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2.0 GLP COMPLIANCE STATEMENT 
The ABC Laboratories, Inc. study number 49655 (portions conducted at ABC 
Laboratories, Inc.) was conducted in accordance with the principles of Good 
Laboratory Practice set forth in 21 CFR Part 58 by the Food and Drug 
Administration (FDA) with the following exception: 
 
Sample identification generated by other co-operators is also included in this 
report and is presumed to be correct as supplied to ABC Laboratories.  
Characterization and stability of the test article, supplied by the sponsor is 
considered accurate.  Characterization and stability of the internal standard as 
supplied by commercial vendor are considered accurate.  ABC is responsible for 
accurate transcription of data from other sources creating this report and is only 
responsible for the validity and accuracy of work conducted by ABC Laboratories’ 
personnel. 
 
 
 
 
Camelia Gliser, B.S.       Date 
Study Director 
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3.0 QUALITY ASSURANCE STATEMENT 
Quality Assurance statement for ABC Laboratories, Inc. study number 49655, 
“Validation of an Androgen Receptor Competitive Binding Assay: Task 3, 
Establishing Inter-Laboratory Variability Using a Standard Rat Ventral Prostate 
Cytosol.” 
 
The report was reviewed by ABC’s Quality Assurance Unit.  The following 
inspections were conducted on study number 49655. 
 

Date of 
Inspection 

Phase 
Inspected 

Date 
Reported to 
Analytical 

Investigator 

Date 
Reported to 

Management 

Date 
Reported to 

Study Director
     
     
     

 
The undersigned indicates that the report submitted is an accurate reflection of 
the raw data. 
 
 
 
Michelle Haines, B.A.  Date 
Quality Assurance Associate II 
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4.0 STUDY PERSONNEL 

 
The following ABC Laboratories’ personnel assisted with various portions of this 
study: 
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Amy Mize, Ph.D. Director 
Robert Howell, B.S. Senior Scientist 
Camelia Gliser, B.S. Associate Scientist 
Wes Kabler Senior Technician 
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9.0 INTRODUCTION 
Analyte: Dexamethasone (see Figure 1 for the amino 

acid sequence) 
Reference:    R1881 (Methyltrienolone) 
Marker:    Radiolabeled R1881 (3H-Methyltrienolone) 
Test System: Rat prostate cytosol 

Rat prostate cytosol samples collected in the study required quantitative analysis 
for the determination of Dexamethasone concentration.  This report summarizes 
the results for Dexamethasone following Scintillation Counter analysis of rat 
prostate cytosol samples. 

10.0 SAMPLE RECEIPT 
A total of 10 study samples were received in acceptable condition; frozen, on dry 
ice (solid CO2) on June 29, 2005.  Samples were collected at Battelle Pacific 
Northwest Laboratory, then shipped by Federal Express to ABC Laboratories and 
stored at < -20°C. 

Shipment 
Date 

Receipt  
Date 

# of Samples
Received 

# of 
Samples 
Analyzed 

Storage 
Conditions 

28-Jun-05 29-Jun-05 10 10 < -20°C 

11.0 BRIEF DESCRIPTION OF THE PROTOCOL 
Battelle Study Number WA 4-11, Task 3 is being conducted to determine the 
ability of Dexamethasone to compete with [3H] ligand for binding in rat ventral 
prostate tissue homogenate. Saturation binding assay experiments using R1881 
were performed according to the protocol included in Appendix II. 
 

12.0 METHODOLOGY 

12.1 Preparation and Determination of Rat Prostate Cytosol 
Samples were thawed on wet ice and pooled into 26 50-mL blue cap 
centrifuge tubes.  Approximately 20 mL of TEDG buffer was added to 
each of the 26 tubes, with the exception of Tubes 8 and 15, where 15 mL 
of TEDG buffer was added.  Contents were blended, centrifuged, 
decanted, and stored until analysis for protein determination. 
 
Samples were prepared and analyzed for protein determination by 
microplating.  The initial cytosol concentration was determined to be 7.39 
mg/mL. 
  
12.2 Saturation Assay Procedure 
Day 1:  The assay consisted of 48 tubes at 9 concentrations in triplicate 
each with and without 100X inert. Approximately 30 µL of Hot R1881 and 
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50 µL of triamcinolone acetonide were added to each glass tube (see 
Assay Tube Layout for details).  Tubes 1-48 were dried and 300 µL of 
diluted cytosol (final concentration – 7.39 mg/mL) was added to each tube 
before vortexing and storing on ice at 4°C overnight. 
 
Day 2:  HAP slurry tubes were prepared and 100 µL of each assay tube 
was pipetted into individual HAP slurry tubes.  After vortexing, 
centrifuging, aspirating the supernatant, and repeating a TRIS washing 
procedure multiple times, the supernatants were decanted and placed in 
scintillation vials for analysis. 
 
12.3 List of Test Substances 

Dexamethasone (CAS 50-28-2) 
 

Formula 
Molecular

Weight  
Date 

Received 
ABC 

Number 
Lot 

Number 
Chemical 

Purity  
C18H24O2 

 
272.4     

 Storage: Supplied By: Battelle 

Reference Substance 
R-1881 (Methyltrienolone; CAS 965-93-5) 

 
Formula 

Molecular
Weight  

Date 
Received 

ABC 
Number 

Lot 
Number 

Chemical 
Purity  

C19H24O2 
 

284.4     

Storage:                                                        Supplied By: Battelle 
Marker 

Radiolabeled R-1881 (3H-Methyltrienolone; CAS 68-23-5) 
 

Formula 
Molecular

Weight  
Date 

Received 
ABC 

Number 
Lot  

Number 
Chemical 

Purity 
C20H26O2 298.4     

 Storage:                                                                 Supplied By: Battelle 
 

12.4 Equipment and Calibration 
A Beckman Model LS 6000 or 6500 liquid scintillation counter (LSC; 
Beckman Instruments, Inc; Schaumberg, IL) was used to record the 
radioactivity levels of each sample after assay. The LSC is equipped with 
the H number method for cpm (counts per minute) to dpm (disintegrations 
per minute) conversion. Prior to analysis, the LSC calibration was checked 
daily to ensure proper functioning of the instrument. 
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12.5 Analytical Run Sequence 
Each analytical batch was analyzed using three blank samples at the 
beginning of the run, followed by analysis of the assayed samples. The 
LSC data was corrected for background by subtracting the dpm value 
measured from the analysis of blank samples.  All samples were analyzed 
in triplicate.  Samples were counted for 5 minutes.   

