2006 01 T 2966 CP
IN THE SUPREME COURT OF NEWFOUNDLAND AND LABRADOR
TRIAL DIVISION

BETWEEN:

VERNA DOUCETTE PLAINTIFF
AND:

EASTERN REGIONAL INTEGRATED
HEALTH AUTHORITY DEFENDANT

BROUGHT UNDER THE CLASS ACTIONS ACT
BEFORE THE HONOURABLE MR. JUSTICE THOMPSON,
CASE MANAGEMENT JUDGE

ANSWERS TO INTERROGATORIES

In answer to the Interrogatories of the Plaintiff dated March 30, 2007, I make oath, as a
representative of Eastern Regional Integrated Health Authority, and say that to the best of my
knowledge, information and belief, based on my review of medical literature and my experiences
and interactions with oncologists, pathologists and other medical professionals on the topic of

breast cancer and breast cancer testing, as follows:

1. As to paragraph 20 of your Affidavit dated February 9, 2007, how many ER/PR fests
were done on the Dako system from May 1997 to April 20047

Answer: There were 2214 ER/PR breast tissue tests conducted on the Dako system from
1997, when the Dako testing commenced, to April 1, 2004. Some, but very few,
lymph node tissue samples as well as metastatic tissue samples may be included

in this figure.
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2, How many ER/PR tests on the Ventana system from May 2004 to August 2005?

Answer: There were 495 ER/PR breast tissue tests conducted on the Ventana system from

April 1, 2004 to August 1, 2005.

How many ER/PR tests were done on a year to year basis, stating total number of tests

Lo

and total number of negatives for each year:

Dako system Total Tests Negatives

May 1997 to December 31

January 1, 1998 to December 31
January 1, 1999 to December 31
January 1, 2000 to December 31
January 1, 2001 to December 31
January 1, 2002 to December 31
January 1, 2003 to December 31
January 1, 2004 to December 31

Ventdna system

April 2004 to December 31
January 1, 2005 to July 31

Answer: The following is a summary of the total number of breast tissue ER/PR
tests conducted on a year to year basis and the total number of clinically
negative tests each year. In 1997, when testing commenced on the Dako
system, a test was clinically positive if tumour tissue cells stained at 30%
or more. This standard changed at the beginning of 2001 such that if
tumour tissue cells stained at 10% or more, then the test was deemed

positive.

Dako system Total Tests  Total Negatives
May 1997 to December 31 137 57
January 1, 1998 to December 31 147 76
January 1, 1999 to December 31 360 126
January 1, 2000 to December 31 370 170
January 1, 2001 to December 31 374 143
January 1, 2002 to December 31 344 147
January 1, 2003 to December 31 373 89
January 1, 2004 to April 1, 2004 109 16
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Ventana system

April 2004 to December 31 381 41
January 1, 2005 to July 31 114 19

4. As to paragraph 21, of the 330 (763 less 433) false negatives found on retesting by Mount

Sinai, how many occurred while the Dako system was in use?

Answer:

My Affidavit dated the 9 day of February 2007 reviewed test results from the
perspective of treatment change rather than a change in test results. Of the 330
remaining patients calculated by question #4, a further 13 patients of the 330
patients calculated did not see a change in their test results but a change in
treatment was recommended as the standard interpretation of what constituted an
ER-positive result had changed between the time of the original testing and the
Tumour Board’s review. Of the remaining 317 patients, whose test results were
different on retesting at Mount Sinai, a further 4 had a change in their diagnosis
and another 4 saw their test results change from positive to negative. Therefore,
there were 309 patients whose test results were different on retesting at Mount

Sinai and 306 of those patients’ original test results were obtained using the Dako

system.

3. As to paragraph 25, what criteria were used in the selection of the 101 patient samples

Jor retesting?

Answer:

The 101 patients referred to in paragraph 25 of my Affidavit were not “selected”
for retesting. A decision was made by an Ethics Committee during the retesting
process that no further tissue samples for deceased patients would be sent for
retesting unless a request was made by the deceased patient’s family. At that
time, 101 of the 176 deceased patients’ tissue samples had been retested. A

further 2 were retested upon request.
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0. As to paragraph 25(c), were the families or attending physicians of the 73 deceased

patients notified that there would be no retesting?

Answer: The families and attending physicians of the 73 deceased patients were advised
through press releases and general advertising that the tissue samples of deceased

breast cancer patients could be retested at the family’s request.

7. As to paragraph 25 (a) and (b), of the 103 deceased patients originally reported as
negative and not refested by Mount Sinai, where was the retesting done and what were

the results (ie. false negatives)?

Answer: As of today’s date there are 105 deceased patients whose results have been
retested at Mount Sinai. Of those 105 patients, 68 saw no change in their results,
1 originally clinically positive result, on retesting, was determined to be clinically
negative, and 36 patients’ test results changed from clinically negative to

clinically positive.
8. Were the false negatives reported to the families or attending physicians?

Answer: Through press releases and general advertising the families and attending
physicians of deceased patients were advised that they could request the breast

tissue test results.

