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GLP COMPLIANCE STATEMENT

The study described in this final report was conducted in accordance with the EPA Good
Laboratory Practice (GLP) Regulations (40 CFR Part 160). The final report accurately reflects the
raw data obtained during the performance of the study. There were no adverse circumstances that
affected the quality or the integrity of this study. The graphing and data analysis to determine Bmax,
KD, ICsp, and RBA values were conducted by Battelle and reported to Southern Research without a
signed report. Nevertheless, this information was audited by Battelle EDSP QAU and a QA
statement was provided by Battelle.

Richard D. May, Ph.D. Date
Study Director
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Quali surance Statement

ft Report

On

Protocol 11232.01.03

g Validation of an Androgen Receptor (AR) Binding Assay:
Task 3 — Establish Inter-Laboratory Variability Using Rat Prostate Cytosol
Prepared In-House

Listed below are the phases and/or procedures performed by Southern Research Institute that were
inspected and audited by the Quality Assurance Unit during the study described in the report. Findings
were reported to the study director and management periodically.

Inspection/ Date Study Director/

Phases/Procedures Audit Date Management Notified
Final Protocol Review 4/28/05 4/28/05
Protocol Amendment (A1) Review 7/18/05 9/30/05
Androgen Receptor Competitive Binding 8/16-8/17/05 9/30/05

Assay
Protocol Amendment (A2) Review 8/19/05 9/30/05
Protocol Amendment (A3) Review 10/13/05 10/13/05
Study File Data and Draft Report Review wgﬁ,gg?ﬁ” o 1/6/06

Disclaimer: The Quality Assurance Unit at Southern Research Institute did not review the

following sections of this final report:
I, Introduction

2. Appendices B-G: processed raw data and associated figures conducted by Battelle

The results presented in this audited final report accurately reflect the raw data.

Margery J. Wirth, Manager, Quality Assurance

Date




INTRODUCTION

The purpose of this study (under Work Assignment 4-11 from Battelle Memorial Institute;
hereafter referred to as “Battelle™) was to establish the sensitivity and specificity of the androgen
receptor (AR) binding assay in our laboratory as part of an inter-laboratory program aimed at
eventually testing various substances, primarily pesticides, for their effects on AR binding. This
program is conducted for the United States Environmental Protection Agency (EPA). In this study,
radiolabeled methyltrienolone (CAS 965-93-5; also referred to as “’H-R1881") was used as the
standard and radioinert R1881 (CAS 965-93-5) and dexamethasone (CAS 50-02-2) were used as test
substances; radioinert R1881 competes strongly with *H-R1881, whereas dexamethasone has been
shown to compete weakly with *H-R1881 for binding in the assay. In this task, rat prostate cytosol
was prepared at Southern Research Institute and used in the assays.

MATERIALS AND METHODS

Unlabeled and radiolabeled R1881 (lots 3411228 and 3559507, respectively) and
dexamethasone (lot P4311) were supplied by Battelle for these assays. Rat ventral prostate tissues
were prepared by Battelle and were obtained within 24 hours of castration. Tissues were trimmed of
fat, weighed, snap frozen in liquid nitrogen, stored at -80 + 5°C prior to shipment, and shipped on dry
ice from Battelle to Southern Research for processing, as described below. A brief description of the
saturation and competitive assays is given below. All materials and methods used are described in
detail the Study Protocol (see Appendix A). Upon completing each assay, data were entered into the
Excel spreadsheet provided by Battelle and sent to Battelle for data processing to determine binding
characteristics, as generated and displayed in the graphs contained in this report. All statistics were
performed by personnel at Battelle.

Rat Prostate sol Preparation

Prostates were processed according to SRI SOP No. 42-24-1. Briefly, thawed tissues were
placed in cold TEDG buffer, minced, and homogenized on ice with a Polytron. After centrifugation
at 30,000 x g for 30 minutes at 2-8°C, supernatants were pooled, aliquoted, and frozen at -80°C for
use in the assays. Protein concentration of the cytosol preparation was determined using the BioRad
Protein Assay Kit (Bio-Rad Laboratories, Hercules, CA) according to SRI SOP No. 42-14-1. The
protein concentration of the undiluted cytosol was 5.11 mg/mL.

Androgen Receptor Saturation Assay

The assay was performed in siliconized glass tubes according to SRI SOP No. 40-34-1. °H-
R1881 and cold R1881 were added from the appropriate stock solutions to the appropriate tubes.
After adding 60 mM stock triameinolone acetonide, tubes were placed in a speed-vac and dried.
Upon drying, the tubes were placed on ice and rat prostate cytosol was added. The cytosol had been
diluted to yield a protein concentration of 0.6 mg per 300 uL assay volume. The tubes were then
vortexed gently using a whole rack vortex unit and immediately placed on an orbital shaker
overnight at 2-8°C.
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An aliquot of each concentration of ["'H]JR 1881 was also counted on the scintillation counter
to determine total counts added (the aliguot was directly added to the 20 mL scintillation vials
containing 14 mL of Safety Solve and numbered 49-72).

The following day, 100 pL aliquots from the above tubes were transferred to tubes containing
a 60% hydroxylapatite slurry (HAP) and tubes were vortexed every five minutes for a total of 20
minutes, Tubes were kept on ice as much as possible during all steps. Tubes were then centrifuged.
After centrifuging, tubes were placed in a decanting rack and placed back into the ice water bath. The
supernatant from all the tubes was decanted simultaneously and then placed back in the ice water
bath. After repeated washing, ethyl alcohol was added to each tube, and tubes were again vortexed
and centrifuged. Supernatants were then decanted into vials containing scintillation cocktail, mixed,
and counted using a single label DPM program with quench correction on the Beckman LS 6000IC
scintillation counter.

Androgen Receptor Competitive Assay

The assay was performed in siliconized glass tubes according to SRI SOP No. 40-35-1. °H-
R1881 and cold R1881 were added from the appropriate stock solutions to the appropriate tubes.
In order to determine nonspecific binding, radioinert R1881 was added to various tubes.
Triamcinolone acetonide was next added and tubes were placed in a speed-vac to dry. After
drying, tubes were placed on ice and 10 pL of the compound stocks (i.e., ethanol, inert R1881, or
dexamethasone, the weak positive competitor) were added to the appropriate tubes in triplicate and
rat prostate cytosol was added. The cytosol had been diluted to yield a protein concentration of 1.0
mg per 300 uL assay volume. The tubes were then vortexed gently using a whole rack vortex unit
and immediately placed on an orbital shaker overnight at 2-8°C.

The following day, 100 pL aliquots from the above tubes were transferred to tubes containing
a 60% hydroxylapatite slurry (HAP) and tubes were vortexed every five minutes for a total of 20
minutes, Tubes were kept on ice as much as possible during all steps. Tubes were then centrifuged.
After centrifuging, tubes were placed in a decanting rack and placed back into the ice water bath. The
supernatant from all the tubes was decanted simultaneously and then placed back in the ice water
bath. After repeated washing, ethyl alcohol was added to each tube, and tubes were again vortexed
and centrifuged. Supernatants were then decanted into vials containing scintillation cocktail, mixed,
and counted using a single label DPM program with quench correction on the Beckman LS 6000IC
scintillation counter.

RESULTS

Three saturation assays and three competitive assays were conducted. The processed raw data
from these assays are found in Appendices B-G. One sample in the first assay was not included in the
data analyses, as noted on the title page of Appendix B. The summary graphs for the saturation
assays showing the nonspecific binding (NSB), specific binding (SB), and the total methyltrienolone
bound (in disintegrations per minute or DPM ) are shown in Figures 1-3. R1881 was evaluated from
0.25 to 10 nM in these three saturation assays. A composite of the three saturation assays is shown in
Figure 4; this graph demonstrates some minor variation in the three assays conducted. From these
data, the Kd and Bmax values were calculated by Battelle. These values are shown in Tables 1 and
2, respectively.
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After the saturation assays were considered acceptable, a concentration of 1.0 mg rat prostate
cytosol/tube was recommended by Battelle for use in the competitive assays. Data from the three
competitive assays are shown in Figure 5 as a function of the % of R1881 bound for various
concentrations of the R1881 standard and the dexamethasone weak positive. The binding of the
R1881 standard and the weak positive was very similar in all three assays. From these data, the ICsp
values of the R1881 standard and the dexamethasone weak positive, as well as the relative binding
affinity (RBA) values, were calculated by Battelle. These values are shown in Table 3.

CONCLUSIONS

In terms of accomplishing our purpose of preparing rat prostate cytosol in-house and using it
to establish the sensitivity and specificity of the AR binding assay at Southern Research Institute and
validating the assay, it appears that we have been successful. We will use this same batch of rat
prostate cytosol and these assay conditions to execute Task 4 of this program. There were no
ambiguities or insufficiencies in the results from this study.

PARTICIPATING PERSONNEL
Richard D. May, Ph.D. Study Director, Senior Project Leader
Parrish L. Payne, B.S. Biologist
Mary Blackwelder Auditor, Quality Assurance
Margery J. Wirth, B.S. Manager, Quality Assurance
RECORD ARCHIVES

All raw data pertaining to the conduct of this study, as well as a copy of the final report, will
be stored in Southern Research’s archives until the Study Monitor has specified the disposition of
these materials. No specimens that can be stored were generated from this study.

PROTOCOL DEVIATIONS OR UNEXPECTED CIRCUMSTANCES THAT
MIGHT HAVE AFFECTED THE RELIABILITY OF THE STUDY

There were no significant deviations to the Protocol or circumstances that may have
comprised the study.