13.0 STUDY SAMPLE RESULTS 
Graph pad prism was used by Nancy Holter of Battelle/PNL to calculate the 
dissociation constant (Kd) and the density of the receptor (Bmax) for 
dexamethasone as compared to R1881 from the saturation binding study portion.  
 
The performance of the LSC system was qualified at ABC Laboratories. The data 
was, subsequently, imported electronically, using the maximum number of digits, 
into the Microsoft® Excel 2003 spreadsheets and is being reproduced for this 
report through Microsoft® Word 2003 software. After all calculation procedures, 
the final results were rounded to 3 significant figures or to the units place for 
numbers >1000. 
 
Sample data was tabulated in Excel 2003 (Microsoft Corporation). 
 
Density of Receptor (Bmax) and Dissociation Constant (Kd) of Saturation 
Experiments 
Experiment No. Date Bmax Kd 

Saturation #1 11-Aug-05 0.00 0.00 
Saturation #2 16-Aug-05 0.83 0.74 

Bmax and Kd values are taken from Appendix II. 
 
In order to verify the low protein cytosol recoveries are consistent with the cytosol 
preparation, Battelle did a separate analysis of the cytosol.  Results of the 
comparison are included in the raw data in Appendix I.   

14.0 CONCLUSIONS 
Saturation experiments were conducted on August 11 and 16, 2005.  Results of 
the saturation experiments indicate that the saturation experiment was not 
successful. 

15.0 SAMPLES, STUDY DATA AND REPORT ARCHIVAL 
At the sponsor’s discretion, study samples will be destroyed upon finalization of 
the report. 
 
The original project plan and raw data will be kept at ABC Laboratories’ archives 
for at least 20 years after finalization of the report.  

The original final report and an electronic copy will be sent to the sponsor.  A copy 
of the report will be kept in ABC Laboratories’ archives for at least 20 years. 
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All facility records (for example, equipment, logbooks, and temperature records) will 
be kept in ABC Laboratories indefinitely. 

 

16.0 REFERENCES 

ABC SOP PH-BA 2.1.8, “Routine Drug Analysis and Re-Analysis” 
Effective date: 10-Nov-04 and subsequent revision. 
 
U.S. Food and Drug Administration. Good Laboratory Practice Standards 
for Nonclinical Laboratory Studies, 21 CFR Part 58 (1998). 
 
U.S. Food and Drug Administration. Center for Drug Evaluation and 
Research. Guidance for Industry. Bioanalytical Method Validation. 
Issue date: May 2001. 
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Figure 1. Structure of Dexamethasone, R1881, and Radiolabeled R1881 
 

Test Compound: Dexamethasone 
Supplier: Battelle 
CAS No. : CAS 50-28-2 
Chemical Name: dexamethasone 
Formula: C18H24O2 
Molecular Weight: 272.4 
Storage Conditions:  
Structure: 
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Figure 1. Structure of Dexamethasone, R1881, and Radiolabeled R1881 
(continued) 

 
Marker Compound: Radiolabeled R1881 (3H-Methyltrienolone) 
Supplier: Battelle 
CAS No. : CAS 68-23-5 
Chemical Name: methyltrienolone 
Formula: C20H26O2 
Molecular Weight: 298.4 
Storage Conditions:  
Structure: 
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APPENDIX I 
 

RAW DATA
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SATURATION ASSAYS 
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Saturation Data for Experiment #1 
AR Saturation Assay (cold R1881 and WP supplied by Sequim) Laboratory Code: D
72 assay tubes Run identification: 8112005
Please return by eMail to n.a.Holter@pnl.gov Assay start date: 8/11/2005
Provide information in all blue cells in columns O and DK
If the DPM value for a tube was judged unreliable,

Include the DPM value in column O Tracer lot number: 3559-507
Provide a reason in column R Specific activity on day of assay: 80.56 Ci/mmole 
The value in column Q will automatically change to FALSE

For your convenience, data reduction is performed in columns Cytosol lot or vial number: Receptor_Notes

U through BZ, and the values needed for analysis are presented protein (cytosol) per tube: 600 ug diluted to 2 mg/ml for use  (0.6 mg/300 ul)
in columns CF through CN protein (cytosol) per tube: 0.6 mg

KD 0.00E+00 nM
Cells in column S are presented with a grey background Bmax 0.00 fmole/100 ug
if the total binding exceeds 10% of the hot added at that concentration, total volume in tubes 300 uL
the cytosol concentration is probably too high for good competitive assays volume of ethanol counted: 2 mL protcol calls for counting decanted EtOH supe

mulitply DPM in sample by : 3 reflects 100ul of reaction mixture processed
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Notes to explain why "Use this 

value" is set to "FALSE"

