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PURPOSE

The purpose of this procedure is to evaluate deposition of IgG, IgA, IgM, C3, C1q,  kappa and lambda light chains in tissue samples that are fixed in formalin-based fixatives and are paraffin embedded.
REAGENTS
1. Bond Enzyme 2 For Renal Columbia Protocol
      Reagents needed: 

1. Pronase  ( Refer to Pronase section below)

2. Tris buffer (0.05 M)  ( Refer  to Tris Buffer 0.05M below) 

 Enzyme 2  Preparation: Measure 3 mg ( 0.003 g) of  Pronase and add it to 4 ml of          0.05 M Tris Buffer. Mix well.
2.  Bond  Polymer Refine Detection kit:
Leica Microsystems  

Catalog # DS9800

Storage= (4˚ C )
3. Bond Primary Antibody Dilutent:

Leica Microsystems  

Catalog # AR9352

Storage= (4˚ C )
4. Bond Reagents: 

Refer to the Immunohistochemistry Anscillary Reagents and Preparation procedure, 2000-01-01-02 

5. Flex 95%:

Source= Thermo Scientific
Catalog # 8201
Storage:  Flammable cabinet

6.  Flex 100% : 

Source=Thermo Scientific
Catalog = 8101
Storage:  Flammable cabinet      

7. Primary antibodies for renal panel:

Renal IgG- Dako- Catalog # A0424 - (4˚ C )
Renal IgA-  Cell Marque- catalog # 267- A15 - (4˚ C )
Renal IgM - Cell Marque- catalog # 270- A15- (4˚ C )
Renal C3- Dako- Catalog # A0062- (4˚ C )
Renal C1q- Dako- Catalog # A0136- (4˚ C )
Renal Fib- Dako- Catalog # A0080 - (4˚ C )
Renal Kappa-  Dako- Catalog # A0919- (4˚ C )
Renal Lambda- Dako- Catalog # A0193- (4˚ C )
Renal NRS- Leica NRS- Catalog#  PA0777- (4˚ C )
8. Pronase:

Calbiochem

      Catalog # 53702

      Storage = (4˚ C )
9. Tris buffer (0.05 M):

Reagents needed:

a.
Trizma base (Tris[hydroxymethyl]aminomethane) (C4H11NO3)

Sigma Chemical Company - St. Louis, MO 63178

Catalog # T-1503

Storage:  Room Temperature

b.
Reverse Osmosis water ( RO) 
c.
Hydrochloric acid, concentrated (HCl approximately 37%)

Mallinckrodt Inc. - Paris, KY 40361

Catalog # 5587-03

Storage:  Room Temperature

Preparation Procedure: 
a.
Add 24.22g of Trizma base to 3800ml RO water.

b.
PH with concentrated hydrochloric acid to 7.6-7.8.
c.
QS to 4.0 L using RO water.

Storage:
(4˚ C )
Shelf life:
2 months

10. Xylene:

Richard Allan S.

Catalog # 6601

Storage: Flammable cabinet

11. Protein Block

Leica Microsystems

Catalog # RE7102
Storage: (4˚ C )

PROCEDURE

This procedure is not fully automated. Initial  preparation of slides  needs to be done manually before the automated run 
on the Bond III Autostainer.
A) Manual Preparation:

1. Turn on the 37 ˚ C (+ 3˚ ) waterbath. Put a boat filled with 0.05 M Tris in the waterbath to warm up. 
2. Fill a boat with RO water and leave it  at room temperature. 
3. Prepare 2 boats of xylene, 2 boats of  Flex 100 and 1 boat of Flex 95.
4. Make sure all the patient slides have  positive QC on them, otherwise if patient tissue is too big, pull separate QC and  create label from Bond. In this case,  Delete  the "Dewax " from each one of the labels that you order. The Dewax will be done manually. Print label for each positive control.
5. On Bond terminal, open patient labels for each renal antibody on the Bond screen. Delete the "Dewax" from each label by editing the properties of them.  Since you edited the properties,  reprint labels from Bond and stick it to appropriate slide.
6.  Group the slides with orders for Renal IgG, C3, Kappa, Lambda and NRS together and  the slides with orders for Renal IgA, IgM and C1q together as these 2 groups are incompatible on the Bond and will need to be run on separate trays. 
7. Deparaffinize the slides in 2 changes of xylene for 10 minutes each.
Note: At this step, while you are timing these incubations, refer to section B for reagent preparation and start the process of preparing your reagents and setting them on the Bond.
8. Put the slides in 2 changes of Flex 100 for 5 minutes each.
9. Put the slides in 1 change of Flex 95 for 5 minutes each.
10. Wash the slides in the boat filled with RO water for 20 dips.
11. Verify that the temperature inside the boat of 0.05 M Tris in the waterbath is up to 37 ( +3).  Then transfer the slides to 0.05 M Tris and incubate them for 30 minutes.
B) Reagent  Preparation 
Pull  the following 7 ml containers for columbia protocol  and prepare them as follow:
1. Enzyme2 for Columbia protocol -  This needs to be made fresh daily.  Discard any left over reagents from previous run in the container. Measure 0.003g of Pronase and dissolve it in 4 ml 0.05M Tris buffer. Mix well and add it to the 7 ml container. Scan and refill the container. Then , make a reagent lot label. Correct measurement of the pronase is very critical as it can overdigest ,if used too much. Depending to the number of slides run, you might need to fill more than one container for the Enzyme 2.
2. Protein Block-  pull the bond container labelled as Protein block for columbia protocol and set it on the reagent tray. 
3. Tris 0.05 M - pull both 7 ml containers  labelled as "Tris 0.05 M columbia protocol"  and set it on the reagent tray.  
4. Primary renal antibodies- pull all the needed primary renal antibodies.  Remake them if it is older than a month.
5. Scan and refill any of the above reagent containers that was refilled or remade. Print the reagent lot label for the date made. 
6. Set all the above containers in a reagent tray and set them up on the Bond. Add one refine detection kit .
C) Automated Run

1. After 30 min incubation in 37 degree 0.05 M Tris, set up the slides on the Bond racks.  Put slides that are compatible to gether  on the same tray 
2. Add the covertile to each slide and load them on the Bond autostainer.
3. Start the run ASAP to prevent tissues from drying. Bond will only allow 10 min from the time of  loading the slides to the time to start the run.
Notes:
1. Refer to the Immunohistochemistry procedure as how to set up your reagents and slides on the autostainer Bond III.
2. Refer to the Antibody worksheet for Bond to find the current dilution for the validated antibodies.

3. Use Bond diluent to make the dilution of the antibodies.

4. For best result make the primary antibodies and Pronase fresh daily.
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