Table 1

Dissociation Constant (Kd) Values

Saturation Assay | Kd Value (M)
1 7.0 x 10.1(&

2 10.0 x 10°"°

3 6.6 x 10°'°

Mean 7.9 x 107"

SD 1.9 x 107"

11232.01.03




Table 2

Maximum Binding Capacity {(Bmax) Values

Saturation Assay

Bmax Value (fmole/100 pg)

1 5.30

2 6.67

3 5.32
Mean 5.76
sD 0.79

11232.01.03



Table 3

IC;; and Relative Binding Affinity (RBA) Values

Competitive Assay T Stan:jasi:aluansei:t\ethasnna“ RBA Values {%)*
1 1.32 x 10° 5.73 x 10° 0.0023
2 1.36 x 10° 5.83 x 10 0.0023
3 1.76 x 10° 7.47 x 10° 0.0024
Mean 1.48 x 10° 6.34 x 10° 0.0023
SD 0.24 x 10° 0.98 x 10° 0.0000

* The ICg, value of R1881 + the ICs; of the weak positive {or competitor),

expressed as a percentage.
** The weak positive. 11232.01.03
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Figure 1
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Figure 2

Saturation Assay 2
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Figure 3
Saturation Assay 3
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Figure 4

Saturation Assays 1-3
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Figure 5

Competitive Assays 1-3
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Study Protocol:

Validation of an Androgen Receptor (AR) Binding

Assay: Task 3 — Establish Inter-Laboratory
Variability Using Rat Prostate Cytosol

Prepared In-House

Southern Research Institute Study No. : 11232.01.03

EPA Contract No. : 68-W-01-023
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STUDY NO.: 11232.01.03 April 8, 2005

Page 2 of 14

1.0 SPONSOR REPRESENTATIVE AND CONTACTS

Sponsor: Battelle Memorial Institute
505 King Avenue
Columbus, OH 43201-2693

Sponsor’s Representatives James E. Morris, Ph.D.
& Study Monitor: Principal Investigator

Battelle Pacific Northwest National Lab
P7-51
902 Battelle Boulevard
Richland, Washington 99354
Phone: (509) 376-4815
E-MAIL: james.morris@pnl.gov

David P. Houchens, Ph.D.

Program Manager

Endocrine Disruptor Screening Program
Battelle Memorial Institute

505 King Avenue

Columbus, OH 43201

Phone: (614) 424-3564

FAX: (614) 458-3564

E-MAIL: houchensd(@battelle.org

Protocol Approval: s
(Initial last page also) MMf ;-f ?2:%? £

Dr. James E. Morris " Date
L]
/Qzﬁ/ )Z 794”@ z%;/ar'
Dr. David P. Houchens Date
Test, Control and Reference Marker substance: "H-R1881 (methyltrienolone) (CAS 965-93-5)
Substances: Reference Substance: non-radiolabeled R1881 (CAS 965-93-5)

Test Substance: dexamethasone (CAS 50-02-2)

Ship Unused Chemicals to: EDSP Chemical Repository
Battelle Marine Science Laboratory
1529 W. Sequim Bay Rd.
Sequim, WA 98382

2.0 TITLE:

Validation of an Androgen Receptor (AR) Binding Assay: Task 3 — Establish Inter-Laboratory
Variability Using Rat Prostate Cytosol Prepared In-House
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3.0

4.0

5.0

BACKGROUND AND OBJECTIVE:

31

3.2

BACKGROUND

The Food Quality Protection Act of 1996 requires the EPA to develop and implement
a screening program using valid tests for determining the potential in humans for
estrogenic effects from pesticides. EPA proposed a two-tiered screening program in
a Federal Register notice in 1998 (63 FR 71542-71568, Dec. 28, 1998). One of the
assays being considered for inclusion in the screening program is an AR binding
assay.

Initially, EPA intended to validate and establish performance criteria for receptor
binding assays retrospectively from data in the literature and not specify a particular
protocol by which those performance criteria could be met. However, it proved
infeasible to set up such criteria based on published literature alone. EPA is therefore
standardizing and validating a protocol from which performance criteria can be
derived. Battelle has previously evaluated 19 substances of various potencies
including non-binders and established the intra-laboratory performance
characteristics of the assay.

QOBJECTIVE

The objective of this study is to establish the sensitivity and specificity of the AR
binding assays at Southern Research Institute and determine variability of results
when three saturation and three competitive assays are performed by the same
technician on different days.

The validation study will be conducted by Southern Research Institute using a
protocol and test chemicals supplied by Battelle and Standard Operating Procedures
(SOPs) from Southern Research Institute. The rat cytosol reagent will be prepared at
Southern Research Institute for these assays.

TESTING LABORATORY: Southern Research Institute (Southern Research)

Cell Biology and Immunology Group
2000 Ninth Avenue South
Birmingham, AL 35205

(205) 581-2579; FAX (205) 581-2129

KEY STUDY DATES:

Event Proposed Study Schedule

Preparation of rat cytosol

To be determined (TBD)

Saturation assays

TBD

Competitive assays

TBD

QAU audit and management review

TBD

Data submitted to Battelle

TBD
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6.0

7.0

___Pagedofl4
STUDY PERSONNEL:
Study Director: Richard D. May, Ph.D.
Team Leader: Angela Y. Jones, ML5.
Laboratory Technician: Parrish L. Payne, B.S.
Quality Assurance Manager: Margery J. Wirth, B.S.
TEST SYSTEM:

The test system for this in vitro study is a cytosolic preparation that will be isolated from the
ventral prostate gland of male rats at Southern Research. The surgical castration and removal
of prostate tissues will be performed under Good Laboratory Practices (GLP) regulations by
personnel at Battelle Memorial Institute. Thus, no laboratory animals are to be used at
Southern Research for this task. Records relating to the number, body weight range, sex,
species, strain, substrain, and age of the test system will be maintained by Battelle.

7.1 SOURCE

Rat prostate cytosol will be prepared by Southern Research using SOP No. SRI 42-
24, entitled, “Rat Prostate Cytosol Preparation.™

7.2 JUSTIFICATION FOR SELECTION OF THE TEST SYSTEM

The test system was identified by the Sponsor as a component of an ir vitro androgen
receptor (AR) binding assay. The test system was selected by the Sponsor and reflects
the best possible system available to determine the relative binding affinities of test
substances for the androgen receptor.

7.3  IDENTIFICATION
Each tube will be uniquely labeled as rat prostate cytosol as well as the date prepared,
expiration date, and protein concentration value.

7.4 ROUTE OF ADMINISTRATION AND REASON FOR ITS CHOICE
All test procedures will be performed in vitro. The test, control and reference
substances will be added directly to assay tubes containing rat prostate cytosol in the

appropriate sequence with the other reagents required for measuring binding. The
direct application and sequence is required for this assay type.
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8.0

TEST, CONTROL, AND REFERENCE SUBSTANCES:

8.1

8.2

8.3

IDENTITY OF THE MARKER SUBSTANCE

Name:

CAS No.:
Supplier:

Lot Number(s):

Characterization:

Stability & Storage:

*H-R1881 (Methyltrienolone)
965-93-5

Sponsor (Manufacturer, Perkin-Elmer)
TBD

Compound identity, strength, quality, and purity, as well as
documentation of methods of synthesis, fabrication, or
derivation, are the responsibilities of the Sponsor. Information
on compound purity will be provided by the Sponsor and
placed in the study file upon receipt.

The radiolabeled R1881 has a shelf-life of 6 months per the
manufacturer’s specifications. The compound will be stored
at -20°C or lower.

IDENTITY OF THE REFERENCE SUBSTANCE

Name:

CAS No.:
Supplier:

Lot Number(s):

Characterization:

Stability & Storage:

Radioinert Methyltrienolone (R1881)
965-93-5

Sponsor (Manufacturer, Perkin-Elmer)
TBD

Compound identity, strength, quality, and purity, as well as
documentation of methods of synthesis, fabrication, or
derivation, are the responsibilities of the Sponsor. The
manufacturer’s claim of purity is 98% with > 97% required.

The inert R1881 has a shelf-life of 6 months per the
manufacturer’s specifications. The compound will be stored
at -20°C or lower. The duration of the stability study was 56
days at a concentration of 30 mM in 100% ethanol
(ESDP.H4-014).

IDENTITY OF THE TEST SUBSTANCE

Name:

CAS No.:
Suppher:

Lot Number(s):

Characterization:

Dexamethasone

50-02-2

Sponsor (Manufacturer, Biomol)
TBD

Compound identity, strength, quality, and purity, as well as
documentation of methods of synthesis, fabrication, or
derivation, are the responsibilities of the Sponsor. The
manufacturer’s claim of purity is 99% with > 97% required.
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9.0

Stability & Storage: Dexamethasone has a shelf-life of 6 months per the
manufacturer’s specifications. The compound will be stored
at room temperature (20-25°C). The duration of the stability
study was 56 days at a concentration of 30 mM in 100%
ethanol (ESDP.H4-014).

EXPERIMENTAL DESIGN:

A series of androgen receptor binding assays will be Eucrfnnn-:d to determine the ability of the
test substance (dexamethasone) to compete with ["H] ligand (R1881) for binding in rat
ventral prostate tissue homogenate which will be prepared at the testing laboratory for this
Task. Prior to routinely conducting the AR competitive binding assays as described below,
the methods will be standardized by performing a series of three saturation radioligand
binding assays that will be conducted by the same Technician on three separate days to
demonstrate AR specificity and saturation. Nonlinear regression analysis of these data and
subsequent Scatchard plots will document AR binding affinity (K4) and maximum specific
binding number (B ).

2.1 SATURATION RADIOLIGAND BINDING ASSAY

AR saturation binding experiments will measure total, non-specific, and specific
binding of increasing concentrations of *H-R1881 under conditions of equilibrium. A
graph of specific "H-R1881 binding versus radioligand concentration should reach a
plateau for maximum specific binding indicative of saturation of the AR with the
radioligand. In addition, analysis of the data should document the binding of the *H-
R.1881 to a single, high-affinity binding site (e.g., K4 = 0.05 to 0.1 nM and a linear
Scatchard plot).

At least three saturation radioligand assays will be conducted to generate a saturation
curve along with Ky, and By, values. The sponsor will recommend an optimal
concentration of rat prostate cytosol which is generally from 0.5 to 1 mg protein per
assay tube, but may vary from 0.1 to 5 mg protein per assay tube, depending on the
batch of cytosol used. The concentration for "H-R 1881 will range from 0.025 to 10.0
nM in a total assay volume of 0.5 mL. Non-specific binding will be determined by
adding unlabeled R1881 at 100x the concentration of radiolabeled R1881. Battelle
will analyze the data using a non-linear regression analysis (Motulsky &
Christopoulos, 2003) with a final display of the data as a Scatchard plot. Rat prostate
cytosol that will be used for this study is anticipated to yield a K4 of 0.05 to 0.1 nM
and By, of 36 to 44 fmol AR/100 pg protein (equivalent to 0.072 to 0.088 nM ER
(estrogen receptor), respectively, when 100 pg protein is used in a total assay volume
of 0.5 mL).

The method for conducting the saturation assay is detailed in SOP No. SRI 40-34,
entitled, “Androgen Receptor Saturation Assay.” The tube assignments are contained
n Appendix A.