1 1 H 10.0 7.5 0.25 ― ― ― 50 300 ― 133.07 399.21 TRUE
2 2 H 10.0 7.5 0.25 ― ― ― 50 300 ― 152.34 457.02 TRUE
3 3 H 10.0 7.5 0.25 ― ― ― 50 300 ― 139.59 418.77 TRUE
4 1 H 10.0 15 0.50 ― ― ― 50 300 ― 198.61 595.83 TRUE
5 2 H 10.0 15 0.50 ― ― ― 50 300 ― 193.98 581.94 TRUE
6 3 H 10.0 15 0.50 ― ― ― 50 300 ― 200.02 600.06 TRUE
7 1 H 10.0 21 0.70 ― ― ― 50 300 ― 199.66 598.98 TRUE
8 2 H 10.0 21 0.70 ― ― ― 50 300 ― 224.72 674.16 TRUE
9 3 H 10.0 21 0.70 ― ― ― 50 300 ― 289.24 867.72 TRUE
10 1 H 10.0 30 1.00 ― ― ― 50 300 ― 256.99 770.97 TRUE
11 2 H 10.0 30 1.00 ― ― ― 50 300 ― 244.14 732.42 TRUE
12 3 H 10.0 30 1.00 ― ― ― 50 300 ― 230.51 691.53 TRUE
13 1 H 10.0 45 1.50 ― ― ― 50 300 ― 256.93 770.79 TRUE
14 2 H 10.0 45 1.50 ― ― ― 50 300 ― 251.55 754.65 TRUE
15 3 H 10.0 45 1.50 ― ― ― 50 300 ― 265.99 797.97 TRUE
16 1 H 100.0 7.5 2.50 ― ― ― 50 300 ― 332.84 998.52 TRUE
17 2 H 100.0 7.5 2.50 ― ― ― 50 300 ― 508.42 1525.26 TRUE
18 3 H 100.0 7.5 2.50 ― ― ― 50 300 ― 389.45 1168.35 TRUE
19 1 H 100.0 15 5.00 ― ― ― 50 300 ― 708.30 2124.9 TRUE
20 2 H 100.0 15 5.00 ― ― ― 50 300 ― 911.59 2734.77 TRUE
21 3 H 100.0 15 5.00 ― ― ― 50 300 ― 601.43 1804.29 TRUE
22 1 H 100.0 30 10.00 ― ― ― 50 300 ― 1028.02 3084.06 TRUE
23 2 H 100.0 30 10.00 ― ― ― 50 300 ― 4899.37 14698.11 TRUE
24 3 H 100.0 30 10.00 ― ― ― 50 300 ― 2683.64 8050.92 TRUE
25 1 HC 10.0 7.5 0.25 1.00 7.5 25 50 300 C8 32.91 98.73 TRUE

Laboratory D

Saturation Assay Tube Layout
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Saturation Data for Experiment #1 (continued) 
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26 2 HC 10.0 7.5 0.25 1.00 7.5 25 50 300 C8 33.14 99.42 TRUE
27 3 HC 10.0 7.5 0.25 1.00 7.5 25 50 300 C8 21.91 65.73 TRUE
28 1 HC 10.0 15 0.5 1.00 15 50 50 300 C7 25.10 75.3 TRUE
29 2 HC 10.0 15 0.5 1.00 15 50 50 300 C7 44.89 134.67 TRUE
30 3 HC 10.0 15 0.5 1.00 15 50 50 300 C7 24.90 74.7 TRUE
31 1 HC 10.0 21 0.7 1.00 21 70 50 300 C6 45.89 137.67 TRUE
32 2 HC 10.0 21 0.7 1.00 21 70 50 300 C6 56.10 168.3 TRUE
33 3 HC 10.0 21 0.7 1.00 21 70 50 300 C6 47.91 143.73 TRUE
34 1 HC 10.0 30 1 1.00 30 100 50 300 C5 72.00 216 TRUE
35 2 HC 10.0 30 1 1.00 30 100 50 300 C5 56.63 169.89 TRUE
36 3 HC 10.0 30 1 1.00 30 100 50 300 C5 92.88 278.64 TRUE
37 1 HC 10.0 45 1.5 1.00 45 150 50 300 C4 88.16 264.48 TRUE
38 2 HC 10.0 45 1.5 1.00 45 150 50 300 C4 95.30 285.9 TRUE
39 3 HC 10.0 45 1.5 1.00 45 150 50 300 C4 80.37 241.11 TRUE
40 1 HC 100.0 7.5 2.5 10.00 7.5 250 50 300 C3 224.10 672.3 TRUE
41 2 HC 100.0 7.5 2.5 10.00 7.5 250 50 300 C3 274.90 824.7 TRUE
42 3 HC 100.0 7.5 2.5 10.00 7.5 250 50 300 C3 389.34 1168.02 TRUE
43 1 HC 100.0 15 5 10.00 15 500 50 300 C2 258.28 774.84 TRUE
44 2 HC 100.0 15 5 10.00 15 500 50 300 C2 277.17 831.51 TRUE
45 3 HC 100.0 15 5 10.00 15 500 50 300 C2 237.58 712.74 TRUE
46 1 HC 100.0 30 10 10.00 30 1000 50 300 C1 493.22 1479.66 TRUE
47 2 HC 100.0 30 10 10.00 30 1000 50 300 C1 639.03 1917.09 TRUE
48 3 HC 100.0 30 10 10.00 30 1000 50 300 C1 504.95 1514.85 TRUE
49 1 Hot 10.0 7.5 0.03 ― ― ― ― ― ― 12160.86 12160.86 TRUE
50 2 Hot 10.0 7.5 0.03 ― ― ― ― ― ― 12398.40 12398.4 TRUE
51 3 Hot 10.0 7.5 0.03 ― ― ― ― ― ― 12496.30 12496.3 TRUE
52 1 Hot 10.0 15 0.06 ― ― ― ― ― ― 24039.13 24039.13 TRUE
53 2 Hot 10.0 15 0.06 ― ― ― ― ― ― 24534.80 24534.8 TRUE
54 3 Hot 10.0 15 0.06 ― ― ― ― ― ― 24449.59 24449.59 TRUE
55 1 Hot 10.0 21 0.08 ― ― ― ― ― ― 33620.61 33620.61 TRUE
56 2 Hot 10.0 21 0.08 ― ― ― ― ― ― 33973.64 33973.64 TRUE
57 3 Hot 10.0 21 0.08 ― ― ― ― ― ― 34602.49 34602.49 TRUE
58 1 Hot 10.0 30 0.10 ― ― ― ― ― ― 47529.20 47529.2 TRUE
59 2 Hot 10.0 30 0.10 ― ― ― ― ― ― 49128.96 49128.96 TRUE
60 3 Hot 10.0 30 0.10 ― ― ― ― ― ― 47765.37 47765.37 TRUE
61 1 Hot 10.0 45 0.30 ― ― ― ― ― ― 71666.65 71666.65 TRUE
62 2 Hot 10.0 45 0.30 ― ― ― ― ― ― 74826.73 74826.73 TRUE
63 3 Hot 10.0 45 0.30 ― ― ― ― ― ― 72743.20 72743.2 TRUE
64 1 Hot 100.0 7.5 0.60 ― ― ― ― ― ― 122110.20 122110.2 TRUE
65 2 Hot 100.0 7.5 0.60 ― ― ― ― ― ― 122262.30 122262.3 TRUE
66 3 Hot 100.0 7.5 0.60 ― ― ― ― ― ― 130955.40 130955.4 TRUE
67 1 Hot 100.0 15 1.00 ― ― ― ― ― ― 245627.30 245627.3 TRUE
68 2 Hot 100.0 15 1.00 ― ― ― ― ― ― 248112.20 248112.2 TRUE
69 3 Hot 100.0 15 1.00 ― ― ― ― ― ― 253281.80 253281.8 TRUE
70 1 Hot 100.0 30 3.00 ― ― ― ― ― ― 490699.60 490699.6 TRUE
71 2 Hot 100.0 30 3.00 ― ― ― ― ― ― 495123.70 495123.7 TRUE
72 3 Hot 100.0 30 3.00 ― ― ― ― ― ― 492819.20 492819.2 TRUE