9. How many of the deceased patients were originally tested on the Dako system, and on

retesting, were false negative?

Answer: Of the 36 patients that saw a change in their test results, all were originally tested

on the Dako system.
10.  As to paragraph 29, what controls were run in all instances?

Answer; Technical controls were run in all instances. Technical controls are the inclusion

of confirmed positive control patient tissue samples.

11, What is the hospital policy on documentation of controls and on retention of the

documentation?
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Answer: There is no written hospital or lab policy on the documentation of controls and the
retention of such documentation. The lab policy, based on the manufacturer’s
protocol, was that a lab technologist would run a technical control with each batch
of tests. In 1997 and 1998 all test results were interpreted in St. John’s by one
pathologist; therefore, only one control was required. However, in 1999 test
results were sent to pathologists outside St. John’s for interpretation. Therefore,
several controls might be run for a single batch of tests such that each pathologist
interpreting results would receive a control slide in addition to the patient’s or
several patients’ test results. For tests interpreted in St. John’s, the technical

control slide would be filed with the test slides and maintained for 20 years.

As part of the lab’s policy, the technologist would enter the date, time and number
of tests run and number of controls run into the meditech computer system. By
2001, with computer upgrades, technologists included more particulars regarding
the type of tests run. The pathologist would then sign out the slide(s) from the lab
and produce a lab report. The report(s) should refer to both the technical and

internal controls run.

12. What were the controls used during the analytic phase (from paraffin section to the

Staining machine — antigen retrieval)?

Answer: See responses to questions 10 and 11.
13. Does the documentation show the controls were working in all documented cases?
Answer: Not all pathologists referred to the technical and internal controls in their reports.

I estimate that in 50% of all cases the pathologist referred to the technical controls

in his or her report.

14, What antibodies were used by Eastern Health while the Dako system was in use?

(Esirogen and Progesterone).

Answer: From 1997 to December 2000 the 1D35 ER clone was used and the 1A6 PR clone
was used. From December 2000 to April 1, 2004 the 1D5 ER clone was used and

the PgR 636 PR clone was used.
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15. What staining procedures were used at Mount Sinai in performing the retesting, Dako or

Ventana?
Answer: Mount Sinai used the Dako system.
16. Whar antibodies, both progesterone and estrogen, were used by Mount Sinai?

Answer: On retesting at Mount Sinai the 6F11 ER clone was used and the PgR 1294 PR

clone was used.

17. Please provide a copy of the bench procedure for antigen retrieval during the use of the

Dako system?

Answer: Please see the bench procedures for 1D5 ER clone, 1A6 PR clone, and PgR 636

PR clone attached.

SWORN TO at St. John’s, in the province )
of Newfoundland and Labrador, this 0%y
of May, 2007, before me:

f _
j&vuﬂj @ L AdoU ) /AM f—

A A %(J» (\(\ <o~ éj\/ Heather Predham
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Presentation

Storage
Clone
Immunogen

Specificity/reactivity

Staining procedures

Specification Please note

Some information

Sheet is Lot dependent.

Monoclonal Mouse
Anti-Human Estrogen Receptor
Clone 1D5

Code No. M 7047

Lot 070. Edition 02.08.00

Monoclonal mouse antibody supplied in liquid form as tissue culture supernatant (RPMI
1640 medium containing fetal calf serum) dialysed against 0.05 mol/L Tris/HCI, pH 7.2
containing 15 mmol/L NaNa.

Mouse lg concentration: 260 mg/L.

Isotype: 1gG1, kappa.
Total protein concentration: 20.8 g/L..

2-8°C.
1D5. (1).
Recombinant human estrogen receptor protein (1).

The DAKO antibody reacts with the N-terminal domain (A/B region) of the receptor (3). In
immunablotting it reacts with the 67 kDa polypeptide chain obtained by transformation of
E. coli and transfection of COS cells with plasmid vectors expressing estrogen receptor
(1). The antibody further reacts with the cytosalic extracts of luteal endometrium and the
human breast cancer cell line MCF-7 (1). The DAKO antibody reacts with estrogen
receptor-c. as revealed using a DNA-binding array (2).

Normal tissues: The antibody strongly labels the nuclei of cells known to contain abundant
amounts of estrogen receptor, e.g. epithelial and myometrial cells of the uterus, and normal
and hyperplastic epithelial cells in mammary glands. The staining is predominantly localized
to the nuclei with no cytoplasmic staining. However, on cryostat sections a positive staining
of estrogen receptor in the nucleus as well as in the cytoplasm can be seen. Tissues known
to contain small or no detectable amounts of estrogen receptor, e.g. colonic epithelium,
cardiac muscle cells, brain and connective tissue cells are consistently negative with the
antibody.

Tumour cells: The antibody labels epithelial cells of breast carcinomas which express the
estrogen receptor. A good correlation was found between the results of the biochemical
quantification of estrogen receptor by the DCC technique and those obtained using this
antibody (4-7). Except for occasional cases (i.e. sarcoma) no positive staining is observed in
lymphoid tumours and non-lymphoid neoplasms such as melanomas (1).

