Immunofluorescence on Paraffin Sections

1. Dewax paraffin sections and bring to water.

2. Keep sections for 30 min. in warm (370C) TRIS (pH 7.6, 0.5 M) buffer.

3. Enzyme pretreatment (Pronase*) for 60 min. at 370C

4.  Place sections for 30 min. in cold TRIS buffer (pH 7.6, 0.5 M)

5. Clean sections for 5 min. in PBS / 0.1% Tween 20

6. Antibody incubation at room temperature for 60 min. in moist chamber (see separate list of antibodies)

7. Clean sections twice for 5 min. each in PBS

8. Cover sections with Gelvatol-Gallat

*Solution:

Dissolve Pronase (Roche Cat. No. 165921) in TRIS (pH 7.6,  0.5 M)

Concentration: 75 mg pronase on 100 ml

Pronase may be used several times but not longer than for 2 weeks.

Link

Roche Diagnostics Corporation: https://www.roche-applied-science.com

ABC Elite for renal biopsies  (Paraffin sections)

Procedure

1. Dewax and bring to water (PBS)

2. Treat sections with pronase 0.1%
in water bath at a constant  temperatutre 

of 37 °C








for
20 –30 min.

3. Stop enzyme reaction in cold buffer (TRIS buffer 0.5 M, pH 7.6)

    at 4 °C in the refrigerator


 



for
30 min 

4. H2O2 –methanol treatment (add 1 ml H2O2  (30%) to 100 ml methanol) 

    (to block endogenous peroxydase)





30 min. 

5. Wash sections in PBS 







2 x10 min.

6. Bring sections into milk powder (Skim milk powder (www.Merck.de, 4% in PBS) 










for 
90 min. 

7. Remove milk powder-PBS by tilting (do not rinse!) 

8. Incubate with the primary antibody in a moist chamber at 4 °C in the refrigerator  overnight


9. Drain primary antibody, wash in TRIS 0.5 M (pH 7.6) /PBS (1: 10) 
2 x 5 min. 

10. Apply secondary biotinylated link antibody



for
30 min.

11. Incubate with Avidin-Biotin-Enzyme Complex (ABC ELITE Standard) for 
30 min. 

12. Wash sections in TRIS buffer (see above) 




2 x 5 min.  

13. Wash sections in TRIS buffer (0.05 M, ph7.6) 



for 
20 min. 

14. Incubate with DAB as chromogen




for 
6 min. 

15. Wash in PBS 








2 x 5 min. 

16. Put sections in osmiumtetroxyd (to enhance contrast of the reaction product)
for
 2 min. 

17. Rinse sections in PBS







2 x 5 min. 

18. Stain in Harris hematoxylin





for 
4 min. 

19. Rinse in destilled water 

20. Differentiate in HCl-alcohol 0.5%




4x 
brief

21. Rinse in tap water and blue






10 min.

22. Clean slides (osmium)

23. Rinse in tap water






for                   5- 10 min.

24. Dehydrate through alcohols, clear in xylol (3 times)

25. Mount sections as usual

Solutions

Pronase

0.5 gr pronase (Sigma Protease E Type XIV No. P-5147)

500 ml TRIS 0.5 M (ph 7.6)
Diamino-benzidine (DAB) - tablettes (Sigma, No. D5905-100TAB ) 
Osmiumtetroxyd stock solution

Boil 50 ml nanopur water

Add to 1 gr OsO4 (Simec, www.simec-service-ch)

Cool and filter

Use for 100 ml PBS 6 ml stock solution

Note: Pronase treatment for 20 min. is recommended for local hospitals, 30 min. for remote hospitals with longer fixation.

Link

Sigma-Aldrich Co.: http://www.sigmaaldrich.com/
ABC Elite for SV40 T-Antigen 

Procedure

1. Dewax and bring to water (PBS)

2. Microwave pre-treatment: at 98 °C in citrate buffer (10 mM, ph 6.0)

for 60 min.

3. H2O2–methanol treatment (add 1 ml H2O2  (30%) to 100 ml methanol) 

 (to block endogenous peroxydase)






30 min.

4. Clear sections in PBS 







2 x 10 min.

5. Cover  sections with normal horse serum (Vector Laboratories: S-2000) for 
20 min.

6. Remove normal serum by tilting (do not rinse!)

7. Incubate with the primary antibody (mouse-anti-SV40, dilution: 1:2000) in moist chamber 

     at 4 °C in the refrigerator  






overnight

8. Remove primary antibody by tilting

9. Wash sections in TRIS 0.5 M (pH 7.6) /PBS (1: 10)



2 x 5 min. 