Saturation Assay Tube Layout
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Saturation Data for Experiment #1 (continued) 
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3.2% 0.25 399.2 88.0 8E+06 1 1 H c1 10.0 7.5 ― ― ― 300 0.25 ― 300
3.7% 0.25 457.0 88.0 8E+06 2 2 H c1 10.0 7.5 ― ― ― 300 0.25 ― 300
3.4% 0.25 418.8 88.0 8E+06 3 3 H c1 10.0 7.5 ― ― ― 300 0.25 ― 300
2.4% 0.5 595.8 94.9 8E+06 4 1 H c2 10.0 15 ― ― ― 300 0.50 ― 300
2.4% 0.5 581.9 94.9 8E+06 5 2 H c2 10.0 15 ― ― ― 300 0.50 ― 300
2.5% 0.5 600.1 94.9 8E+06 6 3 H c2 10.0 15 ― ― ― 300 0.50 ― 300
1.8% 0.7 599.0 149.9 8E+06 7 1 H c3 10.0 21 ― ― ― 300 0.70 ― 300
2.0% 0.7 674.2 149.9 8E+06 8 2 H c3 10.0 21 ― ― ― 300 0.70 ― 300
2.5% 0.7 867.7 149.9 8E+06 9 3 H c3 10.0 21 ― ― ― 300 0.70 ― 300
1.6% 1 771.0 221.5 8E+06 10 1 H c4 10.0 30 ― ― ― 300 1.00 ― 300
1.5% 1 732.4 221.5 8E+06 11 2 H c4 10.0 30 ― ― ― 300 1.00 ― 300
1.4% 1 691.5 221.5 8E+06 12 3 H c4 10.0 30 ― ― ― 300 1.00 ― 300
1.1% 1.5 770.8 263.8 8E+06 13 1 H c5 10.0 45 ― ― ― 300 1.50 ― 300
1.0% 1.5 754.7 263.8 8E+06 14 2 H c5 10.0 45 ― ― ― 300 1.50 ― 300
1.1% 1.5 798.0 263.8 8E+06 15 3 H c5 10.0 45 ― ― ― 300 1.50 ― 300
0.8% 2.5 998.5 888.3 8E+06 16 1 H c6 100.0 7.5 ― ― ― 300 2.50 ― 300
1.2% 2.5 1525.3 888.3 8E+06 17 2 H c6 100.0 7.5 ― ― ― 300 2.50 ― 300
0.9% 2.5 1168.4 888.3 8E+06 18 3 H c6 100.0 7.5 ― ― ― 300 2.50 ― 300
0.9% 5 2124.9 773.0 8E+06 19 1 H c7 100.0 15 ― ― ― 300 5.00 ― 300
1.1% 5 2734.8 773.0 8E+06 20 2 H c7 100.0 15 ― ― ― 300 5.00 ― 300
0.7% 5 1804.3 773.0 8E+06 21 3 H c7 100.0 15 ― ― ― 300 5.00 ― 300
0.6% 10 3084.1 1637.2 8E+06 22 1 H c8 100.0 30 ― ― ― 300 10.00 ― 300
3.0% 10 14698.1 1637.2 8E+06 23 2 H c8 100.0 30 ― ― ― 300 10.00 ― 300
1.6% 10 8050.9 1637.2 8E+06 24 3 H c8 100.0 30 ― ― ― 300 10.00 ― 300

