Single staining paraffin sections – Oct4 C10 (Santa-Cruz)
DATE:  
# SLIDES:           INVESTIGATOR:      SERUM:_the same species as secondary Ab 
5um paraffin sections used; deparaffinized and rehydrated to dH2O

30 min RT      Endogenous peroxidase 200ml MEOH + 3ml H2O2 (30%)

5 min    RT      dH2O

1 min pressure cooker Antigen Retrieval  320 ml dH2O 3 ml conc. Unmasking sol.

1 hr        RT    cool slides in unmasking sol slightly covered

5 min    RT      PBS

1 hr.       RT     Block 1 ml PBS +FSG, 100 ul ___Serum, 4 drops Avidin
                        Blot
O.N.      4oC    Primary Antibody (C10, S-C)  or IgG control the same concentration
               
1 ml PBS + FSG , 100 ul ___Serum, 4 drops biotin, ____ul Ab  For titration 1:10, 1:50, 1:100, 1:250
5 min     RT      PBS+FSG

1 hr        RT      2’antibody 
                         1 ml PBS +FSG, 100 ul ____ serum, ____ ul 2’antibody

5 Min     RT      PBS + FSG

30 min
   RT
ABC kit


1 mL PBS w/o FSG, 20 uL A, 20 uL B

5 min     RT
PBS w/o FSG
5  min RT 
DAB 10 mL PBS + 1 tablet DAB + 7.5 uL H202

5 min     RT
dH20

4 sec  RT
Hematoxylin

5 min     RT
Wash:  running tap water; 1 min blueing solution RT

3 min     RT
Wash:  running tap water, dehydrate, clear and coverslip in Xylene-based mounting media
