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

1 hr
RT     Block  __1____ml PBS+FSG, __100 _ul S,_Horse
O.N.
4oC
Primary for eGFP (1:250) Cat# ab6673 Com. Abcam


___1___mL PBS+FSG, 100uL Horse Serum ___4uL___Ab

5 min
RT
PBS+FSG+Tween 20
5 min
RT
1XPBS
1hr        RT      donkey anti-goat Alexa Fluor -488 Cat#             Company: Invitrogen
  1ml PBS+FSG, 100uL Horse Serum,___10__ul secondary ab_+ 2ul SMaA 
Primary for SMaA-Cy3 (1:500) Cat# C6198 Com. Sigma

5 min
RT
PBS+FSG+Tween 20

5 min
RT
1XPBS

1hr
RT
Primary for mac-2 (1:500) Cedarlane


___1___mL PBS+FSG, 100uL Horse Serum ___2uL___Ab

5 min
RT
PBS+FSG+Tween 20

5 min
RT
1XPBS

1hr        RT      donkey anti-rat Dylight -650 Cat#             Company: 

DAPI (Invitrogen D21490) Dilute as instructed in manual then add 10uL/mL 
___1___mL PBS+FSG, 100uL Horse Serum___10uL___Ab

5 min
RT
PBS+FSG+Tween 20

5 min
RT
1XPBS
Coverslip with Prolong Gold (Invitrogen P36930) 