Tube Identification Assay tube contents
Total Binding -- Positions 1-24 radiolabeled R1881 plus cytosol (Panel A) 
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Saturation Data for Experiment #1 (continued) 
Ratio
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8E+06 1 399.2 88.0 311.3 22.0% 3.2% 12351.9 11952.6 2 1 2 75 73 0.03
8E+06 2 457.0 88.0 369.1 19.2% 3.7% 12351.9 11894.8 3 1 2 75 72 0.03
8E+06 3 418.8 88.0 330.8 21.0% 3.4% 12351.9 11933.1 3 1 2 75 72 0.03
8E+06 4 595.8 94.9 500.9 15.9% 2.4% 24341.2 23745.3 4 1 3 148 144 0.02
8E+06 5 581.9 94.9 487.1 16.3% 2.4% 24341.2 23759.2 4 1 3 148 144 0.02
8E+06 6 600.1 94.9 505.2 15.8% 2.5% 24341.2 23741.1 4 1 3 148 144 0.02
8E+06 7 599.0 149.9 449.1 25.0% 1.8% 34065.6 33466.6 4 1 3 207 203 0.01
8E+06 8 674.2 149.9 524.3 22.2% 2.0% 34065.6 33391.4 4 1 3 207 203 0.02
8E+06 9 867.7 149.9 717.8 17.3% 2.5% 34065.6 33197.9 5 1 4 207 202 0.02
8E+06 10 771.0 221.5 549.5 28.7% 1.6% 48141.2 47370.2 5 1 3 292 288 0.01
8E+06 11 732.4 221.5 510.9 30.2% 1.5% 48141.2 47408.8 4 1 3 292 288 0.01
8E+06 12 691.5 221.5 470.0 32.0% 1.4% 48141.2 47449.6 4 1 3 292 288 0.01
8E+06 13 770.8 263.8 507.0 34.2% 1.1% 73078.9 72308.1 5 2 3 444 439 0.01
8E+06 14 754.7 263.8 490.8 35.0% 1.0% 73078.9 72324.2 5 2 3 444 439 0.01
8E+06 15 798.0 263.8 534.1 33.1% 1.1% 73078.9 72280.9 5 2 3 444 439 0.01
8E+06 16 998.5 888.3 110.2 89.0% 0.8% 125109.3 124110.8 6 5 1 760 754 0.00
8E+06 17 1525.3 888.3 636.9 58.2% 1.2% 125109.3 123584.0 9 5 4 760 751 0.01
8E+06 18 1168.4 888.3 280.0 76.0% 0.9% 125109.3 123941.0 7 5 2 760 753 0.00
8E+06 19 2124.9 773.0 1351.9 36.4% 0.9% 249007.1 246882.2 13 5 8 1512 1499 0.01
8E+06 20 2734.8 773.0 1961.7 28.3% 1.1% 249007.1 246272.3 17 5 12 1512 1496 0.01
8E+06 21 1804.3 773.0 1031.3 42.8% 0.7% 249007.1 247202.8 11 5 6 1512 1501 0.00
8E+06 22 3084.1 1637.2 1446.9 53.1% 0.6% 492880.8 489796.8 19 10 9 2993 2975 0.00
8E+06 23 14698.1 1637.2 13060.9 11.1% 3.0% 492880.8 478182.7 89 10 79 2993 2904 0.03
8E+06 24 8050.9 1637.2 6413.7 20.3% 1.6% 492880.8 484829.9 49 10 39 2993 2945 0.01

Number of molecules
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Saturation Data for Experiment #1 (continued) 
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(nM) (ul) (mM) (ul) (ul) (ul) (nM) (nM) (dpm) (dpm)

8E+06 25 1 HC c1 10.0 7.5 1.00 7.5 50 300 0.25 25 98.7 88.0
8E+06 26 2 HC c1 10.0 7.5 1.00 7.5 50 300 0.25 25 99.4 88.0
8E+06 27 3 HC c1 10.0 7.5 1.00 7.5 50 300 0.25 25 65.7 88.0
8E+06 28 1 HC c2 10.0 15 1.00 15 50 300 0.5 50 75.3 94.9
8E+06 29 2 HC c2 10.0 15 1.00 15 50 300 0.5 50 134.7 94.9
8E+06 30 3 HC c2 10.0 15 1.00 15 50 300 0.5 50 74.7 94.9
8E+06 31 1 HC c3 10.0 21 1.00 21 50 300 0.7 70 137.7 149.9
8E+06 32 2 HC c3 10.0 21 1.00 21 50 300 0.7 70 168.3 149.9
8E+06 33 3 HC c3 10.0 21 1.00 21 50 300 0.7 70 143.7 149.9
8E+06 34 1 HC c4 10.0 30 1.00 30 50 300 1 100 216.0 221.5
8E+06 35 2 HC c4 10.0 30 1.00 30 50 300 1 100 169.9 221.5
8E+06 36 3 HC c4 10.0 30 1.00 30 50 300 1 100 278.6 221.5
8E+06 37 1 HC c5 10.0 45 1.00 45 50 300 1.5 150 264.5 263.8
8E+06 38 2 HC c5 10.0 45 1.00 45 50 300 1.5 150 285.9 263.8
8E+06 39 3 HC c5 10.0 45 1.00 45 50 300 1.5 150 241.1 263.8
8E+06 40 1 HC c6 100.0 7.5 10.00 7.5 50 300 2.5 250 672.3 888.3
8E+06 41 2 HC c6 100.0 7.5 10.00 7.5 50 300 2.5 250 824.7 888.3
8E+06 42 3 HC c6 100.0 7.5 10.00 7.5 50 300 2.5 250 1168.0 888.3
8E+06 43 1 HC c7 100.0 15 10.00 15 50 300 5 500 774.8 773.0
8E+06 44 2 HC c7 100.0 15 10.00 15 50 300 5 500 831.5 773.0
8E+06 45 3 HC c7 100.0 15 10.00 15 50 300 5 500 712.7 773.0
8E+06 46 1 HC c8 100.0 30 10.00 30 50 300 10 1000 1479.7 1637.2
8E+06 47 2 HC c8 100.0 30 10.00 30 50 300 10 1000 1917.1 1637.2
8E+06 48 3 HC c8 100.0 30 10.00 30 50 300 10 1000 1514.9 1637.2

