 % ethanol, 3-5 seconds

90 % ethanol,3-5 seconds

100 % ethanol, 3-5 seconds

xylene 1, 3-5 seconds
xylene 2, 3-5 seconds

13. Cover the sections with Neutralbalsam.



R L EAORBIK ST AN X

BEIAFR H LA R RARE R
HE | Congo | M-Ag | Kluver | Gallyas | AT8 | a-syn | BA4 | TDP43 | p62 | RD3 | RD4

1 G. pre + postcentral g gr R A s R | X x
2 Meninges i i X X X
3 Hypothalamus R x
4 Temoral pole UK x x x x x x x x
5 Frontal A X X X X X X X
6 Gyrus cinguli | X X
7 Caudatum / Putamen IR Tk X
8 Putamen / Pallidum/ Ins. T AR, B X
9 Amy + ent. cort. AR, NIRRT x X x x x
10 Hippocampus ant. I RTEL X X X X X
11 Hippocampus mid. T 1 v x x x x x x x x x
12 Hippocampus links 5 J5 Ui X X X X
13 Thalamus / subthal. e 05 % e x
14 Lob. par. inf. (cerad) TR 7N X X X
15 Parietal T X X X X X X X
16 Occipital pole R X X X X x x x
17 Substantia nigra i X X
18 Colliculus inf. / pons Fsi iy T x
19 Loc. Coeruleus / pons i A7 5 D X x




20 Cerebellum / dent. AN N x
21 Medulla oblongata JEHE X
22 Spinal cord C B HESE x
23 Basilar Artery FEE BNk X
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& 2. AD JR I IR A L i Ar F LSRR ph R

FELATR H3CA R RARE RRA
HE | Congo | M-Ag | Kluver | Gallyas | AT8 | a-syn | BA4 | TDP43 | p62 | RD3 | RD4

1 G. pre + postcentral rreRT A g [ | x X
2 Meninges i g X x x
3 Hypothalamus T Fe x x
4 Temoral pole M x x x x x x x x
5 Frontal A X X X X X X X
6 Gyrus cinguli o5 = X X X
7 Caudatum / Putamen K, S x x
8 Putamen / Pallidum/ Ins. A ABR B X x
9 Amy + ent. cort. AR, PR 7 i x X x x x
10 Hippocampus ant. O ETE X X X X X
11 Hippocampus mid. el x x x x x x x x x
12 Hippocampus links 55 )5 g X X X X
13 Thalamus / subthal. e 2 JEg e i x
14 Lob. par. inf. (cerad) TR 7N X x X
15 Parietal ThirH X X X X X X X
16 Occipital pole iR X X X X X X X
17 Substantia nigra 22455 X x X
18 Colliculus inf. / pons i x
19 Loc. Coeruleus / pons I 7 5 DX x X




20 Cerebellum / dent. AN N El X
21 Medulla oblongata SEHE X
22 Spinal cord C B HESE X
23 Basilar Artery FE BNk x
St 23 15




& 3. PDIRBIHIREA G IO R H LR MR
FELATR H3CA R RARE RRAAL
HE | Congo | M-Ag | Kluver | Gallyas | AT8 | a—syn | BA4 | TDP43 p62 | RD3 | RD4
1 G. pre + postcentral A depy[E Al g S5 e | X X X
2 Meninges iR X X X
3 Hypothalamus % X
4 Temoral pole itk X X X X X X X X X
5 Frontal il x| % X X X | X X | X
6 Gyrus cinguli o5 = X X X
7 Caudatum / Putamen B, 7% X
8 | Putamen / Pallidum/ Ins. | SeiZ&mHER. Hf | X
9 Amy + ent. cort. AR, R | X X X X X X
10 Hippocampus ant. T ER X X X X X
11 Hippocampus mid. I X X X X X X X X X
12 Hippocampus links 1 5 i X X X X X
13 Thalamus / subthal. e i % i X
14 | Lob. par. inf. (cerad) TR 7Nt X X X
15 Parietal T X X X X X X X X
16 Occipital pole L X X X X X X X
17 Substantia nigra B X X
18 | Colliculus inf. / pons Foi#fr T~ X
19| Loc. Coeruleus / pons Jivi A W5 B X X X
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