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Receive labeled Imlllullo unstained slides and
II ..~E slides from Spcciaillistology Labor:ltory
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Autostainer -
50.-1 runs according to:

• antibody
• pretreatment
• detection system

Run antibodies with conlrols
-Positive cOllll'01 pe.- AB.

leg. conlrol for detection system

Collate st:lined imllluno
slides with 1I ..'\.:E'5
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-
QC

Compare c:lch slide to hlock & II&E

Give Slides 10 Pathologist

0: GcncraJ\sOP\IIIC ERPR SOP-Version #2.(loc
Page 3 of7

CIHRT Exhibit P-1766      Page 3



PATHOLOGY AND LABORATORY MEDICI E
Mount Sinai Ilospital
Toronto, Canada M5G IX 1

»rinciples of Immunohistochemistry:

Refer to Hhuolog)'/ Immulto!lislOchemislry procedure flUlIllUl1 SOP# 3: Principles of
111Imil"0/1 ;stocllem iSffJl

Detection Syslell1s:

Optimal antibody titer and detection system arc predctcnnincd for each of tile antibodies
10 be run and and the infon1lation recorded.

Methodologies

First few runs (refer A/lllelle,1 Excel Sheel) ,:lrC run on DAKO AUlostaincr ( refer
l/is/()/ogyllmmllllo!lis{iJI.."hemisIIT SOP) . After validation and correction of Antibody
dilution the project is continued on LabVision Alllostainer 720.

Automated IHe Method:

Programming the Autostainer - LabVision 720:

All infonllatioll regarding antibody titer and detection system llsed is preprogramll1ed
into the computer in the protocoltcmplnte. (refer to La/wisiolllluIIJl/al. sectiol1 /3.6./
Creatillg a New StflillillJ.: Progmm).

Organization of Slides:

Group the slides in accordance with the antibody. stated on the QC Antibody chart. Both
antibodies ( L:R and PR) using Ilorsc anti-Illouse (IIAtl.l). Elite-ABC' detection system and
grouped togdher on the same run. Positive controls for each i.lnlibodv arc included. The
decision to usc negati\'e controls for e\ery hlod: is left lip (0 tl'~ uiscrction of the
pnthologisl. (refer to Attached Ex{'(!l.~heet)_

Pretreatment:
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Blocking ('IHlogCIlOUS I)igmcnts:

Interstitial peroxidase activity may be present in the tissue sections. In order to suppress
endogenolls peroxidase activity in fomlalin fixed tissue. perfonn the following:

Dcparaffinil'c the slides and lake down to water using descending grades of alcohol.
Block Ihe endogenous peroxidase activity by using a 3% aqueous solution of hydrogen
peroxide for <l 15 minutes. Wash well in 2 changes of lap water.

Antigen Rl'lricYal:

In order to unmask the antigen siLes the Microwave Antigen Rctricvalmcthod is
employed using the Microl11cd TT Mega with Tris Buffer pH 9.0 for both the antibodies.
The method c.m be found in the Jlis(olgyllmllJllllo/listoc/lembifry procedllre ",wlllal

SOP#4.

Blocking of Non-Specific binding of Endogenous Avidin/Biotin Activitv

Biotin is distributcd in a wide variety oftissucs. These tissucs may bind avidin.
biotinylatcd horscmdish peroxidase or other Biotin/A,-idin system componcnts \\ hich
cause non-specific binding. This occurrence can be suppressed by adding A\idin 10 the
nonnal blocking scrum and biotin to the primary.

Setting up the grid and map 011 the Autost~liner:

The: autostamcr capacity is 84 slides depending on the numbcr of antibodies and the
number of dctection systems used. Program the <lutostainer \\ ith the number or slides for
the antibodies being rUIl. 'I hc detection systcm inronnation is pre-programmcd into the
",:umpllter. The software deviscs a m,tp and a grid orthe antibodies 10 be tested. The map
and thc grid for each rUll <Ire saved. printed out, and logged.

I'rcparing re~lgel1ts for the Run
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An1ibody Prcpnration:

The optimal dilutions (refer ROlltine IllllibOily Data Sheet) of the primary antibodies arc
made up according (0 the volumes stated on the Reagent map. The primary antibodies arc
diluted in Antibody diluent with the addition orBiolin. The quantities are prepared fresh
for each nln.
Primary Antibody lIsed :

ER - clone 6FII ( Vector ;Cm # VPE613)
PR clone PgR 1294 ( DakoCytomation ; Cal # M3568)

The blocking serulll plus Avidin, the secondary and the tertiary antibodies arc made up in
Tris buffered saline and measured inlo the reagent vials according to lhe volumes stated
on Ihe reagent map.

Loading the Autostainer

The slides arc loaded in the <llllostaincr in acconl<.lnce with the map. The positions of the
reagent vials in the nIck are checked against the map.

Completing the Staining Run

Althe cnd of the staining run, save the Run Log. Remove the slides frolllthe machine.
Click on the Clean button to run the clean cycle.

Counters.aining .he slides

Wash the slides in running waler for a fe\\ seconds. CC"lIllraslain in Mayer's
I lematoxylin, followed by washing in wann running wal...:r. Differentiate 10 ·20 seconds
in Scott's Tap Waler followcd by washing in warm running \VHtcr. [)chydratc clear and
mount. The slides arc thell collated with their corresponding Ilclllatoxylin alld l:osin
stained slide.
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Qualitv Control

The quality control perfonncd for the project is in compliance with standard laborntory
practices (refer to HislO[Qgyllmlllllllo"islOdlemislI)' prtJcetlllre mltlltwl SOP#IO QlIlllity
COlltrol Progmm).

Each antibody tested is run with a positive control. cgalivc controls were run on each
patient block at the beginning orthe project .After Pathologist review it was decided lhal
no Negative control per block would be required .Instead there was one Negative control
per run (refer to Attllched Excel Char'). The control slides arc dated along with the test
slides that arc run in the same batch and the positive control slides arc riled in the
laboratory archive. The Negativc control slides I pcr blockJ are filed \\ ith the test projcct
slides .The eg;:ltive control slide 'per nml will he kept at our location.

Upon completion of staining, each IIIC staincd sli(le is comparcd to thc block it was cut
from and its cOITcsponding Il&E slide.

Each slide stained is checked microscopic;:dly for stain ,mel section quality this is
recorded on the ERJPR QC sheet.

All discrep;'lIlcies that arise during processing. cutting, and staining ;'Ire recorded on a
"Quality Assurance Problem Shcct.'· The description of the problem and the follow-up
andlor corrcctivc action arc included on this documcnt. Thcsc shccts arc kcpt in the "QC
Documcntation 2005" projcct binder.
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