STUDY NO.: 11232.01.03 _ ' April 8, 2005

Page 7 of 14

9.2

9.3

AR COMPETITIVE BINDING ASSAY

AR competitive binding assays will measure the binding of a single concentration of
*H-R1881 in the presence of increasing concentrations of a weak binder (test
substance: dexamethasone). Based on the results of the saturation assays, the sponsor
will recommend an optimal concentration of rat prostate cytosol which is generally
from 0.5 to 1.5 mg protein per assay tube. The competitive binding curve will be
plotted by Battelle as specific ‘H-R1881 binding versus the concentration (log units)
of the competitor. The concentration of the test substance that inhibits 50% of the
maximum specific *H-R1881 binding is the [Cs; value. At least three competitive
assays will be performed to generate ICs; values.

The method for conducting the competitive assay is detailed in SOP No. SRI 40-35
entitled, “Androgen Receptor Competitive Binding Assay.” The tube assignments are
contained in Appendix B.

Detailed Procedures

Detailed protocols will be contained in SOPs for the preparation of rat cytosol and
the determination of its protein concentration (SOP No. SRI 42-24 and 42-14,
respectively), the saturation assays (SOP number: SRI 40-34), and the competitive
assays (SOP Number: SRI 40-35).

10,0 DATA PROCESSING:

Battelle will provide Southern Research with an Excel spreadsheet with macros, so that once data are
entered, all calculations described in Section 10.0 are performed automatically. Thus, Southern
Research will enter data and these calculations will automatically be performed.

10.1

Free Concentration of *H-R1881
Multiply the DPM in the total counts tubes by 1.8047 x 10, This value will yield the
free concentration (i.e., nM) of *H-R1881 initially present in each incubation tube.

Calculation Check:

XDPM = 45045 x 107 Ci=5.4141 x 10" mmole = 5.4141 x 10" moles

2.22 x 10 dpm/Ci  *83.2 Ci/mmole 1000 mmole/mole 0.0003 liters

= 1.8047 x 107" moles/liter = X (1.8047 x 10”°) nM

1 x 10 moles/nmole

*Note this value will be the specific activity of the radioligand (*H-R1881) used in
the assay.
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10.2

10,3

Calculation of Total, Nonspecific and Specific ["'H]-R1881 Binding

10.2.1. Total binding is calculated by multiplying the DPM from the tubes that
contained only radiolabeled R1881 x (1.6242 x 10”%). This value will be total binding

in fmoles.

10.2.2. Nonspecific binding is calculated by multiplying the DPM from the tubes
containing radiolabeled R1881 + 100-fold molar excess of radioinert R1881 x
(1.6242 x 10%). This value will be nonspecific binding in fmoles.

10.2.3. Specific binding is calculated by subtracting nonspecific binding from total
binding i.e., fimoles total binding - fmoles nonspecific binding = specific binding in
fmoles.

Graphical Presentation of the Data

10.3.1 Data will be entered into Excel template spreadsheets provided by Battelle and
will be provided to Battelle following the completion of each assay for analysis and
graphical presentation as described below.

10.3.2 Standard Curve and Test Chemical Competitive Binding Curves: Data for the
standard curve and each test chemical will be plotted as the percent *H-R 1881 bound
versus the molar concentration. Estimates of the ICsys will be determined using
appropriate non linear curve fitting software such as PRISM (GraphPad Software,
Inc., San Diego, CA). A Scatchard analysis may also be performed for the standard
curve using R1881 to demonstrate that the assay meets acceptable Quality Assurance
(QA) standards.

10.3.3 Relative Binding Affinity: The RBA for each competitor should be calculated
by dividing the ICsy for R1881 by the ICs, of the competitor and expressing as a
percent (e.g., RBA for R1881 =100 %).

10.3.4 Maximal binding capacity (Bnmay) and the association/dissociation constants
(Ka / Kq) can be estimated using a number of commercially available iterative
nonlinear regression analysis programs. One of the better programs was developed
by Munson and Rodbard and is called LIGAND (Munson, P.J., and D. Rodbard,
1980).

11.0. RECORDS:

All raw data pertaining to the conduct of this study will be stored at Southern Research for up
to 1 year after the study completion date (the date the final report is signed by the Study
Director). After 1 year, or at any time prior to the completion of that year if the Sponsor's
Monitor so directs, the data and any samples/specimens will be shipped to the Sponsor or to
the Sponsor’s designated archival facility. Retention of materials at Southern Research
beyond 1 year after the study completion date will accrue additional costs to the Sponsor. A
copy of the final report will be retained in the central Archives at Southern Research.
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12.0

13.0

All unused chemicals provided by the Sponsor, unless specified otherwise by the Sponsor,
will be returned to the Sponsor or to the Sponsor-designated repository, after the study
completion date.

The charges for storage of study data for this study do not include costs for handling and
shipping of data, specimens, or residual test/control articles at final disposition; the Sponsor
will be responsible for these costs.

FINAL REPORT:

An Excel spreadsheet template will be provided by Battelle for the assays. Data from each
assay will be entered into this spreadsheet; data will undergo a 100% quality control review
for accuracy in the Southern Research Cell Biology and Immunology group. The spreadsheet
will then be reviewed, graphed, and approved by personnel at Battelle. The raw data and the
draft final report will then be audited by the Quality Assurance Unit (QAU) at Southern
Research. The audited draft final report will then be submitted to Battelle. Comments will be
received and incorporated into the final report. The final report will be audited by the
Southern Research QAU and approved by the Study Director at Southern Research.

REGULATORY REFERENCES:

This study will be conducted in accordance with the protocol, the Standard Operating
Procedures (SOPs) of Southern Research, and the apphicable regulatory requirements, as
addressed below.

13,1 PROTOCOL AMENDMENTS AND DEVIATIONS

Amendments: All changes in or revisions of the approved protocol and the reasons
therefore will be documented in amendments, which will be signed and
dated by the Study Director and the Sponsor's Representative.
Amendments will be maintained with the protocol. Written approval (a fax
signature or electronic communication, such as email) for changes in the
protocol may be granted by the Sponsor's Representative, but a written
amendment will follow.

Deviations: All operations pertaining to this study, unless specifically defined in this
protocol, will be performed according to the SOPs of Southern Research
and any deviations from protocol or SOPs will be documented.

13.2 REGULATORY COMPLIANCE

Good Laboratory Practices: This nonclinical laboratory study will be conducted in strict
compliance with the U.S. Environmental Protection Agency Good Laboratory Practice
Standards (40 CFR Part 160).

Quality Assurance Review: Personnel from the QAU at Southern Research will inspect the
study in accordance with Southern Research operating procedures and the EPA FIFRA
GLPs. The QAU will audit the final report prior to submission to Battelle to assure that it
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accurately represents the raw data collected during the study. QAU inspection records will be
made available to Battelle, its representatives, and/or the EPA, as they request.

14.0 REFERENCES

1) Motulsky, H., and A. Christopoulos. 2003, Fitting Models to Biological Data Using
Linear and Nonlinear Regression. GraphPad Software Inc., San Diego, CA.

2) Munson, P.J., and D. Rodbard. 1980. Ligand: a versatile computerized approach for
characterization of ligand-binding systems. Anal. Biochem. 107:220-239.

15.0 PROTOCOL APPROVALS

This protocol has been reviewed and approved.

Study Director:

Sponsor's
Representative 1:

Sponsor's
Representative 2:

Sponsor's Quality
Assurance:

Southern Research
Quality Assurance:

LI - Vol th7los

Richard D. May, Ph.D. ~ Date

Qe fNp— 2

Dr. David P. Houchens (INITIALS ONLY; see pg. 2) " Date

W %7-{:"

Dr. James E. Morris (INITIALS ONLY; see pg. 2) Date

ol 1Poial. §-)5-05

Terri L. Pollock, B.A. Date

S ) ‘f/uz?/c:r"

Margery J. Wikh, B.S. ! Date
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Appendix A

Saturation Assay Tube Layout

—_—
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1 1 H 100 75 025 — — — 50 300
2 2 H 100 75 025 — — — 50 300
3 3 H 100 75 026 — — — 50 300
4 1 H 100 15 050 — — — 50 300
5 2 H 100 15 050 — — — 50 300
6 3 H 100 15 050 — — — 50 300
7 1 H 100 29 070 — — — 50 300
§ 2 M. 40,6 21 070 e o=k, L 5D 800
g 8" 4He 00 29 070 2 w= == v o50F 300
0 1 H 100 3@ 100 ~—~ = — 5O 300
11 2 H 100 3 100 — — — 50 300
{23 ‘H° 400 800 <100 == e == 350 30D
13 1 H 100 4 150 — — — 50 300
4 2 H 100 45 150 — —  — 50 300
%5 3 H 100 45 150 — — — 50 300
% 1 H 1000 75 250 — — — 50 300
17 2 H 1000 75 250 — — — 50 300
18 3 H 1000 75 250 =~ — — 50 300
199 1 H 1000 15 500 — — — 50 300
20 2 H 1000 15 500 — — — 50 300
24 @ H “000 15 600 == =~ —: 5O 300
59, 4 JHo 000 30 000 et e s 8D 800
23 2 H 1000 30 1000 — — — 50 300
24 3 H 1000 30 10.00 — s a2 B0 300
25 1 HC 100 75 025 100 75 25 50 300
26 2 HC 100 75 025 100 75 25 50 300
27 3 HC 100 75 025 100 75 25 50 300
28 1 HC 100 15 05 100 15 50 50 300
29 2 HC 100 15 05 100 15 50 50 300
30 3 HC 100 15 05 100 15 50 50 300
31 1 HC 100 21 07 100 21 70 50 300
32 2 HC 100 21 07 100 21 70 50 300
33 3 HC 100 21 07 100 21 70 50 300
34 1 HC 100 30 1 100 30 100 50 300
35 2 HC 100 30 1 100 30 100 50 300
3 3 HC 100 30 1 100 30 100 50 300