Cross-reactivity: The antibody reacts with esirogen receptor fram rat.

Formalin-fixed and paraffin-embedded sections

Can be used on formalin-fixed, paraffin-embedded tissue sections. Antigen retrieval, such as
heating in 10 mmol/L citrate buffer, pH 8.0, or in DAKO Target Retrieval Solution, code No.
S 1700 is mandatory. Alternatively heat-induced epitope retrieval using Target Retrigval
Solution, high pH, code No. S 3308, can be used in order to improve the immunostaining.
The slides should not dry out during this treatment or during the following
immunohistochemical staining procedure.

For tissue sections, a variety of sensitive staining techniques are suitable, including im-
munoperoxidase procedures, the alkaline phosphatase anti-alkaline phosphatase (APAAF)
technique and avidin-biotin methods such as LSAB methods.

(2)
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The antibody gives an optimal staining at a dilution of 1:50 - 1:100 with the LSAB methods
when tested on formalin-fixed, paraffin-embedded sections of human breast carcinoma.
Frozen sections and cell smears

Can be used for labelling acetone-fixed cryostat sections or fixed cell smears. For staining
cell smears, the APAAP method is recommended.

The antibody may be used at a dilution at 1:50 -1:100 in the APAAP technique and avidin-
biotin methods such as the LSAB methods, when tested on acetone-fixed cryostat sections
of breast carcinoma.

These are guidelines only; optimal dilutions should be determined by the individual
laboratory.

Automation
The antibody can be used on automated immunestaining systems.

Flow cytometry
The antibody is well-suited for flow cytometry (indirect technique) using Goat Anti-Mouse
Immunoglobulins/FITC, code No. F 0479.

(1) Al 8aali T, Clamens S, Cohen-Knafo £, Faye JC, Prats H, Coindre JM, et al. Production of monaclonal
antibodies to human estrogen receptor protein (ER) using recombinant ER (RER). Int J Cancer
1993,55:651-4,

(2) Pettersson K, Grandien K, Kuiper GGJM, Gustafsson J-A. Mouse estrogen receptor B forms estrogen
response element-binding heterodimers with estrogen receptor « Molecular Endocrinology
1997;11:1486-96.

(3) Kumar V, Green S, Stack G, Berry M, Jin JR, Chambon P. Functional domains of the human estrogen
receptor. Cell 1987;51:941-51.

(4}  Leong AS-Y, Milios J. Comparison of antibodies to estrogen and progesterone receptor and the influence of
microwave-antigen retrieval. Appl Immunchistochem 1993;1:282-8,

(5) Sannino P, Shousha 8. Demonstration of oestrogen receptors in paraffin wax sections of breast carcinoma
using the monoclonal antibody 105 and microwave oven processing. J Clin Pathal 1894,47:90-2,

(6) Mauri FA, Veronese S, Frigo B, Girlando S, Losi L, Gambacorta M, et al. ER1D5 and H222 (ER-ICA)
antibodies to human estrogen receptor protein in breast carcinomas. Results of a multicentric comparative
study. Appl Immunchistochem 1984,2:157-63.

(7) Barnes DM, Harris WH, Smith P, Millis RR, Rubens RD. Immunohistochemical determination of
oestrogen receptor: comparison of different methods of assessment of staining and carrelation with
clinical outcome of breast cancer patients. Br J Cancer 1996:74:1445.51,
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Monotlonal Mouse

Anti-Human Estrogen Receplor o 2 5
Clone 105 i ‘
Code No. M 7047 i

Lot 032, Edition 06.03.02

For in vitro diaghostic usa.

DAKO Monoclonal Mouse Anti-Human Estrogen Receptor, Clone 105 (Ant-ER, 1D8), Is intended for laboratory
use to semi-quantitatively ldently by light microscapy an epltope located bn the Nerminal domaln of ihe
satrogen receplor in normal and pathological human sryostat and parsffit-embedded Hssue processed in
neutrsl bufferad formalln. Positive resulls ald in the classification of normdl and abnomal cells/bsales and
sarve @s an adjunct to conventlonal histopathology. The clinical Interpratafion of “any posllive stalning or its
sbsence should be complemented by morpholagical and histolagioal studles with proper controls, Evaluations
should be mada within the context of the patient's clinlcal history and other diagnostic tests by a qusiified
Individual.

A variety of Immunohlstochemical staining methods are sulfable for use wilth thiz anibody.

Starold recaptors exhibit & high affinity and specificity for thelr igands. The human estrogen receptor (ER) Is 2
dimerle protein of 85 kDa losated primarly on the membrane of cell nuolel and belonys to 2 class of trans-
acting protelns which stimulate transeripllon by binding to specific DNA glements. also known as hommone
response elernents. Through binding estrogen, the ER s Induced to stimulate gene transerption, hence Is also
known as an Indugible enhancer factor (1)

Measurement of the ER has been shown to be prognastically relevant for predicting overall survival and
pradlcting relapse-frée survival (2-4). The Information gained by this assay can aid in asseasing the llkalthood of
regponse ta therapy as well as in the prognesls and manapement of breast cancer patfenls (2-5),

Refer to the Gaheral Instrustions for Immunehistochemistry (IMC) or the Detection System Instructions of IHC
proceduras for:

(1) Principle of Procadure, (2) Materials Regulred, Not Suppiled, (3) Stalnlng Procadura, (4) Quailty Control,
(8) Troubleshooting, (8)’ !nterpremwn of 8talning, (7) General Limitetions.

