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PURPOSE

This procedure will explain what steps need to be taken for titering the new lot of reagents including new lot of antibodies and detection kit. This is to determine optimal staining pattern of antibody in properly prepared tissue samples. 

Materials needed

1. Titration worksheet
2. Antibody data sheet
3. Antibody diluent
4. Bond titration kit and inserts
5. Bond Titration sheet
6. Concentrated antibodies
7. Pipet and pipet tips

PROCEDURE
I)  If New lot of antibody is received

1- Use the antibody's data sheet and determine suggested dilution.

2- Perform a range of 3 serial dilution using one dilution below and one dilution above suggested dilution ( i.e. if suggested dilution is 1:100, do 1:50, 1:100, 1:200  dilution). 

3- Fill out the Titration worksheet.  

4- Order them in PowerPath under RU number created for IHC QC. Type in the instruction the details of what needs to be done.

5- Pull appropritate positive QC to run the 3 titer. In addition pull one extra positive Qc to run the current lot of antibody.  Per CAP guideline all  new antibody lots need to be run in parallel with the current lot of antibody in use.

6- Fill out the Bond titration sheet and calculate the amount of diluent and concentrated antibody needed for all dilutions. Assign titration kit numbers to each dilution.

7- Use the assigned titration kit and insert to make the appropriate dilutions accordingly.

8- Label the vial for the new lot with the date opened.

9- Use the Bond titration sheet and create labels for all your titers and stick it to the positive control.

10- Scan each titration kit and refill it so that the Bond do the dip testing in each and measure the volume needed.

11- Set up your slides on the Bond tray and cover it with covertile.

12- Set the detection kit and the titration kit and the current 7 ml container for the antibody of choice on the reagent panel.

13- Make sure all the reagents are enough for the run.

14- Schedule the run.

15- After run complete, finalize the slides you ran in PowerPath by completing the orders.

16- Review slides with the IHC director to determine the optimal dilution. If additional workup is needed, follow up with it.

17- Otherwise, on the " titration worksheet" check off the accepted dilution , record approval date, Tech initials and the Doctor's approving.

18- Refer to the procedure " How to file workup and titration slides and documents" for steps to take after dilution approval.

.

II) If New lot of Bond Detection Kit is received

1. Fill out one " Titration worksheet" .
2. Pull 2 sets of positive QC for either cytoplasmic , nuclear or membranous pattern antibodies like Cam5.2, Ki67 or CD7. Per CAP guideline all deletion kit lots need to be run in parallel with the current lot of antibody in use.

3. Order them in PowerPath under RU number created for IHC QC. Type in the instruction the details of what needs to be done.

4. Create Bond label for each slide. In the comment of case created, document the lot # of the detection kit and if the lot is new or current.
5. Print the label from Bond printer and stick it to the appropriate QC slide.
6. Set up the current lot Qc slides on separate tray than the new lot QC slides. Put the antibodies needed on the reagent platform.
7. Lower  the first tray with current lot Qc slides and insert the current lot detection kit. Schedule the 1st tray  to start.
8. Pull the  current detection kit out of the reagent platform.
9. Lower the second tray with new lot QC slides. Insert the new lot detection kit. Schedule the second tray to start.
10. Now you can insert back the current detection kit that you pulled out in step 8.  
11.  This is to assure that Bond knows which detection kit to use with which set of slides.
12.  After completion of stains on the Bond, put the slides in a pallet with the appropriate " Titration worksheet" .
13. Review the slides with the IHC director or fellow for consistency and comparison.
14. Record the approval on the worksheet.
15. Put the approved slides in a slide sleeve and attach it to the titration worksheet and detection kit 's data sheet.
16. File them in the data sheet binder under thesection for Bond reagents.
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