37
38
39
40
41
42
43
44
45
46
47
48
49
50
51
52
53
54
55
56
57
58
59
60
61
62
63
64
65
66
67
68
69
70
71
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1 HC 10.0 45 1.5 1.00 45 150 50 300
2 HC 10.0 45 1.5 1.00 45 150 50 300
3 HC 10.0 45 15 1.00 45 150 50 300
1 HC 100.0 7.5 2.5 10.00 7.5 250 50 300
2 HC 100.0 7.5 25 1000 7.5 250 50 300
3 HC 100.0 7.5 25 1000 7.5 250 50 300
1 HC 100.0 15 5 10.00 15 500 50 300
2 HC 100.0 15 5 10.00 15 500 50 300
3 HC 100.0 15 5 10.00 15 500 50 300
1 HC 100.0 30 10 10.00 30 1000 50 300
2 HC 100.0 30 10 10.00 30 1000 50 300
3 HC 100.0 30 10 10.00 30 1000 50 300
1 Hot 10.0 7.5 0.03 — —_ — - -
2 Hot 10.0 T 0.03 — — — — —
3 Hot 10.0 7.5 0.03 —_— — — — —
1 Hot 10.0 15 0.06 — — — — —_
2 Hot 10.0 15 0.06 — — — — —
3 Hot 10.0 15 0.06 — — — — —
1 Hot 10.0 21 0.08 — — — — —_—
2 Hot 100 21 0.08 — — — _ —
3 Hot 10.0 21 0.08 — — —_ —_ —_
1 Hot 10.0 30 0.10 o e — - —_
2 Hot 10.0 30 0.10 — — — s
3 Hot 100 30 0.10 - — — - -
1 Hot 10.0 45 0.30 - — — - -
2 Hot 10.0 45 0.30 — — — —_— e
3 Hot 10.0 45 0.30 — _— —_ — -
1 Hot 100.0 7.5 0.60 — — — - -
2 Hot 100.0 7.5 0.60 — — — —_— —
3 Hot 100.0 7.5 0.60 — —_ e — -
1 Hot 100.0 15 1.00 — — — - -
2 Hot 100.0 15 1.00 — — — - -
3 Hot 100.0 15 1.00 — — — - -
1 Hot 100.0 30 3.00 — — - —_— —
2 Hot 100.0 30 3.00 - — — — —_
3 Hot 100.0 30 3.00 _ — — - -

fe
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Competitive Assay Tube Layout - One Test Chemical [wGakaositive]
C = ES 3 ri
s 88 : % i T 5 83 -?-, T S 3
s 2 g 9% ol 8 2 k32 8& s 3
S 3 ® e &2 28 E 4: = Bo =3 29 Sw -
2 8 & %83 33 S 3 3237 st £F S
! 3 P o1i% s 1§ £33% if o
L&) E ‘3 E =S E E O o> E = = 3 E =
o 33 OQ 8 ©o
1 1 ethanol EtOH 0 — e 300 30 10 50 e 100
2 2 ethanol EtCH 0O —_ — 300 30 10 50 — 100
3 3 ethanol EtOH 0O — - 300 30 10 50 — 100
4 1 Inert R1881 MSB B-1-50 1.00E-05 300 30 30 - 50 1.0E-06 100
5 2 Inert R1881 NSB B-1-S0 1.00E-05 300 30 30 50 1.0E-06 100
6 3 Inert R1881 NSB B-1-50 1.00E-05 300 30 30 50 1.0E-06 100
i 1 Inert R1881 S 1 B-1-51 JE-06 300 30 10 50 1.0E-07 100
8 2 Inert R1881 s 1 B-1-51 JE-06 300 30 10 50 1.0E-07 100
9 3 Inert R1881 s 1 B-1-51 3E-06 300 30 10 50 1.0E-07 100
10 1 Inert R1881 s 2 B-1-52 3E-07 300 30 10 50 1.0E-08 100
11 2 Inert R1881 3 2 B-1-52 3E-07 300 30 10 50 1.0E-08 100
12 3 Inert R1881 S 2 B-1-82 3E-07 300 30 10 50 1.0E-08 100
13 1 Inert R1881 S 3 B-1-S3 3E08 300 30 10 50 1.0E-09 100
14 2 Inert R1881 s 3 B-1-53 JE-08 300 30 10 50 1.0E-09 100
15 3 Inert R1881 S 3 B-1-53 3E-08 300 30 10 50 1.0E-09 100
16 1 Inert R1881 S 4 B-1-54 3E-09 300 30 10 50 1.0E-10 100
17 2 Inert R1881 s 4 B-1-54 JE-092 300 30 10 50 1.0E-10 100
18 3 Inert R1881 S 4 B-1-54 3E-09 300 30 10 50 1.0E-10 100
19 1 Inert R1881 21 5 B-1-55 3E-10 300 30 10 50 1.0E-11 100
20 2 Inert R1881 5 5 B-1-55 JE-10 300 30 10 50 1.0E-11 100
21 3 Inert R1881 S ] B-1-55 JE-10 300 30 10 50 1.0B-11 100
22 1 Weak Positive P 1 B-1-P1 5.00E-02 300 30 10 50 1.7E-03 100
23 2  Waeak Posilive P 1 B-1-P1 5.00E-02 300 30 10 50 1.7E-03 100
24 3  Weak Positive P 1 B-1-P1 5.00E-02 300 30 10 50 1.7E-03 100
25 1 Weak Positive P 2 B-1-P2 5.00E-03 300 30 10 50 1.7E-04 100
26 2  Weak Positive P 2 B-1-P2 5.00E-03 300 30 10 50 1.7E-04 100
27 3 Weak Positive P 2 B-1-P2 5.00E-03 300 30 10 50 1.7E-04 100
28 1 Weak Positive P 3 B-1-P3 5.00E-04 300 30 10 50 1.7E-05 100
29 2 Weak Positive P 3 B-1-P3 5.00E-04 300 30 10 50 1.7E-05 100
30 3 Weak Positive P 3 B-1-P3 5.00E-04 300 30 10 50 1.7E-05 100
31 Weak Positive P 4 B-1-P4 5.00E-05 300 30 10 50 1.7E-06 100
32 2 Weak Positive P 4 B-1-P4 5.00E-05 300 30 10 50 1.7E-06 100
33 3 Weak Posilive P 4 B-1-P4 5.00E-05 300 30 10 50 1.7E-06 100
34 1 Weak Positive P 5 B-1-P5 5.00E-06 300 30 10 50 1.7E-07 100
35 2 Weak Positive P 5 B-1-P5 5.00E-06 300 30 10 50 1.7E-07 100
38 3 Weak Positive P 5 B-1-P5 5.00E-06 300 30 10 50 1.7E-07 100
37 1 Weak Positive P 6 B-1-P& 5.00E-07 300 30 10 50 1.7E-08 100
48 2 Weak Positive P 6 B-1-P6 5.00E-07 300 30 10 50 1.7E-08 100
389 3  Weak Positive P B B-1-P6 S5.00E-07 300 30 10 50 1.7E-08 100
40 1 Weak Positive P 7 B-1-P7 5.00E-08 300 30 10 S50 1.7E-09 100
41 2  Weak Positive P 7 B-1-P7 5.00E-08 300 30 10 50 1.7E-09 100
42 3 Weak Positive P 7 B-1-P7 5.00E-08 300 30 10 50 1.7E-09 100

HAP (500 ul)
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500
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500
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500

500
500
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500
500
500
500
500
500
500
500
500
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500
500
500
500
500
500
500
500
500
500
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Weak Positive
Weak Positive
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ethanol
ethanol
ethanol
Inert R1881
Inert R1881
Inert R1881
none
none
none
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none

EtOH
EtOH
EtOH
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Hot
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B-1-P8
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300
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300
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1.7E-10 100
1.7E-10 100
1.7E-10 100
— 100
— 100
— 100
1.0E-06 100
1.0E-06 100
1.0E-06 100

500
500
500
500
500
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500
500
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PROTOCOL AMENDMENT: 11232.01.03 A,

July 11, 2005
Page 1 of 1

When the protocol was written, the Key Study Dates were uncertain and listed as “to be
determined (TBD),” due to the availability of the rat prostates from an outside source so that we
could prepare the prostate cytosol. Protocol 11232.01.03 is amended as follows:

1. Page 3. The Key Study Dates are revised as follows:
5.0
Event Schedule Dates

Preparation of rat cytosol Weeks 1-2 June, 13-24, 2005
Receipt of other key materials Weeks 2-3 June 20-30, 2005
Saturation assays Weeks 4-5 July 5-15, 2005
Competitive assays Weeks 8-9 August 1-12, 2005
QAU audit and management review Weeks 11-12 August 22- September 2, 2005
Data submitted to Battelle Week 13 September 6-9, 2005
Effective Date: July 1, 2005
Approval Signatures:

L AD L /LIS
Richard D. May, Ph.D. Date
Study Director
Senior Project Leader
Southern Research Institute
Martgery Wlﬁﬁ: Date ©

Manager, Quality Asaurance
Southern Research Institute

oo

David P. I—fuuche'ns Ph.D.
Program Manager
Battelle Memorial Institute

Date




PROTOCOL AMENDMENT: 11232.01.03 A, August 10, 2005
Page 1 of 1

Due to a delay in data evaluation, the Key Study Dates were have been modified. In addition, an
error in the concentration of dexamethasone (Weak Positive) shown in Appendix B was detected
that requires correction (the stock concentration sent to us from Battelle was 30 mM (3.00E-2 M,
which was the concentration used in the previous Task). Thus, Protocol 11232.01.03 is amended
as follows:

1 Page 3. The Key Study Dates are revised as follows:
5.0

Event Schedule Dates
Preparation of rat cytosol Weeks 1-2 June, 13-24, 2005
Receipt of other key materials Weeks 2-3 —  June 20-30, 2005
Saturation assays Weeks 4-5 July 5-15, 2005
Competitive assays Weeks 9-10 August 10-19, 2005
QAU audit and management review | Weeks 12- 13 August 29- September 9, 2005
Report submitted to Battelle Week 14 September 13-16, 2005

) Pages 13-14 (Appendix B). The concentrations of Weak Positive listed in column 7
[*“Competitor Initial Concentration (M)”], positions 22-45 are revised as follows:

Instead of 5.00E-02, 5.00E-03, 5.00E-04, etc., these concentrations are now 3.00E-02, 3.00E-03,
3.00E-04, etc. Thus, the exponents remain the same, but the first number of each concentration is
now 3.00.