Maenoclonal mouse antlbody pravided in liquld form as cell culture supematant dialysed agalnst 0,08 moll
Tris/HC), pH 7.2, and contalning 16 mmoliL NaMs, Fackage size is 1 mb.,

Clone; 1D5 (). Isotype: 1gG1, kappa,
Mouse JgG concaniration: 290 mg/L. Total grotain concentration: 22.5 gil.,

Soluble resomblnant human estrogan-receptor protein (6).

Ant-ER, 1D5 was prodused In BALB/c mice using recumbinant estrogen redeptor (RER), 8 protein with
moleclar mass of 87 kDa (6). Anti-ER, 1D5 was shown fo react with an apltope located In g N-terminal
domaln of ER. Anf-ER, 108 specifically binds to an antigen loeated primadly o the surface of cell nuclel of
normal and some nevplastio mammary eplihelial cells, Anti-ER, 105 dues not recognize the ERP (7).

1. For In Viiro Dlagnostlo Uzse.

2. This produst coniains sadium azide (NaNa), a chemical highly taxia In purz ferm. At product concentratlons,
though nat classlfled as hazardous, build-ups of Maita may react with I&ad and copper plutmbing ta fomm highly
explosive metal azides. Upon disposal, flush with large volumss of water {o pravent azide bulld-up in plumbing

(). )
3. Minimize microblal contamination of reagants or increase in nonspecific staining may ocour

Slore at 2-8 "C or allguot Into convenlent volumes and freeze at ~20 °C. Avoid repeated freezing and thawing.
Frozen anfibodies may be Stored in small aliquots unill periedic assay veriﬂcadons delect upacceptable
changes it reactivity.

Frash dilutlons of the antibody sheuld be made prior to use and are stable for up to elght hours gt room
temparature (20-25 °C), Unused portions of antibody preparations should be discarded aftar slght hours.

Do not use after expiraflon date stamped en vial. 7 reagents are stored under any conditions other than those
speciied, the user must varlly the condltiens (9).

There are no abvlous signs ‘o Indicele Instability of this product, Therefore, positiva and negahve co'nh'uls
should be run aimuitaneatsly with pattent qpnclmnns

ens may be preserved Tor IHC stalning by formalin fixaten followed by parafin

ans

smbadding.

Formalin sectang: Sopsy spedim

{2)
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 DAKO Monoclonal Mouse Anll-Human Estrogen Receptor, code No. M 7047 can be used on lissyes ﬁ,,ed-','r’\‘“

! neulral buffered formalln, methagarn or Carnoy's fivaijve prior to parafiin embedding, The deparafinized tsgys
sectfon;w muskoe fraated with heat prlor to the [HC stalnlhg procedure (10). Target retieval invalves Immersion
af tiEsue sedtions in o pre-heated buffer solutlon and maintaining heat, sither In a water bath (9599 °C), 5
sleamer (95—.953',.5'-(3), or an autoclava (121 *C). For greater adharatice of tssue sectons fo glass slldes, the use
of allanized slides (DAKO scode No, § 3003) is recommended, DAKQO Target Retrlaval Saiutisn (coda No,
S 1700) or 10 % Concentrate (cade No, 5 1889) Is recsmmended using a 20 minutey heating protocaol.

r
DRildlion; DAKO Menoolonal Mausa Anbi-Human Estrogen Receptor, code No, M 7047, may be used at a
dilutlon of 1:35 when parfarming |HC using the DAKO EnVision, DAKO ENVisign Doublestain or DAKO LSAlZ
deleolion systems. ‘fhesa are guldelines only. Optimal antbody cohoentrations may vary dapending on
specimen preparation method, and should be detemmined by each individua laboratory. Ag regative contyol,
DAKO Mouse IgG1, cada Mo, X 0931, diluted (o the same fnouse |96 conesntration as the primary antlbody, is
racommandad,

isualization: Follow the procadure for the detection system selected. The primary antibody dilution spedified is
suitable for a 10-minutes incubation whan using an EnVision, EnViglon Double staln or LSABZ detection
systemn,
Slalning ihigmretation: The celular stalning pattern for anti-gR. 105 |s nuclear. Cytoplasmic slaining s
considered (o be hackground, non-spaciiic stalning, If seen.
There has been a vartely of staining scales rapartad In the fiterature, Stalning Intensity has been reported using
a skalning intenslty scale, and using the scale in conjuncon with tha pereentage of ceils staining (M sootd),
Tha Intensity score when slratified and compared fo atiteame, pravided a greater stafi test significance for DFS
(p = 0.003 vorsus p = 0.01) compared lo posftive versus negstive evaluabion (2), Therefore, DAKO
recommends uging a semi-quantitative scoting system, e.g., 0-3 or negative, weak, moderate, and strong,

1. Wash buffers containing high lavals of detergent can decrease the staining intensity with ant-ER, 1DA.
2. Oocasianal lymphold hutnours and non-lymphold neoplasms such as metaromas are labslied.