Tube Identification Scintillation ResultsAssay tube contents
Non Specific Binding  -- Positions 25-48 radiolabeled R1881 plus 100 X inert R1881  plus cytosol
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Saturation Data for Experiment #1 (continued) 
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8E+06 49 1 Hot c1 10 7.5 75 12160.9 74 12351.9 13414
8E+06 50 2 Hot c1 10 7.5 75 12398.4 75 12351.9 13414
8E+06 51 3 Hot c1 10 7.5 75 12496.3 76 12351.9 13414 8/11/05 specific activity date
8E+06 52 1 Hot c2 10 15 150 24039.1 146 24341.2 26828 80.56 Ci/mMole 3H R1881
8E+06 53 2 Hot c2 10 15 150 24534.8 149 24341.2 26828 2.22E+12 DPM/Ci (definition)
8E+06 54 3 Hot c2 10 15 150 24449.6 148 24341.2 26828
8E+06 55 1 Hot c3 10 21 210 33620.6 204 34065.6 37559 1.7885E+14 DPM/mmole
8E+06 56 2 Hot c3 10 21 210 33973.6 206 34065.6 37559 1.7885E+11 DPM/nmole
8E+06 57 3 Hot c3 10 21 210 34602.5 210 34065.6 37559 178.9 DPM/fmole
8E+06 58 1 Hot c4 10 30 300 47529.2 289 48141.2 53655 0.005591 fmole/DPM
8E+06 59 2 Hot c4 10 30 300 49129.0 298 48141.2 53655
8E+06 60 3 Hot c4 10 30 300 47765.4 290 48141.2 53655
8E+06 61 1 Hot c5 10 45 450 71666.7 435 73078.9 80483
8E+06 62 2 Hot c5 10 45 450 74826.7 454 73078.9 80483
8E+06 63 3 Hot c5 10 45 450 72743.2 442 73078.9 80483
8E+06 64 1 Hot c6 100 7.5 750 122110.2 742 125109.3 134139
8E+06 65 2 Hot c6 100 7.5 750 122262.3 743 125109.3 134139
8E+06 66 3 Hot c6 100 7.5 750 130955.4 795 125109.3 134139
8E+06 67 1 Hot c7 100 15 1500 245627.3 1492 249007.1 268277
8E+06 68 2 Hot c7 100 15 1500 248112.2 1507 249007.1 268277
8E+06 69 3 Hot c7 100 15 1500 253281.8 1538 249007.1 268277
8E+06 70 1 Hot c8 100 30 3000 490699.6 2980 492880.8 536554
8E+06 71 2 Hot c8 100 30 3000 495123.7 3007 492880.8 536554
8E+06 72 3 Hot c8 100 30 3000 492819.2 2993 492880.8 536554

Slope 164.6552726 dpm/fmole
1/slope 0.006073295 fmole/dpm

x y
origin 0 0
end point 3007.0 495123.7

Slope 164.7 dpm/fmole
1/slope 0.006071 fmole/dpm

x y
origin 0 0
end point 3005.8 495123.7

(Regression line forced through 0,0)
Linear regression results (LINEST function)

Free  -- Positions 49-72, radiolabeled R1881 without cytosol

SLOPE function, used if missing HOT tubes

Computation Check

Hot Tubes

0.0
100000.0
200000.0
300000.0
400000.0
500000.0
600000.0

0 1000 2000 3000 4000

R1881 (fmole)

D
PM

hot tubes Predicted
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Saturation Data for Experiment #1 (continued) 

specific 
bound/molar bound/free

average total 
added molar

specific 
bound/molar spcific bound/dpm total added dpm total bound dpm NSB dpm

Hot Final 
Concentration (nM)

5.80091E-12 0.02604 2.30207E-10 5.80091E-12 311.3 12160.9 399.2 98.7 0.25
6.87834E-12 0.03103 2.30207E-10 6.87834E-12 369.1 12398.4 457.0 99.4 0.25
6.16545E-12 0.02772 2.30207E-10 6.16545E-12 330.8 12496.3 418.8 65.7 0.25
9.33624E-12 0.02110 4.53657E-10 9.33624E-12 500.9 24039.1 595.8 75.3 0.50
9.07737E-12 0.02050 4.53657E-10 9.07737E-12 487.1 24534.8 581.9 134.7 0.50
9.41508E-12 0.02128 4.53657E-10 9.41508E-12 505.2 24449.6 600.1 74.7 0.50
8.36971E-12 0.01342 6.34895E-10 8.36971E-12 449.1 33620.6 599.0 137.7 0.70
9.77087E-12 0.01570 6.34895E-10 9.77087E-12 524.3 33973.6 674.2 168.3 0.70
1.33783E-11 0.02162 6.34895E-10 1.33783E-11 717.8 34602.5 867.7 143.7 0.70
1.02405E-11 0.01160 8.97229E-10 1.02405E-11 549.5 47529.2 771.0 216.0 1.00
9.52206E-12 0.01078 8.97229E-10 9.52206E-12 510.9 49129.0 732.4 169.9 1.00
8.75997E-12 0.00991 8.97229E-10 8.75997E-12 470.0 47765.4 691.5 278.6 1.00
9.44844E-12 0.00701 1.362E-09 9.44844E-12 507.0 71666.7 770.8 264.5 1.50
9.14763E-12 0.00679 1.362E-09 9.14763E-12 490.8 74826.7 754.7 285.9 1.50
9.95501E-12 0.00739 1.362E-09 9.95501E-12 534.1 72743.2 798.0 241.1 1.50
2.05347E-12 0.00089 2.33172E-09 2.05347E-12 110.2 122110.2 998.5 672.3 2.50
1.18706E-11 0.00515 2.33172E-09 1.18706E-11 636.9 122262.3 1525.3 824.7 2.50
5.21867E-12 0.00226 2.33172E-09 5.21867E-12 280.0 130955.4 1168.4 1168.0 2.50
2.51954E-11 0.00548 4.64086E-09 2.51954E-11 1351.9 245627.3 2124.9 774.8 5.00
3.65618E-11 0.00797 4.64086E-09 3.65618E-11 1961.7 248112.2 2734.8 831.5 5.00
1.92201E-11 0.00417 4.64086E-09 1.92201E-11 1031.3 253281.8 1804.3 712.7 5.00
2.69658E-11 0.00295 9.18604E-09 2.69658E-11 1446.9 490699.6 3084.1 1479.7 10.00
2.43422E-10 0.02731 9.18604E-09 2.43422E-10 13060.9 495123.7 14698.1 1917.1 10.00
1.19535E-10 0.01323 9.18604E-09 1.19535E-10 6413.7 492819.2 8050.9 1514.9 10.00