Effective Date: August 10, 2005

Approval Signatures:

Y A —-\_. B/los™

Richard D. May, Ph.D. Date
Study Director

Senior Project Leader

Southern Research Institute

/@g/ /&//’i %f«s—@/ T —
David P. Ht}uc:he.ns, Ph.D. Date

Program Manager
Battelle Memorial Institute




PROTOCOL AMENDMENT: 11232.01.03 A; October 6, 2005
Page | of 1

Due to some unclear language in Section 7.3 regarding tube labeling, Protocol 11232.01 is
amended as follows:

p A Page 4. Section 7.3 now reads:
T3 IDENTIFICATION

Each tube in the assay will be labeled according to its position, as indicated in the left-
most column of Appendix B. Position will correspond to Sample Number.

Due to some unclear language in the second paragraph of Section 13.2 that reflects an error in the
protocol that would allow EPA access to Southern Research QAU inspection records, Protocol
11232.01 is amended, as shown below. Note: in a regulated environment, the EPA is not allowed
to review the QAU study inspection or the self-inspection records of the testing facility.

3 Pages 9-10.  Section 13.2, second paragraph, now reads:
13.2 REGULATORY COMPLIANCE

Quality Assurance Review: Personnel from the Quality Assurance Unit (QAU) at
Southern Research will inspect the study in accordance with Southern Research standard
operating procedures and the EPA FIFRA GLPs. The QAU will audit the final report
prior to submission to Battelle to assure that it accurately represents the raw data
collected during the study. QAU inspection records will be made available to Battelle
during visits to Southern Research and/or for special requests.

Effective Date: April 27, 2005

Approval Signatures:

L/ B L__ 10[1]os”
Richard D. May, Ph.D. Date
Study Director
Senior Project Leader

Southern Research Institute

ALorf P Hfpsertivr— -

David P. Houchens, Ph.D. ” Date
Program Manager
Battelle Memeorial Institute




APPENDIX B
Processed Raw Data from Saturation Assay 1 and Associated Figures

Note: The sample in position 46 was considered an outlier® in the Battelle
spreadsheet and was not included in the data analysis.

*value was clearly inconsistent with other two values in the triplicate.



Counts from Saturation Assay Mumbaer 1

Saluration Assay Tube Layout
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& i H 1.0 15 0.50 — — - 50 300 —_
T 1 H 0.0 21 .70 - = - 50 300 b
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] 1 Het 19000 ] 0 - - s = = ga
3| 2 Hot 4000 £ ] 10 - - - - = —
T2 3 Hol 1000 3 0 - - - - - -
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Hot Counts (DPM)
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Specific Bound/Free

4-11-3-Satiration_B.pzfB1 Scatchard (molar) - Mon Aug 22 10:49:35 2005
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Specific Binding (molar)

4-11-3-Saturmtion_B.pzf.B1 Curve (molar - Mon Aug 22 10:48:35 2005

LabBrun1
0.6 mg/tube
3.5%107 = B1-7/5/05
3.0% 10777
2.5%10"
2.0%1071+
1,52 10
1.0= 1070 i —
i . B
5.0x 101"~
—+————7———— 7
0 2.0x10# 4.0x10* 6.0x10* B.0x10+ 1.0x108
mean total added (molar)
Bpeciic bound Bies |
BRAR 1.0608-010
KD 6.993a-010
Sid. Emor
BMAX 3.984e-012
KD 5.79Te-011
95% Confidence Intervals
BMAX 8. 772e-011 1o 1.142e-010
KD 5. 791 e-010 1o 8.196e-010
Goodness of Fit
Degrees of Freedom 22
R* (unwaighted) 0.9381
Weighted Sum of Squares (1/¥%) | 01875
Abszolute Sum of Squares 8.578e-022
Sy.x 6.244a-012
Cata
Mumber of X values 24
Mumber of ¥ replicates 1
Taotal number of values 24
Mumber of missing values 0




Non-Specific Binding (DPM)
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Binding (DPM)
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APPENDIX C

Processed Raw Data from Saturation Assay 2 and Associated Figures



GCounts from Saturation Assay Mumber 2
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3 3 H 10,0 Ta 025 — —_ - [l an _
4 1 H 10,0 15 0.5 — — - a0 a0 -
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) 1 H 10.0 21 Q.70 _ —_ —_ a0 300 —_
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AT 2 HG 100D an 10 1000 ] 1000 30 00 c1
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Hot Counts (DPM)
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4-11-3-Saturation_B pzf-82 Hot - Mon Aug 22 10:49:35 2005
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Specific Bound/Free

4-11-3-Saturation B.pzfB2 Scatchard (molar) - Mon Aug 22 10:49:35 2005
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Lab B run 2
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Specific Binding (molar)

4-11-3-Saturation_B.pzFB2 Curve (molar) - Mon Aug 22 10:48:35 2005

Lab B run 2
0.6 mg/tube
3.5x 1010
3.0x10r1%
2.5%10r"7-
2001019+
1.5% 1019
1.0= 10704 =
¥
5,010~
0 T 1 T T T T v T T T T T T T T T 4 T T
0 2.0m10%° 4.0=10* 6.0x10® B.0x10* 1.0x 108
mean total added (molar)
Be-FT05
‘ BMAX X3 %07 I
KD 6.773e-010
Sid. Emar
BMAX 3.628e-012
KD 5.656e-011
95% Confidence intervals
BMAX 8.86%9a-011 to 1.037e-010
KD 5.600a-010 to 7 946e-010
Goodness of Fit
Degrees of Freedom 22
R* (unweighted) 0.9194
Waighted Sum of Squares (1/v7) | 0.2036
Absolute Sum of Squares 9.630e-022
Sy.x 6.616e-012
Data
Number of X values 24
MNumber of Y replicates 1
Total number of values 24
Mumber of missing values 0

v
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Non-Specific Binding (DPM)

4-11-3-Saturation_B.pzi:B2 NSB - Mon Aug 22 10:49:35 2005
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Binding (DPM)

4-11-3-Saturation_B.pzi-82 data (DPM) - Mon Aug 22 10:48:35 2005
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APPENDIX D
Processed Raw Data from Saturation Assay 3 and Associated Figures

Note: Summary figures for all three saturation assays and Bmax and Kd values
{prepared by Battelle) are also included in this appendix.



Counts from Saturation Assay Number 3

Saturation Assay Tube Layout

b= =
$ £ i 2 £ g
- n
§ § 2 § § .5 & _ &z 2 2
2 - k] E £l 3 Ef =
g = E 3¢ & 23 1 s I 3 z
g § [ E - E x E o =35
S g 32 SB B Li- e 25 =iz E £ E £ 2
3 S B E I L=, &
D DOE F3 & ] i) S
1 1 H 10 74 025 = - - 50 300 -
2 H id 75 0.2% = - - 50 500 —
3 i H 0.0 1.5 0,25 — - - 50 300 =
4 1 H o 14 .40 - - - 50 500 -
5 2 H 100 15 .50 = = - 50 300 -
£ 5 H 104 15 .50 = = = 50 300 -
T 1 H 0.0 M 070 — - - 50 30 L
B 2 H 0 # a7 = - - 50 300 -
g 3 H 10 H 070 = = & 50 300 -
w1 H Wg M 0 = = 25 50 360 =
1 2 H 100 a0 1.00 = = - 50 300 -
12 3 H 100 n 1.00 — = = 50 300 =
13 1 H 100 a5 1.50 = = - 50 a0a o
14 2 H 100 45 1.50 - - - 50 300 =
15 3 H 100 as5 1.50 = = - 50 300 -
18 1 H 1000 75 2.50 = = = 50 300 =
1 2 H 1000 1.5 250 - - - 50 300 —
18 3 H 1000 7S5 2.50 - = = 50 ang -
18 1 H 1000 15 500 - - = 50 300 =
20 2 H 1000 145 5,00 - - — 50 300 —
M3 H o 1o00m 15 500 = - - 50 300 -
22 1 H 100.0 an W00 — — - 50 300 -
23 2 H 1000 30 W — — - 50 300 =
24 3 H 1000 an 10.00 - - = 50 300 -
25 1 HC 100 75 0.25 1.00 75 25 50 300 CE
26 ? HG 10,0 T8 0.25 1.00 75 25 a0 30 CE
T3 HG 100 75 025 1.00 P4 5 40 300 Ci
2% 1 HC 100 15 05 1.00 15 50 50 300 or
28 2 HG 0.0 15 0.5 1.00 15 &0 50 300 )
3 3 HOD 100 15 05 1.00 15 50 50 300 cr
L] 1 HC 10.0 P3| a7 1.00 s il 50 300 CE
3z 2 HG 1.0 21 0.7 1.00 21 w a0 300 CE
33 3 Ho 10.0 1 a7 1.00 3 | k] 50 30 CE
a4 1 HG 10.0 an 1 1,00 a0 100 50 300 CE
3 ¢ HZ 100 an 1 1.0 an 100 50 300 [+
36 1 HC 10.0 ao 1 1.00 an 100 a0 300 C&
ar 1 HG 10.0 45 1.5 1.00 45 150 a0 0 C4
3 ¥ HZ 100 45 15 1.00 45 150 50 300 4
3% 1 WG 100 46 1.5 1.00 45 150 &0 b 4
AQ 1 HG 1000 A 25 10,00 T 250 a0 0 3
41 2 HGC 1000 .5 25 10.090 7.5 250 50 30 3
4z 3 HC 1004 75 25 10.00 75 250 50 300 c3
43 1 MG 1004 15 & 10.00 15 500 &0 00 c2
44 3 KGO 00 1% 5 10.00 15 00 El] 0 2
45 3 HC 1004 15 5 10.00 15 500 50 a0 cz
45 1 HC 1000 v} 0 10,00 a0 1000 &0 a0 1
47 2 HC 1000 30 0 10,00 30 1600 50 300 C1
48 3 HC 1000 a0 10 10.00 an 1000 50 200 c1
EL 1 Hol 0.0 HE] 0.25 — - — — — - B
51 2 Hol 100 75 025 - - e - = - 1E11562
51 3 Hol 100 TS 028 — = = = = - 11767 64
52 1 Hol 100 15 0.5 = - i . . = 24535 51
53 2 Hu 100 15 0.5 - - — — - 24053 87|
= 3 Het 100 15 0.s - — — — — — Za0E0.T1
55 1 Hol 100 71 o7 — % - P - =
55 2 Het 100 4 oy P = = = = =
L 3 Het 100 2 0T — — — — — —
58 1 Hal 100 ) 1 = i = = = 5
58 2 Ha 100 ) 1 = = = = i i
&0 3 Hat 100 Eh] 1 — — — — — —
61 1 Hot 100 a5 15 - - - - - -
62 2 Hot 100 a5 15 = - - = il =
85 3 Hat 100 45 15 = = = . - e
G4 1 Hat  100W0 L] 25 — — — — — —
65 2 Haot 10000 75 25 — — — — — —
66 3 Hol 1000 7.5 25 i - — et - -
&7 1 Hot 100 1% & — — £ = i =
66 Z Hol 1000 15 5 - - - - - -
6% 3 Hot 1000 1% 5 — — — — — —
0 1 Hot 1000 an 10 o = - e = =
1 2 Haol 1000 an ] — — — — — —
T¥ 3 Hol 1004 30 10 o = = i o il
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Hot Counts (DPM)