Beprodudlbility; Eight serlal sections from eaoh of threa different formalin-fixed, paraffin embedded tlocks of
reast cartinoma (prescreened for low antigen density) were callested for testing. Testihg was performed as

follows;

Infra-run tepraduclbility: Following the standard DAKO LSABR? Perozidase Kit protocol {code Nu, K 0877), three

glides from each tizsue hlock were stzined with Ready-to-Use DAKO® Maouse Anti-Humzn Estrogen Recaptor,

clone 105 (code No. N 1575). Coneurrently, ane slide fram each block was stained with the supplled negative

cortrol reagent.

Inter-rin reproduclbility: Slaining one sfide from each tlzsue black, the shove procedurs was repeated o wo
additional days. Concurrently, one slide from each tissue block was stsined with the supplied negative control
raageant,

Reproducibility experimants with snii-ER, 105 yieldad consistent msults with intra~ and inter-run testing. Consister
test conditions were malntalned throughout the study and reagents wars stored at 2.8°C balwesp test runs,
Nomal lssues: Distribullon of ER throughout nommal Ussue has been reported in a varlety of studias,
summarized in a reviaw artele (11), The functionallty of the ER Iz alse explored In thls review ariols,
Immunoreactivity In a panel of normal tissues: Table 1 contalns a summary of ER mmunoreactivity with the
racommended panel of normal Ussues. All tlssues ware formalin-fixed and paraffin embedded and stalned with

Anti-ER, 1D5 according lo the instructions In the packags insert,

TABLE 1
Surimary of ER Normal Tissys Reagtivity

TISSUE TYPE POSITIVE TISSUE ELEMENT

(# tesled) STAINING AND STAINING FATTERN
Adranal (4) None

Bone Marrow (2) Nons

Brain/Cerabelium (4) Nope

Braln/Cerabrum (3) Nonz

Mammary gland (1-2+ staining Intapsity, 2/3 tissues)

Breast (3)
squamaus eplthelium (1/3 lissuag)

Cervix uteri (3)

Colon (3) None

Esophagus (3) None

Heart (3) None

Kldnay (3) None

Livat (3) hiore

Lung (3) Mang \
Mesathallal C4lls (3) Nonz

Qvaty (3) Nane y
Pancraas (3} None

Parathyroid (3) Naone {
Parpheral Narve (3} None

Pituitary (3) Nons

Prostata (3) fibromuscular sirome, 1+ staining intensity, cytoplasmic pattern, 1/3 Hasues
Sallvary Gland (3) Nona

Skeletal Muscle (3) Mone (3)
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Skin (3) None
Small Intestine (3) Noneg
Splaen (4) None
Stomach (3) Nang
Testls (3) Nona
Thymus (3) None
Thyrold (3) None
Tansi (3) None
Uterus (3) Endomatrium (1/3 dssues, 1+ stalhing Intensity)

Repotted stalning in all #ssues waz nuclear, unless otherwise noted.

Abnormal Tissuas; In pathelogical tissues, anti-ER, 105 was examined for s aclfitily and se

oancer a5 well as for the avalugiion of palients for endocring tharapy, Nunfemus syludigssé:’] Sgtal\sdgs f;f g:::é
cancer showed anti-ER, 105 lo be safe and effeclive in this endeaver {2. 3,10, 12-17), On frozen tissues, ant-
ER, 1Ds Immunumacted with 83/93 (67.7%) cases of breast cancer and anly 1/30 (3.3%) nonbreast ca'ncers
reacted positivaly (6). Direst comparlson of anlhER, 105 on formalin-fised, parafinembedded (FFPE)
speclmens fo the Abbolt Esfrogen receptor Immunocytochemical ageay Using H222 on frozen sections of the
same tumnors has been completed by 7 differant lsboratorles on mora than 1000 specimens (2, 3, 10 19-21)

The Antl-ER, 105 spocificity ranged from 61 to 58% whlle sensltivity ranged from 89% 10 100%. Whan utocrs
lo tamexifen therapy or other measure of hormone reaclivity Is considared, one study reporied that AnE-ER

1035 correlated with outcome to tamoxifen (7) while & second study reparted the Anti-ER, 105 had o posltlvr;
pradictive value of 64% and negative prediofive value of 82% (3). ' B
Comparison of breast carcinoma ER concentration using anti-ER, 1D5 sompared ta dextran-coated chareaal
(DCC) was performed by six different investigators. The relative scale for comparison is reportad in Table 2, A
total of 1,376 cases were assersed, Coroordance was seen In 86.4% (1,188) of the cases, whila TO5+DCC -
wag'found.In 6.8% (94) of the eases and 1D5/DCC+ was found In 6.8% (94) of the cases (3, 5, 13, 17, 23, 24).