Prism input for bound/free
Prism input for specific 

bound
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Saturation Data for Experiment #1 (continued) 
 

D1-8/11/05
One site binding (hyperbola) Does not converge Bmax molar 0.00E+00 KD molar 0.00E+00
Best-fit values mole to molar conversion value 0.0003 molar to  nM converison 1.00E+09
     BMAX DPM/mole = (DPM/mmole)*1000 1.79E+17 kd nM = 0.00E+00
     KD Bmax molar to Bmax moles 0
Std. Error = DPM/((DPM/mmole)*1000) 0
     BMAX =Bmax DPM 0
     KD
95% Confidence Intervals
     BMAX assay date 8/11/2005
     KD Bmax(dpm) 0
Goodness of Fit DPM/Ci (definition) 2.22E+12
     Degrees of Freedom Ci/mmole 80.56
     R² (unweighted) DPM/mmole 1.79E+14
     Weighted Sum of Squares (1/Y²) DPM/pmole 1.79E+05
     Absolute Sum of Squares 1/(DPM/mmole) 5.59E-15
     Sy.x 1/(DPM/pmole) 5.59E-06
Data SA(dpm/pmole) 1.79E+05
     Number of X values protein/tube (ug) 600
     Number of Y replicates protein./tube(mg) 0.6
     Total number of values bmax pmole 0.000000
     Number of missing values bmax pmole/mg 0

Bmax fmole/mg 0
Bmax (fmole/100 ug) 0

Bmax(fmole/100 ug)/Bmax molar #DIV/0!  
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Saturation Experiment #2 
 

AR Saturation Assay (cold R1881 and WP supplied by Sequim) Laboratory Code: D
72 assay tubes Run identification: 8162005
Please return by eMail to n.a.Holter@pnl.gov Assay start date: 8/16/2005
Provide information in all blue cells in columns O and DK
If the DPM value for a tube was judged unreliable,

Include the DPM value in column O Tracer lot number: 3559-507
Provide a reason in column R Specific activity on day of assay: 80.50 Ci/mmole 
The value in column Q will automatically change to FALSE

For your convenience, data reduction is performed in columns Cytosol lot or vial number: Receptor_Notes

U through BZ, and the values needed for analysis are presented protein (cytosol) per tube: 600 ug diluted to 2 mg/ml for use  (0.6 mg/300 ul)
in columns CF through CN protein (cytosol) per tube: 0.6 mg

KD 7.39E-01 nM
Cells in column S are presented with a grey background Bmax 0.83 fmole/100 ug
if the total binding exceeds 10% of the hot added at that concentration, total volume in tubes 300 uL
the cytosol concentration is probably too high for good competitive assays volume of ethanol counted: 2 mL protcol calls for counting decanted EtOH supe

mulitply DPM in sample by : 3 reflects 100ul of reaction mixture processed
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Use 
this 

value?
Notes to explain why "Use this 

value" is set to "FALSE"

1 1 H 10.0 7.5 0.25 ― ― ― 50 300 ― 113.60 340.8 TRUE
2 2 H 10.0 7.5 0.25 ― ― ― 50 300 ― 138.30 414.9 TRUE
3 3 H 10.0 7.5 0.25 ― ― ― 50 300 ― 140.25 420.75 TRUE
4 1 H 10.0 15 0.50 ― ― ― 50 300 ― 168.30 504.9 TRUE
5 2 H 10.0 15 0.50 ― ― ― 50 300 ― 215.83 647.49 TRUE
6 3 H 10.0 15 0.50 ― ― ― 50 300 ― 192.06 576.18 TRUE
7 1 H 10.0 21 0.70 ― ― ― 50 300 ― 252.80 758.4 TRUE
8 2 H 10.0 21 0.70 ― ― ― 50 300 ― 224.01 672.03 TRUE
9 3 H 10.0 21 0.70 ― ― ― 50 300 ― 235.88 707.64 TRUE
10 1 H 10.0 30 1.00 ― ― ― 50 300 ― 367.60 1102.8 TRUE
11 2 H 10.0 30 1.00 ― ― ― 50 300 ― 291.85 875.55 TRUE
12 3 H 10.0 30 1.00 ― ― ― 50 300 ― 393.25 1179.75 TRUE
13 1 H 10.0 45 1.50 ― ― ― 50 300 ― 310.29 930.87 TRUE
14 2 H 10.0 45 1.50 ― ― ― 50 300 ― 295.81 887.43 TRUE
15 3 H 10.0 45 1.50 ― ― ― 50 300 ― 308.87 926.61 TRUE
16 1 H 100.0 7.5 2.50 ― ― ― 50 300 ― 446.62 1339.86 TRUE
17 2 H 100.0 7.5 2.50 ― ― ― 50 300 ― 499.48 1498.44 TRUE
18 3 H 100.0 7.5 2.50 ― ― ― 50 300 ― 454.83 1364.49 TRUE
19 1 H 100.0 15 5.00 ― ― ― 50 300 ― 695.62 2086.86 TRUE
20 2 H 100.0 15 5.00 ― ― ― 50 300 ― 741.65 2224.95 TRUE
21 3 H 100.0 15 5.00 ― ― ― 50 300 ― 690.07 2070.21 TRUE
22 1 H 100.0 30 10.00 ― ― ― 50 300 ― 3043.65 9130.95 TRUE
23 2 H 100.0 30 10.00 ― ― ― 50 300 ― 1860.73 5582.19 TRUE
24 3 H 100.0 30 10.00 ― ― ― 50 300 ― 3455.90 10367.7 TRUE
25 1 HC 10.0 7.5 0.25 1.00 7.5 25 50 300 C8 62.43 187.29 TRUE