550000-

500000+

450000+

400000+

350000+

300000

2500004

200000+

150000+

100000+

50000+

411-3-Saturation_B.pzf:B3 Hot - Mon Aug 22 10:49:35 2005

Hot Tubes
LabBrun3
0.6 mg/tube

0

500

T
1000

1500 2000 2500
R1881 (fmole)

L) T 1
3000 3500 4000

B3-7/11/05



Specific Bound/Free

4-11-3-Satyration_B.pzi-B3 Scatchard {molar) - Mon Aug 22 10:48:35 2005

Scatchard Display
Lab B run 3
0.6 mg/tube

i *  B3-TM105
3.0x10" -

2,010+

1.0%10-"

0+
r s R G
0 1.0x10™" 2.0x10" 3.0x10"

Specific Bound (molar)



Specific Binding (molar)

4-11-3-Sawration B.pzf.B3 Curve (molar) - Mon Aug 22 10:49:35 2005

LabBrun3
0.6 mg/tube

3.5%100
3.0%10-%0
2510104
2.0%10r0
1.5% 1010
T N
1.0% 1010 f =
_'_._'_.__,____—-o—"
s.ox10mq ¥r
+r——yr—r——r——r—r—rr—— T
0 2.0x10° 4,010 6.0x10° 8.0=10*® 1.0x108
mean total added (molar)
B3-71105
BMAX 1.0638-010
KD 6.604e-010
Std, Emor
BMAX 4.955e-012
KD T.028e-011
95% Confidence Intervals
B 9.607a-011 to 1.166e-010
KD 5.146e-010 1o 8.062e-010
Goodness of Fit
Degrees of Freadom 22
R* (unwaighted) 0.8805
Waighted Sum of Squares (1Y) | 0.2728
Absolute Sum of Squares 2134021
Syx 9.848e-012
Data
Number of X values 24
MNumber of ¥ replicates 1
Tolal number of values 24
MNumber of missing valuas 0

B3-7M1/05



Non-Specific Binding (DPM)

11000+
1 IIZ'!‘.ZIII'.IIZI'J
8000+
8000-
7000+
6000+
5000+
4000+
3000+

2000+

4-11-3-Saturation_B.pzf-B3 NSB - Mon Aug 22 10:49:35 2005

NSB Tubes
LabBrun 3

0.6 mg/tube

R1881 (nM)

B3-7111/05



Binding (DPM)

4-11-3-Saturation B.pzlB3 data (DPM) - Mon Aug 22 10-42:35 2005

bound counts
LabBrun3
0.6 mg/tube

0t T =T T T T T T T T T )

0 1 2 3 4 5 6 7 8 8 10 N

...... NSB s A8 ___ total bound

*  B3-7M1/05 v B3-7M1/05 = B3-TNM1/05



Hot Counts (DPM)

550000

500000+

450000

400000+

350000+

300000+

250000+

200000+

150000+

100000

50000+

4-11-3-Saturation_B.pzF:8 Hot - Mon Aug 22 10:49:36 2005

Hot Tubes
LabB
0.6 mg/tube

T
500

1000 1500 2000 2500 3000 3500 4000
R1881 (fmole)

B1-7/5/05
B2-TIT05
B3-7M11/05



Specific Bound/Free

4-11-3-Saturation_B.pzFB Scatchard {molar) - Mon Aug 22 10:49:36 2005

Scatchard Display = B1-7/5/05
Lab B v B2-77105
0.6 mg/tube . B3-7111/05

3.0%1074

2.0x10"+

4

1.0%10"

0 5.0%10"1.0¢1001,5x1092,0x1092.5x10193,0x10-0 3.5%10°10

Specific Bound {molar)



Specific Binding (molar)

4-11-3-Saturation B.pzfB Curve (molar) - Mon Aug 22 10:49:36 2005

Lab B
0.6 mg/tube
3.5x10"0 ® B1-7/5/05
4 *  B2-T7I05
3.0 10717+ +  B3-7/11/05
2.5x10:10-]
2.0% 107
1.5%10r1%+
(] ™ "
1.0%10-10- . « "
5.0x10"4
u T T T T T T T T T T T T T T T ¥ T T 1
0 2.0x10°® 4.0x10# 6.0x10% 8.0=10% 1.0=108
mean total added (molar)
~Specic bound B1- 775005 B2 717705 B3-7711/05
BMAX Toeoemo | doxiemi1 | 1eseoio |
KD 6.993a-010 6.7736-010 6.604e-010
Sid. Ermor
BMAX 3.9848-012 3.6288-012 4.9558-012
KD 5.797a8-011 5.6568-011 7.028e-011
95% Confidence Intervals
BMAX 9.772e-011 o 11426010 | 8.869e-011 to 1.037e-010 | 9.607e-011 to 1.166e-010
KD 5.791e-010 1o B.1960-010 | 5.600e-010 to 7.9496e-010 | 5.146a-010 to 8.062e-010
Goodness of Fit
Degrees of Freedom 22 22 22
R? (unweighted) 0.9381 0.9194 0.8805
Welghted Sum of Squares (1Y%} | 0.1875 0.2036 0.2728
Absolute Sum of Squares 85788022 96306022 21340021
Sy.x 62448012 6.6168-012 9,848e-012
Data
MNumber of X values 24 24 24
Murnber of ¥ replicates 1 1 1
Total number of values 24 24 24
MNumber of missing values 1] 1] Q




Non-Specific Binding (DPM)

11000+
10000
9000-
8000+
7000-
6000-
5000-
4000-
3000
20004

1000

4-11-3-Saturation B.pzfB NSB - Mon Aug 22 10:49:36 2005

NSB Tubes
Lab B
0.6 mg/tube
= B1-7/5/05
*  B2-7/7I05
+  B3-7/11/05

o at

T ] LI} T T |

2 3 4 5 6 7 8 9 10 11
R1881 (nM)



Binding (DPM)

4-11-3-Saturation_B.pz8 data (DPM) - Mon Aug 22 10:49

bound counts
LabB

0.6 mg/tube

26000~
25000
24000-
23000

21000+
20000-
19000
18000+
17000
16000-
15000
14000
13000
12000
11000
10000
9000 i

11
R1881 (nM)
NSB - SB - total bound ——
+  B1-7/5/05 ¢ B1-7/5/05 = B1-7/5/05
+  B2-T/7I05 e  B2-7/7105 = B2-F/7I05

B3-7/11/05 = B3-7111/05 = B3-7M11/05
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APPENDIX E

Processed Raw Data from Competitive Assay | and Associated Figures



Courts from Competitive Assay Number 1

Competitive Assay Tube Layout - One Test Chemical (Waak Pasitive)

R
1 3 §
- e - =
3 $ T g s %
S § & 3 % ;& : : mi
o '« - g
e & g § % 2 2 3 g
]
3 Pl i it b
2% 8 ;3 1 38 8§ &8
1 1 athanal EWDH a — —_ ETEn] 30 10 5 3 -
2 2 athanol EWOH a — e 304 3 o0 5 30 —
3 3 atnanal EtIH 0 - — 30 30 W 50 3 —
4 1 InertR1881 MEE B-1-50 100E-05 300 30 30 50 300 1.08-08
§ 2 InerlR1BB1 NSE B4-30 1.00E-05 300 30 30 S0 300 1.0E-06
B 3 InartRI1&41 MSE B-1-50 100E-05 300 g 30 50 300 1.0E-08
7 1 ket R1BBY 5 1 B-1-51  300E-06 300 3 10 50 310 S.TE-08
4 2 nartRIGE1 5 1 B-1-51 3.0D0E-D6 300 1M B0 M0 STE-08
9 3 lrartR1BEY 5 i B-1-51 3.00E-06 30D 30 10 0 M0 RTE-03
W1 et R1881 8 2 B-1-82 3.00E-O7 300 30 10 50 310 BTE04
1M 2 imert R1881 3 Z B-1-32  3.00E-07 300 3 10 =0 30 HTEL9
12 3 Inert R1881 3 2 B-1-852  3.00EQ7 300 30 10 £9 310 STEL9
13 1 Inest R1881 =1 3 B-1-53  3.00E-08 300 3 10 E0 30 STED
14 2  Inea R1381 5 3 B-1-83  3.00E-03 300 30 W 50 310 BYE-0
16 3 Ined R1831 5 3 B-1-83 300ELE 300 30 10 B0 30 BTE-0
16 1 Inest 1831 B 4 B-1-34  3.00ELS 300 30 10 B0 30 BYE-1
17 2 Inen R1381 21 4 B-1-54  3.00ELS 300 30 10 50 30 ATEMN
1B 3 Ined R1331 5 4 B-154 300EDg 300 30 1 5 30 9.TE-1
19 1 Inen R1831 5 5 B85 300E-10 300 30 10 50 310 9TEZ
20 % Inen A4 5 ] B-1-85  3.00E-10 300 30 1 50 30 9.VE12
21 3 Ined R1831 5 5  B4S55  A00E-Q 300 30 10 50 30 97E2
22 1 ‘Weak Fositive F 1 B-1P1 A00ELZ 300 30 W 5% 310 9.TE-D4
23 2 ‘Weak Positive F 1 B-1-P1 J00E-O2 300 30 W & 30 ATE-4
24 3 Waak Posilive P 1 B-i-F1  300ELHZ 300 30 10 50 310 9T7E-04
25 1 ‘Weak Positive ] 2 B1-P2  300E-D3 300 30 W0 50 30 ATE.0S
26 2 ‘Waak Positive = 2 B-1-F2 300203 300 30 10 52 310 9TE-05
27 5 Weak Posilive F 2 B-1-F2  J0ENT 3G 3 10 S50 310 STE-08
23 1 ‘Weak Positive F 3 B-A-P3  3.00E-D4 300 o oW 5 30 9TE-06
25 2 Weak Posilive P 3 BA-P3 300E04 30 30 10 5D 310 9.7E-06
a3 Wieak Positive P 3 B-1-P3  J00E-D4 30D a0 10 50 310 STE-06
A1 1 ‘Wieak Positive F 4 B-1-P4  300E-05 300 | 1w 50 10 9TE-07
32 2 Waak Positive P 4 B-1-P4  3.00E-05 300 3 10 50 310 STE-OT
33 3 Weak Positive P 4 B-1-Fd4  3.00E-05 300 a0 10 50 310 GoEOY
341 Weak Pogilive P 5 B-1-P5  J0DE-0G 300 a0 10 50 30 GTE-08
15 2 Weak Posilive P 5 B-1-P5  LDOE-QE 300 a0 10 500 30 S.TE-08
36 3 Weak Positive P 5 B-1-P5  L.0DDE-06 300 30 10 50 30 STE-08
37 1 ‘Wesk Positive P L] B-1.P§  3.00E-QT7 300 3 1 50 M0 BTE-Q9
3B 2 Weak Positve = & B-1-P6  3.00E-0T 300 3 10 50 310 S.TE-09
33 3 Weak Positive P &  B-1-PE  LO00E-Q7 300 3 10 50 310 STE-04
40 1 Weak Positive P F B-1.PT  3.0DE-08 300 30 1 5 N0 STE-1D
A1 2 Weak Posilve P T B-1-PT  A00E-03 300 3 10 50 310 BTE-10
42 3 Wesk Posivve P 7 B-1-PT  3.0DE-08 300 30 10 50 30 &TE-10
42 1 Weak Positive P & B-1-PB  3.00E-09 300 20 10 50 310 L.TE-11
44 2 Weak Positve P &  B--P8  3J00E-09 300 3 10 50 310 ETE-1
45 3 Wesk Positive = & B-1.PE  Z.00E-08 300 3 10 0 M0 TE-U11
48 1 elharsd EMOH L] — - 300 3 10 50 30 =
47 2 athanod EtOH 0 — - 300 30 10 50 310 —
48 3 mlhart ErDH o -— _ 300 3 1w B0 30 -
42 1 Inect R1381 ME8 B-1-50 1.00E05 300 30 30 50 300 1.0ED4
5 2 ImentR1881 M5B B-1-30  1.00E-05 300 30 30 580 300 1.0EDE
1 3 Irert R1881 MEB B-1-80  1.00E<05 300 30 30 0 300 1.0E04
52 1 nane Hot — —- — - = - —
53 2 none Hot — -- - W o—- = — =
54 3 nana Hot — -_ — wm - = = —
55 1 naneg Haol _ - — W o—- = = —_
86 2 nane Haot - - - o - = = —
a7 3 nana Hot ) - — M — 9 — — L