TABLE 2. Comelatian Between The IMG Sgore and DGC Mean Values
IHC * | SooreDDGC Mean* (fmulimg)

- 8
[3 22
++ 33
rhederk a0
+H++ ' 385

* Cui-off postiivity at = 10 fmolfmg
Anti-ER, 105 was used to detect ER presence In a varlely of turmors. No Stalning was found In carcinomas
othet than breast (0/14), malignatt melanomas (0/2) ar lymphold tumors (0/8), while lmited posiivity was rigted

for sarcomas (1/8}) ().
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DAKO GORFORATION * 6392 Via Rag| « Carpintsriz, CA 83013 USA
Ordating Information: B00/235.5763

Tachnical Information: 800/424-0021

Fax: B05/566-8888

Specifications

DAKO Monoclonal Mouse Anti-Human Frogesterone Receptor, clone PgR 835 for
Immunoenzymatic Stalning

IMMUNOGEN; Formalin-fixed recombinant full length A-form of human progesterone regeptor’

"

CLONE: PgR 636"

CODE NO.: M3569

Primary Antibody

Lot No. 110

Total Proteln Concentration: 14.4 mg/mL (Refractorietry)

Mouse Ig& Concentration: 238 ug/mL (Single Radial Imimunodiffusion)
Subclass: 19Q+, kappa

INTENDED USE: ) M3568 may be used at a dfiution of 1:50 when petforming IHC using
For In Vitte Diagnostic Use the DAKQ LSAB®2 detection systsr, Thase arg guldalinas onfy,
DAKO Manoclonal Mouse Antl-Humah Progestarons Receptor, Clone Optirial anfibody concentrations may vary dapending on speciman

PgR 836 (Artl-PR, PgR 638) is Intanded for lahoratory usa for the and preparstion mathod, and should be detetmined by each Individual
sembquaniiiative detection of progesterone raesptor by light labaratory. ’

microseopy In nomigl end pathalogical kurnan paraffin-ambedded

Hssue proseasad In neutral bufferad formalin, This antibody is MATERIALS REQUIRED, NOT SUPPLIED:

Indicatad for Ua¢ as an ald In the management, prognosls and Refer to the Qeneral Instructions for IMG and/or the Deteotion Systam
predictlon of outcoms of bteast cancer, Pesitiva rasulis aid In the Instructions. In acldition, use the toliowing negailve raagant coriral,
dlassification of normal and abnonrial osllsAlasUes and Sarve as an.

adjunct fo convantional histopathology. The dlinical imterpratation of PAKQ Mouse IpGy, Code Mo, Xoga1

any poshtive stalning or its abssnce should be cormplemanted by PRECAUTIONS:

morphnz{lo;;)c:lh an’d hlstological msgudlis with prop;?r ccntrcls.f 1. Forln vﬁm'ma grostic Usa

Evajuations should ba made within the context of the patient's clinioal 2 e se. .

" \ ) product contains sedium azide (NaiNg), a chemieal b hiy
history and ather disgnostio tests by a tuefflad Individual, toxic In pure form. At praciuat oon sions, though not'ﬂ
Hefer ta the General thatructiona for Imtunohistochemistry (IHC) classiilad as hazardous, bufld-ups of NaN; may raact with lsad
ar the Detectlon System Instructlons of IHC procedures Tar and capper plumbing to form highly explosive matal azides,

(1) Pringiple of Proagdure, (2) Materials Required, Not Supplied, (3) Upan dxs'._posal, flush 1v{lth large volumas of water to prevent azide
Storags, (4) Spacimen preparation, (5) Stalning Procedure, (B) Qualiy bufid-Lp in plumbing. o _
Cantrol, (7) Troublashooting, (8) Interpretation of Slalnlng, (9) General 3. Minlmlza mlerobial cantarmination of reagents of Inoraase in
Limitafons nenspectfic staining may ocour,

SUMMARY AND EXPLANATION: STORAGE:

INTRODUCTION Store at 2-8 °C,

The role of sterald honmona recaptors In breast cancer Is well- SPECIMEN PREPABATION:

known*® “The absence of ER and PR predicts early recurrence and o et ' -

o Sl of o cvear petunt | o, U rognce ol £ | 365 el ey b e o 14 v by o

and PR In tumars predicts the potential for benefit from tamoxifen
Anti-PF, PaR 836 can b used on tlnayes fixed In neutral bufiared

and olher endecrina-ralatar therapiss. Measurement of ER aid PR
can be determined semi-quantitativaly using IHC or quantitatively formalln, methacam, or Camoy's fixatlve prior 1 paraffin smbecding,
uging DCC ar EIA, Correlation betwesn he aemi-quantiitative and The deparaffinized tlsste sagtions must be freated with heat prior to
3uunmﬂﬂve eveluations of PR hava ranged from 73 to 81% tha IHG stalning procedure,™® Target ratrleval Involvas Immersion of
epending on the labormatary and antlbody used.*9 tissus sectlons In a pre<heatad bulfar solution and malntalning heat,
SPECIFICITY elthar In a water bath (95-89 °0), @ steamer (95-99 *C), or an ’
Anti-PR, PR 636 has been demonstratad to react wilh the PR-A and a,utoola‘ve 121 °C:‘); For gre?terﬁdherenca of tlssue sqec‘Jcﬂ:; to glass
FR-B forms by Westem blat of whole cell exiraels and raacts with siidas, tha use of :.Ha:r;lz__sd "E,deg (DAKO COd.G No. §8003) Is -
oot fres and hormone-bound PR. The epllops has been mappeg o | 1o0ommendod. DAKO o 5t o ooktion {Coda N oo o
the amino temninal domain shared by PR-A and PR-B. :n?ﬁucffﬁﬁ?ﬁ?grg:gc;. o )is recommended yelng 2 »
REAGENTS PROVIDED: !
MaRca

