DATE:   ________# SLIDES:  ___   INVESTIGATOR:  _______________ SERUM: Horse
10um paraffin sections used

deparaffinized and rehydrated to dH2O

Dip in dH2O 

30 min
RT      Endogenous peroxidase 200ml MEOH + 6ml H2O2 (30%)

5 min   RT      dH2O

20 min microwave Antigen Retrieval (Vector Labs H-3300)  320ml dH2O 3ml conc. Unmasking sol 
1 hr   
RT    cool slides in unmasking sol slightly covered

5 min  
RT      1XPBS

30min 
RT     Block  __1____ml PBS+FSG, __100 _ul S,_Horse + 4 drops streptavidin
30min 
RT     Block  __1____ml PBS+FSG, __100 _ul S,_Horse + 4 drops biotin

O.N.
4oC
Primary for OCT4-biotin (    ) Cat#          Com.  


___1___mL PBS+FSG, _100__uL _Horse_ Serum___uL___Ab

TAKE OUT TSA KIT #42 to THAW

5 min
RT
PBS+FSG+Tween 20
5 min
RT
1XPBS
1 hr 
  RT
Secondary SA- HRP conjugated 



__1mL__ PBS;  100uL Horse Serum; 20uL Ab

5Min
  RT
PBS+FSG +tween 20

5Min
  RT
PBS

10Min
  RT
Tyramide-biotin (BT) - 555



_1mL_ amplification buffer; _10uL_ BT; _10uL Intermed Dil



Intermed Dil (200uL Am Dil + 1uL 30%H2O2)

5 min
RT
PBS+FSG+Tween 20
5 min
RT
1XPBS

1hr
RT
Primary for GFP (1:100)  Company: Abcam Product: ab6673


___1___mL PBS+FSG, _100__uL _Horse_ Serum___10uL___Ab
5 min
RT
PBS+FSG+Tween 20

5 min
RT
1XPBS

1hr
RT
Secondary for GFP anti-goat 647 (1:100)  Company: Invitrogen  Product: 


___1___mL PBS+FSG, _100__uL _Horse_ Serum___10uL___Ab
Primary for SMaA-FITC (1:500) Cat#F3777 Com. Sigma

DAPI (Invitrogen D21490) Dilute as instructed in manual then add 10uL/mL 

5 min
RT
PBS+FSG+Tween 20

5 min
RT
1XPBS

Coverslip with Prolong Gold (Invitrogen P36930) 