Aliquat ful)

100
100
100
0o
100
100
100
100
1o
00
00
00
100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
el
piv]
100
00
pley]
100
00
100
00
100
100
00
100

DPM a5 sampled

DFM for 2.0 il

5764548
GOZ5AZ5
GE57.605
512.25
501.51
46131
546,08
423305
408.084
whzs2
By0.604
4030254
TE0.2av
241155
3458.825
5iga.a
510725
6335781
G254 601
5646681
5438268
TEE.453
T29.213
1065253
2261.848
2342049
2558257
4954.735
4361.017
4B35.41
5510.653
277502
5623834
S5B2.70
5988.230
5400.338
5539.266
B035.266
548351
5781159
S518.098
B58T.223
5340019
SH06.238
SG40.004
5804161
5767824
5271.302
333.39
465,45
39T .98
ATOAE.GE
4E440.13
46156.72
4630216

4E487.76
45585.73
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R1881 Bound (%)

1304
120+

1104

Wh 4-11-3_competitive-Lab B.pzfB1 Std Crv - Mon Aug 22 10:51:03 2005

Lab B

Run 1
Standard Curve
each Replicate

9 8 7 6 5

Competitor Concentration (M)

-4
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B-1- 8M10/05



R1881 Bound (%)

WA 4-11-3_competitive-Lab B.pzB1 Wk Pos - Mon Aug 22 10:51:03 2005

Lab BRun1
Dexamethasone 2
"Weak Positive' Data
each Replicate

Competitor Concentration (M)
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Lab BRun1
Standard Curve and "Weak Positive’
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APPENDIX F

Processed Raw Data from Competitive Assay 2 and Associated Figures



Counts from Competitive Assay Number 2

Compelitive Assay Tube Layout - One Test Chemical (Weak Posltive)

g 3
2 g =

g 3 e - £ =

§ ¢ 1 3t 8 3 % = S

S 0§ 3 3§ g% Ippou

g 0§ 0§ &r i § it

= g =
£3 3 g 5 s i3
; - IR

£ & E 5 1 8 E3 £ 88

1 1 abnanol EtOH 0 - — 00 30 10 50 30 _

2 2 etnanol ErIH 0 - —_ 300 30 10 50 30 -

i 3 ethiarl ErOH i} - — 300 3 10 50 30 —
4 1 InetR1331 MEB B-1-50 1.00E-05 300 30 30 50 300 1.0E-06
5 2 InertR1881 NSE B-1-50 1.00E-05 300 30 30 50 300 1.0E-06
& 3 Inert RiBA1 NEB B-1.30 1.00E-05 300 30 30 50 300 1.08-06
T 1 InertR1881 5 i B-1-51 3.00E-086 300 30 10 50 3G OT7E-08
E 2 InertR1GE1 3 1 B-1-51 A.00E-08 300 30 10 50 30 9.TE-08
5 3 Inedt R1BB1 5 1 B-1.831  3.00E-06 300 a0 10 50 310 9.TEOR
10 1 Inert R1BE1 3 2 B-1-82 3.00E-07 300 30 10 53 310 8.VE-OD
11 2 |lnert R1B81 35 2 B-1-52 300E-07 50D 30 10 50 310 9.7E-D9
12 3 Inea R1881 5 2 B-1-52 3.00E-07 300 30 10 5 310 9.TE09
13 1 Inent R1881 5 3 B-1-33 300E-08 300 3 10 50 30 9.TE-10
14 2 Imest R1381 5 3 B-1-33 3.00E-08 300 a1 s 310 9.TE-10
15 3 et R1881 5 3 B-1-83 3.00E-08 300 3 10 50 310 9.YE-10
16 1 Inert R1881 - 4 B-1-54 J.00E-03 300 W 10 s 310 9.7E-N
17 2 Inerl R1881 3 4 B-1-54 J.00E-03 300 30 10 50 30 9.T7E-N
18 3 Inerd R1831 = 4 B-1-54 A00E-03 300 3 10 50 310 STFE-1
18 1 Inert R1831 2 5 B-1-55 J300E-10 300 30 10 50 30 BVEA2
20 2 InertR1331 Z E B-1-55 A00E-10 300 3 10 50 M0 S.VE-12
21 3 lnert R18381 5 g B-1-55 J00E-10 300 10 50 30 BYE-12
22 1 ‘Weak Posithe F 1 B-1-P1 J00E-02 300 30 10 50 310 LYE-04
23 2 ‘Weak Positive P 1 B-1P1  JODE-DZ 300 3010 30 30 BTE-04
24 3 ‘Wesk Positiva P 1 B-1-F1 A00E-02 300 30010 50 M0 AVE-O4
25 1 Weak Positive P 2  B«-P2 I00DE-D3 300 30 10 50 0 LTE-0S
26 2 'Weak Positive P 2 B-1-P2 J3.00E-0F 300 30 10 50 M0 BYE-0S
27 3 Wesk Positive P 2 B-1-P2 J00E-03 300 a0 10 50 MO0 BTE-OS
28 1 ‘Weak Posithve P 3 B-1-P3 3.00E-04 300 30 10 50 310 OIE-C6
29 2 Weak Posiftive P 3 B-1P3  J.00E-D4 300 30 10 50 W0 9.7E-05
30 3 Weak Posftive = 3 B-1-P3 J00E-D4 300 30 10 50 30 9.TE-0E
31 ‘Weak Postive P 4 B-1-P4 3.00E-05 300 30 10 50 M0 9.TELT
32 2 ‘Waak Positive P 4 B-1-P4 3.00E-05 300 an 1g 50 30 8TEDY
33 3 ‘Waak Positive P 4 B-1.Pd 3.00E-05 300 0 10 s 30 9.TEO7
34 1 Weak Posiive P 5  B-.P5 300E-06 300 0 30 10 50 310 O.TE-0B
35 2 Weak Positive P 5 B-1-p5 3O0E-06 300 0 1w B 3D 9.TE-DB
38 3 Weak Positive P 5 B-1-P5 F.00E-06 300 o 10 B 31D 9.TE-DB
37 1 Weak Posilive P & B-1-PE  3.00E-07 300 30 10 B 30 9.TEDS
38 2 Weak Positive P [ B-1-PE  3.00E-07 300 30 10 50 30 9.VED9
3 3 Weak Positive P B B-1-F6 3.00E-07 300 a0 10 50 310 9.TE-0B
40 1 ‘Waak Posilive o T B-1.FT J.00E-08 300 30 10 50 30 9YE-10
41 2 Weak Positive P 7 B-PT  3.00E-08 300 30 10 50 310 9.7E-10
42 3 Weak Posilive F T B-1-PT 3.00E-08 300 0 1 50 30 4TE-10
43 1 ‘Weak Positive o B B-1-PB J.00E-CG 300 3 10 50 30 9YE-NM
44 2 Weak Positive P B B-1PB  3.00E-03 300 30 10 &0 30 9.TE-N1
45 3 Weak Posilive F ] B-1-P8 A.00E-08 300 g 1 s 310 4.YE-N