Antl-PR, PR 635 is avallable in a 0.2 mL or 1 mL voluriie as @ mougs
afii-human monhoclonal anfibady Yssus cultura sUpamatant In 50 mM
Tris/HCl, pH 7.2, containing 15 m NaNy and stabllizing protaln,

(aver)
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STAINIMG PROCEDURE;

Follow the prosedure for tha detection systam selectad. When
performing IHC with the LSAB2 detection systam, use a 1:50 dilulion
In & 10-30 minute Incubatlon with the dlluted Anil-PR, PgR B38.

PERFORMANCE CHARACTERISTICS: o
The cellular stalning patam for anti-PR, PgR 836 Is nuciear: A pD.slilve
stalning resull is deflned as mors than 10% of tumer calls with stained

nuglet af any Intarisity,

. Nommal fissugs: Distribution of PgR throughout nomal Yasus has
- been reparted In a varety of studles, The nuclel of uterlne gland cells

wera folnd to be strongly Immunorsactive. Weaker Immunostalning
was ohservad in the nuclel of encometrial and prostatic stromal cells,

Jmunarenctivity In & panel of normal Bssues: Table 1 coftalng a
list of posltive tissues with PgR immunaraactivity, All tissues were
{formalin-fixad and paraffin embadded anhd stained with Amii-PR, PgR
38 according to the metructions in the package Insert using ihe
LSAB2 dataction system: (DAKO Code No.-K0676). Nagatlve tlssuas
inclucded adranal (4), bona marrow. (2,) braln/esreballunt (4),
brain/oarebrum (B}, colon (3), esophagus (3), heart (3), kidney (3), ver
(3); ung) (3), mesolfiallal calls (3), ovary (3), panereas (8), parathyroid
(3), periphieral nerve (8), salivary gland (8), skelatal muscle (3), skin
{4), small Intgstine (3), aplsan (4), stomach (3), testis (3), thymus (3),

‘lhyrold (3), and tonsil (3).

TABLE 1: Summary of PgR Mormal Tigsua Heaclivity

TISSUE TYPE | POSITIVE TISSUE ELEMENT
(¥ tosted) STAINING AND STAINING PATTERN
Broast (3) Dustal 3+ stalring intensity, 8/3 Ussuas
epithaiial cells
Corvic utor S;fu’]‘;h';’ wolls | 2 stalhing Intenshy, 1/ tssuos
@ promel | 2+ stainingIntenslly, 213 tlssuss
Phultary (3) Pituioytes 2+ staining Intenslty, 1/3 tlssues
Prostate (3) | gorel 2+ stalning Infonsity, 1/8 tissuss
St?g;r;\alﬁal " | 2+ staining lnlénslty 3/3 {lssues
Uterus () Myormstium 24 stalning intenslly, 3/3 tisaues
52?132'18&[&! 24+ stalning Intensity, 2/3 Hssues

A sgcond aurvey of nommal flasues demenstrated positivity In
sndomelrium arkd wesk postiivity In progtate after heat-induced epitope
retrigval using the LSAB+detecton system, Negative tizsues included
esophagus, testia, breast, (var, Kidnay, skeletal muscle, placanta,
aclranal, tons, lung, colon, skin, pancraas, splean, thyrold, stomach and
canding muscla.

Abnomal ssugs; Ninety seven braast cancer lissues wera tested
uslng the DAKO ant-PR, PgH 636 with the LEAB2 detaction systern,
vihich had been previously-assessed for PR expression uslng ths PA-
EIA. Gomelation balwaan the 2 assays wag 90.7% while speciicity
was 94% and sensitivity was 87,2%. In anothar study, 31 breast
ecarcinomas previously testad with the DCC assay ware stalnad using
the LSAB4+ dataction system. Posltive staining was reporied for 21/23
positive tumors, while 8/8 remalned negative (91% aeneltivity and 75%

specifiaity),’

Art-PR, PR 635 whth peroxdase/entiperoxidase detaction system was
usat! 1o Immunastaln a varety of £0 different lumor types. Bremst
cancer (5/11), ularing (2/2), ovarlan (2/6), and sndometrial (2)
carcinomas stained strongly.  Medullary carcinoma of the thyrold {1/2)
and testiouwar yolk sac tumor were posltiva. Other turmars Including
melanome, lymphama and neureendocrine and neural umars ware
negative for PR exprazslon.

