UCSF Barcellos-Hoff Lab                                                                              7/16/2020                                     


TGF (1D11)- Immunofluorescence Protocol

1. This protocol has worked well using formalin fixed paraffin embed (FFPE) human breast and lung tumors sections.  

We use:

Primary antibody:

Mouse monoclonal Clone#1D11 TGFβ1,2,3 Ab (R&D, Catalog# MAB1835 Lot#CCI1514071) (working dilution is 1:50)
Secondary Antibody:

Alexa Fluor® 488 Donkey Anti-Mouse (Invitrogen, Catalog #A-21202, Lot #1644644) (working dilution is 1:200).

2.  Solutions needed:

0.5% Casein/PBS:  Make the day of experiment, stir for 1 hour, decant and use supernatant only.  Adjust pH to 7.2.  Casein does not go into completely into solution.  Can be used for two days if refrigerated.  Dilute primary antibody in this.  NOTE:  Be aware that some antibodies may not work when casein is used as blocking agent.  Substitute BSA or normal serum for the blocking protein in a controlled experiment if there is a problem with a particular Ab.  

0.1% Tween20/PBS: Add 1ml Tween20 in 1L 1xPBS, shake well before using. 
DAPI: working dilution is 1:200.

PBS

Xylene

Gradient alcohol (100%, 90%, 70%)

Saturated citric acid (H-3300, Vector Laboratories. Inc. Burlingame. CA94010)

Vectashield (Vector Laboratories H-1000, Palo Alto, CA)

3.  Don't forget to include sections for controls for autofluorescence (i.e. no 1st Ab, no 2nd) and background (substituting blocking reagent or normal serum or IgG of the species from which the Ab is derived).

4.  Staining Protocol:

(Heat the slides in the slide warmer at 56-58oC for 20 min.

(Deparaffination: place warm slides inside xylene (use 2 xylenes) and let solve the paraffin for 20 min in agitation, rehydrate through gradient alcohol: 100% 5 min; 90% 5 min; 70% 5 min; tap water 5 min with agitation.

(Antigen Retrieval: prepare 850ml antigen unmasking solution in water 841.5ml+8.5ml (1:100) of saturated citric acid. Immerse the slides into a 1L container and warm them in the microwave:

            9 min at power 8 in the microwave

           10 min at power3 in the microwave

           20 min cooling at Room Temperature

           Wash twice in water, then in PBS for 5 min

(Block tissue for 1hr in 0.5% Casein/PBS at R.T. From this point on sections should never dry, which causes very high background. Note: If the FFPE tissue is mouse tissue, before normal casein blocking step, mouse detective (BioCare Medical, Cat#MD975H) should be applied for 1 hour at R.T. to block the endogenous mouse antibodies.

(Prepare primary antibody dilution in 0.5% casein/PBS, 1st Ab 1:50 incubate in a humidified chamber in the refrigerator overnight. 

(Make sure that the section has not dried out. Wick Ab by tipping slide on Kimwipe. Wash immediately by agitating gently in 0.1%Tween20/PBS for 5 min.  Repeat two times.

(Prepare secondary antibody dilution (e.g.1:200) in 0.5% Casein/PBS in which DAPI is dilute 1:200. Drain section briefly, but well, and add drop 50 ul diluted secondary Ab/DAPI.  Incubate for 1 hr at R.T in dark.

(Decant Ab on Kimwipe. Wash immediately in 0.1%Tween20/PBS. Agitate gently for 5 min.  Repeat two times in PBS.

(Mount sections on small drop of Vectashield (Vector Laboratories cat #H-1000, Palo Alto, CA), put on coverslips (number #1 thickness), watching for air bubbles, wipe edges dry and seal with fingernail polish if desired. 
(Label slide box and store at -30oC in non-defrosting freezer.  Stained sections are usually good for a month, but it is best to view and photograph the staining for documentation within the first week.
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