46 1 sthanal EWDH 0 — — 300 3 W 50 30 -

47 2 athanal EtOH o —_— — 300 3 1 50 30 -

48 3 atnanol EtOH 0 - —_ 300 W 1 50 30 -_
48 1 Inedt R1831 NEB B-1-50 1.00E-05 300 30 0 50 300 1.0E-06
50 2 Inett R1831 NEB B-1-50 1.00E-Q5 300 30 30 50 300 1.0E-06
5 3 InetR1831 NEB E-1-50 1.00E-05 300 3 3 50 300 1.0E-06

a2 1 nane Huat -_ — — W = = - —

8y 2 none Haot — — —_ W - - = -

b4 3 none Huot — - — W - - = —

55 1 none Huat — - — W - - - —_

56 2 none Hot — - — W - - = —

57 3 nane Het = = T T —

of DFM for 2.0 mL

E430 0E3
5716369
5243.216
30744
45318
3B7S
3E0.71
586,597
414088
1049.474
90,285
o 4z
3033.505
3338.350
A5T0.363
4818671
53701350
5156.23
5275.548
5626.81
5514 466
&72.731
16322
61,503
2EIEIT
2256955
2183.095
4005 402
AEE4.973
455747
5558811
ATH3.104
S177.403
5602096
5470.012
4814 481
S641.6514
5364 643
5436128
5195.662
5974158
5658.12
5594 818
5098 538
5594 842
5595.158
5351 338
5635.01
334.7
420.72
24215
4746147
4833524
48318.58
47827.21

46584.37
46584 61
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R1881 Bound (%)

=11

WA &-11-3_competitive-Lab B.pefB2 rec Sid Crv - Mon Aug 22 10:51:03 2005

Lab B Run 2
Standard Curve
each Replicate

10 9 -8 7 6 5 -4 3

Competitor Concentration (M)

B-2-8/16/05



R1881 Bound (%)

Wa 4-11-3_competitive-Lab B.pzfE2 rec Wk Pos - Mon Aug 22 10:51:03 2005

Lab B Run 2
Dexamethasone *  B-2-8/16/05
"Weak Positive’ Data
each Replicate

30-

-1 =10 -9 -8 -7 -8 -5 -4 -3

Competitor Concentration (M)



R1881 Bound (%)

130+

110+

)
T

Wi 4-11-3_snmpatitiva-Lab B.pzf B2 rec Std Crv Wk Pos - Mon Aug 22 10:51:03 2005

Standard Curve and "Weak Positive’

Lab B Run 2

-8 -8 -7 -6 -5

Competitor Concentration (M)

A

Standard
Cuorve

B-2-8/16/05

L

Weak
Pasitive

B-2-8/16/05



APPENDIX G
Processed Raw Data from Competitive Assay 3 and Associated Figures

Note: Summary figures for all three competitive assays and IC,, and RBA
values (prepared by Battelle) are also included in this appendix.



Counts from Competitive Assay Number 3

Compeatitive Assay Tube Layout - One Test Chamical (Weak Positive)

g 3
3 § B
by e = =
BER R
W E i [ E 5 & E £ é
=
g 2 g 3 £ : i i gi
g i g E Ew E - = %.
E L5} n
£ £ g 3 § R 338 1§ 53
11 alhard EA0H [i] —_ = 300 30 1MW B 30 -_—
2 2 alhans E1OH ] - - 300 30 W0 50 3D —
3 3 alhans E10H 1} -_ - 300 30 W s 30 -
4 1 InetR1381 MSB B-1-80 1.00E-35 300 30 30 80 300 1.0E-06
5 2 InetR1381 MSB B.1-50 10OEDS 300 30 30 B0 300 1.0E-06
6 3 InetR1881 MER B-1-850  100E-05 300 30 30 B) 300 1.0E-06
T 1 ImemtRI1EE1 5 1 B-1-81 A00E-0E 300 an 10 S0 30 8.7E-08
8 2 InentR1381 g 1 B-1-51  300E-06 300 30 10 50 30 STEQA
9 3 InenR1331 5 1 B-151 3.00E-DE 300 30 10 % M0 3TE-08
W1 Inen R1831 5 2 B-4-52  2.00E-07 300 30 10 5 30 STE09
17 Ined R1331 5 2 B-1-52 J0QE-OT 300 30 10 50 30 HTEDS
12 3 Ined R1384 5 2 B-1-52 A0GEOT 200 30 10 S0 30 VELS
13 4 Ined R1831 5 3 E-1-53  3.00E-08 300 0 10 8 30 BTE-10
14 2 Ined Ri831 5 3 B-1-83 3DOE-OE 300 3 1m0 30 9TE-Q
15 3 InertRi831 5 3 B-1-83 100E-06 300 3 10 & 3¢ 9.TE-1Q
16 1 InertRi831 5 4 B-1-84 1.00E-09 300 3] 10 s 3g 9T7EU
17 2 Ined Ri841 5 4 B-1-54 3.00E-09 300 3| 10 s 3¢ 97E-N
1B 3 Inert RI18M 5 4 BEa1.54 3.00E-08 300 3 11 50 39 9.7E-11
1% 1 InertR18M 5 5 B-1-35 3.00E-10 300 3 10 50 30 9.TEAZ
20 2 InertRIEM s 5 B-1.35 3.00E-10 300 30 1 50 30 9.TE12
21 3 InertR1841 3 5 B-1-85 3.00E-10 300 3 10 50 30 8.TEAZ
22 1 Weak Positive P 1 B-1-P1 3.00E-02 300 3 10 50 310 BTE-M
23 2 Weak Positive P 1 B-1-P1 3.00E-02 300 3 1 50 310 D.TE-M
24 3 Wygak Positive F 1 B-1-P1 3.00E-02 300 3 10 50 310 BTE-M
25 1 Wigpak Positive P 2 B-1-P2 3.00E-03 300 3 10 50 310 B.TEDS
26 2 Weak Positive P z B-1-P2 3.00E-03 20 3 1 50 3 BTEOS
27 3 Weak Positive P 2 B-1-P2 3.00E-03 300 3 10 50 310 BTEADS
2B 1 Weak Positive F 3 B-1-P3 3.00E-04 300 3 10 S0 310 8.7E-DE
28 2 Wesk Positive P 3 B-1-P3 3.00E-04 300 10 50 310 9.TE-DE
30 3 Weak Positve P 3 B-1-P3  JODE-04 30 30 10 50 310 AVE-DE
311 Weak Positive P 4 B-1-Pd 3.00E-05 300 W 1 S0 30 O.FELT
32 2 ‘Weak Positive P 4 B-1-P4 3.00E-05 300 M 10 S0 310 9.TEDT
33 3 Wesk Positive P 4 B-1-P4 3.00E-05 300 3 10 S0 310 9TELT
341 Wesk Positive P 5 B-1-pP& 3.00E-06 300 W 10 S0 310 9.TE-0B
35 2 ‘Wesk Positive P 5 B-1-P5 3.00E-06 300 3 10 S0 310 9.TE-08
36 3 Wwesk Positive P L} B-1-PE 3.00E-08 300 W 10 S0 310 9.TE-OB
¥ 1 Waak Positiva P &  B-PB  3Z00EO7 300 30 10 KD 310 9.7E-DD
A8 2 Weak Positive P & B-1-PB 300407 300 ¥ 1 50 310 9.TE-09
39 5 Wyeak Pasitive P B B-1-PE 30007 300 W 1 s 310 9.TE-0B
40 1 ‘Wweak Paositive P T B-1-FT 300E-08 300 ¥ 1 S0 310 8.TE-D
41 2 ‘Yweak Positive P T B-1-PT A00E0E GO0 3 10 50 30 9FE-0
42 3 ‘Yuesk Fositive P 7 B-1-PT 30008 S0O 3 10 50 30 9TE-0
43 1 Yuesk Positive P B B-1-P8 J.00E-09 SO0 3 10 50 30 9.FE-N
44 2 \Weak Fositive P B B-1-P8 J00E<09 300 ¥ 1 S0 310 8TE-N
45 3 ek Positive P B B-1-F8 3.00E-09 300 W 1 s 310 9.TE-N
46 1 elhand ErOH o -— — 300 ¥ 1 80 30 -
AT 2 athanal EsOH o — - 300 ¥ 10 s 310 —
48 3 stharol ErOH ] - - 300 ¥ 10 50 N0 —
48 1 et R1881 w58 B-1-E0 100EQ5 300 30 30 50 300 1.0E-06
50 2 et R1BE1 NS5 B-1-50 1.00E-05 300 3 30 50 300 1.0E-06
51 3 et R1881 M58 B-1-50 1.00ES 300 3 3 50 300 1.0E-06
521 NG Hol — — — W - = = —
53 2 nane Hot — - _— W = = = =
54 3 nana Hot —_ — — M - = = —
85 1 nang Hol — — — W - = = —
56 2 nane Hot - —_ - W - - — =
573 none Hol — — W o - - -

100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
100
e
e
e
hLEd]
Lei]
A0
0D
e
00
00
100
A0
Lei]
A0

P as sampled

corrected P for 2.0 mL

4907 851
5856.21
5530.958
41304
534.45
523,48
T2 86
§38.941
851.651
1037074
1278998
1082533
3BH03AT
3785529
3668.323
5369 B82
6202327
54331893
5555.254
9363.155
SE84.079
T48.34
B35.71
818.183
2563421
2764.B59
2542155
4720835
4861445
5381.117
5551.673
6251665
GOG.857
5537 A
5520.542
5526.308
STT0.052
5230165
5805665
5554 855
GOEE.4TE
5662522
5811.663
4965653
S420.164
5326668
5803.02
53B5.444
175
S12.04
48723
458067
47263 BE
4578575
4604865
4616177
AGE12TT
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thare are problems with the assay

A |B]|

Notes to explain why "Use this
value"® s set to "FALSE"
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R1881 Bound (%)
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WA d-11-3_cnmpatitive-Lab B.pzfB3 Std Crv - Mon Aug 22 10:51:03 2005

Lab BRun 3 * B-3-818/05
Standard Curve
each Replicate

Competitor Concentration (M)
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Lab BRun3
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"Weak Positive' Data
each Replicate
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R1881 Bound (%)
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R1881 Bound (%)

WA 4-11-3 competitive-Lab B.pzf:.Std Crv 8Wk Pos - Mon Aug 22 10:51:04 2005

Standard Curve and "Weak Positive’

Competitor Concentration (M)

-

Standard
Curve

B-1- 8/10/05
B-2-8/16/05
B-3-8/18/05

Weak
Positive

B-1- 8110/05
B-2-B/16/05
B-3-8/18/05



IC50 - RBA
mn
St Crv IC50

WP I1C50
REBA

1

1.32E-08
5.73E-05
0.0023%

Wa4-11-3 AR Lab B.xls

2 3

1.36E-09 1.76E-09
5.83E-05 747E-05
0.0023% 0.0024%