Reproduciblilty
Elght satal sections from each of three different formalin-fixad,

PATHOLOGY PAGE 11711

parafiln embedded blocks of breast carcinama viere collsctad for
tasting. Testing was performed as followa:

Intra-run reproduchbllity; Following the standsrd DAKO
EnVigio®+ Peroxidase Kit protocot (Gode No, K4007), thres
slides from each tissue block mndomly distributad through the
stalning order, were stained with Resdy-to-Uss DAKO® Mouss
Anti-Human Progesterohe Receplor, clore PgR 838 (Coda No.
NFOUB). Cancurrertly, one slide from each block was stalnad
with tha nagative contrel raagant (Code Na. NPO15),

Intet-run raproducibility: Stalning ons slide fram each tssus
block, the above progedure was repaatad on two additlonal
days with another technlslan stalning on the third stalning
procadure. Genourrently, ona slida from sach block wes slained
with the negativa control reagent.

Reproducibility experiments with PgR 638 vielded conaistent maults with
intra- and itter-run tasting, Consistent test sanditions were maintained
threughout the study and reagents ware stoted at 2-8 °C between test
runs,
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Specification Please note

Some information

Sheet is Lot dependent.

MONOCLONAL MOUSE
ANTI-HUMAN PROGESTERONE RECEPTOR, 1A6

CODE NO.: M3528
LOT NO.: 070

Immunogen
Clone

Presentation

Specificity

Reactivity

Staining Procedure

Synthetic peptide
1AB

Anti-progesterone receptor is a mouse monoclonal antibody supplied in liquid form as
tissue culture supernatant (containing fetal calf serum) dialyzed against 0.05M Tris-
HCI, pH 7.2, 15mM sodium azide. Contains carrier protein.

Protein Concentration: 1.6 mg/mL (Refractometry, excluding carrier protein)
Mouse IgG Concentration: 24 ug/mL (Single Radial Immunodiffusion)

Subclass: gG,, kappa

Monoclonal anti-progesterone receptor binds to the A/B region of human
progesterone receptor.

Normal cells:
Anti-progesterone receptor, clone 1A6 has been found to immunohistochemically

label the nuclei of normal breast and uterine epithelial cells on routinely processed
tissue.” The nuclei of myometrial cells and stromal cells of the uterus also stain
positively. Anti-progesterone receptor, clone 1A6 has also been observed to stain
islet cells in pancreas. Cytoplasmic staining of certain epithelial components has
been observed. The significance of cytoplasmic staining in unknown.

Tumor cells;

In immunohistochemistry, anti-progesterone receptor has been demonstrated to stain
the nuclei of cells from various histologic subtypes of breast carcinoma including
Infittrating ductal, lobular, mucinous and carcinoid.

The cytosol-based assay of assessing progesterone receptor status has been
compared to an immunohistologic assay using monoclonal antibody 1A6 on routinely
processed breast carcinoma specimens. The receptor status as determined by the
two assays was found to agree in 83% of the cases tested.’

Paraffin Sections:
Anti-progesterone receptor can be used on formalin-fixed, paraffin-embedded tissue

sections.

The deparaffinized tissue sections must be treated with heat prior to the
immunchistochemical (IHC) staining procedure.” For greater adherence of tissue
sections to glass slides, the use of silanized slides (DAKO® Code No. S53003) is
recommended.

When using the water bath method, preheat a Coplin jar containing 10mM citrate
buffer, pH 6.0 as well as a water bath to 95-89°C. When the temperature has
stabilized, place tissue sections into the Coplin jar containing the preheated buffer,
Heat the tissue sections for 40 minutes. For improved staining results and a shorter
incubation time, DAKO® Target Retrieval Solution (Code Na. S1700) can be used in
place of the 10mM citrate buffer. Under these conditions the incubation time in the
water bath may be reduced to 20 minutes. After thermal treatment, allow the jar with
buffer and slides to cool for 20 minutes at room temperature. Rinse well with distilled
water and place slides into buffer (Tris, PBS, etc.)

(OVER)



Storage

References

A number of staining techniques are suitabie as listed below:
avidin-biotin procedure
three-stage immunoperoxidase procedure
peroxidase anti-peroxidase (PAP) procedure

. alkaline phosphatase anti-alkaline phosphatase procedure (APAAP)
labelled strept-avidin biotin (LSAB) procedure
. enhanced polymer (DAKO Envision™ System) procedure

Anti-progesterone receptor may be used at a dilution of 1:10 in the LSAR method
determined on formalin-fixed, paraffin-embedded tissue. These are guidelines only;
optimal dilutions should be determined by the individual laboratory.

Cryostat Sections and Cell Smears:
Anti-progesterone receptor can also be used to label cryostat sections or cell smears.

Store at 2-8°C or -20°C. Avoid repeated freeze-thaw cycles.
1. Kell DL, et al. Immunohistochemical analysis of breast carcinoma estrogen
and progesterone receptors in paraffin-embedded tissue: Correlation of

clones ER1D5 and 1A8 with a cytosol-based hormone receptor assay. Appl
Immunohistochem, 1993 1(4): 275
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