10. Apply link antibody: Biotinylated horse-anti-mouse IgG 

      (Vector Laboratories: BA-2000)






30 min

11. Wash sections in TRIS 0.5 M (pH 7.6) /PBS (1: 10)



2 x 5 min. 

12. Incubate with Avidin-Biotin-Enzyme Complex (ABC ELITE Standard, VECTOR: PK-6100)









for 
30 min. 

13. Wash sections in TRIS buffer (see above) 




2 x 5 min.  

14. Wash sections in TRIS buffer (0.05 M, ph7.6) 



for 
20 min. 

14. Incubate with AEC as chromogen (DAKO ready to use: DAKO:K 3464) at room temperature









for 
10 min. 

15. Rinse in destilled water  three times 

16. Stain in Mayer’s hematoxylin





for 
1 min.

17. Rinse in tap water and blue






5 min.

18. Mount sections with Medi-Mount (medite Medizintechnik AG)
19. Place sections on a hot plate (60 –70 °C)




10 min. 

Note: Always stain control sections with a known strong positivity.

Links

VECTOR Laboratories: http://www.vectorlabs.com/
Dako: http://www.dako.com/
Medite Medizintechnik AG: http://www.medite.ch/
ABC Elite for C4d

Procedure

1. Dewax and bring to water (PBS)

2. For antigen retrieval use only autoclave 120 °C (at 1 bar) in citrate buffer (ph6) 20 min. 

3. Clear in PBS 








2 x 5 min. 

4. H2O2–methanol treatment (add 1 ml H2O2  (30%) to 100 ml methanol) 

    (to block endogenous peroxydase)





30 min. 

5. Wash in PBS 








2 x 5 min. 

6. Avidin block (Zymed Laboratories: No 00-4303)


for 
10 min. 

7. Wash in PBS 








2 x 5 min. 

8. Bring sections into milk powder-PBS (4%) for 




90 min. 

9. Remove milk powder-PBS by tilting (do not rinse!) 

8. Incubation with the primary antibody in moist chamber at 4 °C in the refrigerator  overnight

9. Remove primary antibody by tilting, wash sections in TRIS 0.5 M (pH 7.6) /PBS (1: 10) 

10. Link: secondary antibody (Anti-rabbit-Biotin) at room temperature
for
30 min.

11. Wash sections in PBS 







2 x  10 min.

12. Incubate with Avidin-Biotin-Enzyme Complex (ABC ELITE Standard, VECTOR: PK-6100)









for 
30 min. 

13. Wash sections in TRIS buffer (0.05 M, ph7.6) 



for 
20 min. 

14. Incubate with AEC as chromogene (DAKO ready to use: DAKO:K 3464) at room temperature








 for 
10 min. 

15. Rinse in destilled water  three times 

16. Stain in Mayer’s hematoxylin





for 
1 min.

17. Rinse in tap water and blue






5 min.

18. Mount sections with Medi Mount (medite Medizintechnik AG)
Links

Zymed Laboratories: https://catalog.invitrogen.com/
Medite Medizintechnik AG: http://www.medite.ch/
Antibodies and Standard Reagents used for Immunohistochemistry

Antibodies


Immunoglobulines and complement factors from DAKO



Rabbit Anti-Human IgG, specific for gamma-chains Code No. A 0423



Rabbit Anti-Human IgM, specific for Mu-chains Code No. A 0426



Rabbit Anti-Human IgA, specific for alpha-chains Code No. A 0262

Rabbit Anti-Human C3c complement, Code No. A 0062

Rabbit Anti-Human C1q, complement, Code No. A 0136

Rabbit Anti-Human C4c,complement Code No. A 0065

Rabbit Anti-Human Fibrinogen, Code No. A 0080


Monoclonal Anti-human SC5b-9 Neoantigen: Quidel: Cat. No. A 233,  Art.No. 61939


SV40 40 T Ag (Ab-2); Oncogene Cat// DP02


Anti human C4d Antibody (C4dpAB); Biomedica Gruppe Cat.No. BI-RC4D

VECTOR ABC ELITE KIT: ABC KIT (Standard): PK-6100

Milk powder-PBS (Skim milk powder (www.Merck.de, 4% in PBS

Normal serum: Normal horse serum (Vector, S-2000)
Secondary antibody (Anti-rabbit-Biotin): Biotinylated Anti-Mouse IgG (H+L), made in horse (VECTOR, BA-2000)

Chromogens: 
Diamino-benzidine (DAB): Tablettes ((Sigma, No. D5905-100TAB )
Amino-ethyl-carbazole (AEC): Dako K 3464

Links

Dako (DK-2600 Glostrup): http://www.dako.com
Quidel Corporation: http://quidel.com
Oncogene research products: http://www.merckbiosciences.co.uk/
Biomedica Gruppe: http://www.biomedica.co.at/