Saturation Assay Tube Layout

Laboratory D
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Saturation Experiment #2 (continued) 
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Notes to explain why "Use this 

value" is set to "FALSE"
26 2 HC 10.0 7.5 0.25 1.00 7.5 25 50 300 C8 49.83 149.49 TRUE
27 3 HC 10.0 7.5 0.25 1.00 7.5 25 50 300 C8 38.40 115.2 TRUE
28 1 HC 10.0 15 0.5 1.00 15 50 50 300 C7 66.80 200.4 TRUE
29 2 HC 10.0 15 0.5 1.00 15 50 50 300 C7 87.41 262.23 TRUE
30 3 HC 10.0 15 0.5 1.00 15 50 50 300 C7 83.70 251.1 TRUE
31 1 HC 10.0 21 0.7 1.00 21 70 50 300 C6 83.05 249.15 TRUE
32 2 HC 10.0 21 0.7 1.00 21 70 50 300 C6 88.89 266.67 TRUE
33 3 HC 10.0 21 0.7 1.00 21 70 50 300 C6 81.58 244.74 TRUE
34 1 HC 10.0 30 1 1.00 30 100 50 300 C5 124.71 374.13 TRUE
35 2 HC 10.0 30 1 1.00 30 100 50 300 C5 125.46 376.38 TRUE
36 3 HC 10.0 30 1 1.00 30 100 50 300 C5 103.11 309.33 TRUE
37 1 HC 10.0 45 1.5 1.00 45 150 50 300 C4 141.86 425.58 TRUE
38 2 HC 10.0 45 1.5 1.00 45 150 50 300 C4 122.61 367.83 TRUE
39 3 HC 10.0 45 1.5 1.00 45 150 50 300 C4 192.67 578.01 TRUE
40 1 HC 100.0 7.5 2.5 10.00 7.5 250 50 300 C3 193.29 579.87 TRUE
41 2 HC 100.0 7.5 2.5 10.00 7.5 250 50 300 C3 205.97 617.91 TRUE
42 3 HC 100.0 7.5 2.5 10.00 7.5 250 50 300 C3 180.76 542.28 TRUE
43 1 HC 100.0 15 5 10.00 15 500 50 300 C2 421.65 1264.95 TRUE
44 2 HC 100.0 15 5 10.00 15 500 50 300 C2 514.63 1543.89 TRUE
45 3 HC 100.0 15 5 10.00 15 500 50 300 C2 492.48 1477.44 TRUE
46 1 HC 100.0 30 10 10.00 30 1000 50 300 C1 798.37 2395.11 TRUE
47 2 HC 100.0 30 10 10.00 30 1000 50 300 C1 861.83 2585.49 TRUE
48 3 HC 100.0 30 10 10.00 30 1000 50 300 C1 1143.12 3429.36 TRUE
49 1 Hot 10.0 7.5 0.03 ― ― ― ― ― ― 12262.38 12262.38 TRUE
50 2 Hot 10.0 7.5 0.03 ― ― ― ― ― ― 12570.89 12570.89 TRUE
51 3 Hot 10.0 7.5 0.03 ― ― ― ― ― ― 12187.35 12187.35 TRUE
52 1 Hot 10.0 15 0.06 ― ― ― ― ― ― 25361.83 25361.83 TRUE
53 2 Hot 10.0 15 0.06 ― ― ― ― ― ― 25598.13 25598.13 TRUE
54 3 Hot 10.0 15 0.06 ― ― ― ― ― ― 26000.92 26000.92 TRUE
55 1 Hot 10.0 21 0.08 ― ― ― ― ― ― 34291.32 34291.32 TRUE
56 2 Hot 10.0 21 0.08 ― ― ― ― ― ― 35160.85 35160.85 TRUE
57 3 Hot 10.0 21 0.08 ― ― ― ― ― ― 37403.21 37403.21 TRUE
58 1 Hot 10.0 30 0.10 ― ― ― ― ― ― 58027.12 58027.12 TRUE
59 2 Hot 10.0 30 0.10 ― ― ― ― ― ― 48064.03 48064.03 TRUE
60 3 Hot 10.0 30 0.10 ― ― ― ― ― ― 49643.66 49643.66 TRUE
61 1 Hot 10.0 45 0.30 ― ― ― ― ― ― 74345.88 74345.88 TRUE
62 2 Hot 10.0 45 0.30 ― ― ― ― ― ― 72949.51 72949.51 TRUE
63 3 Hot 10.0 45 0.30 ― ― ― ― ― ― 72443.30 72443.3 TRUE
64 1 Hot 100.0 7.5 0.60 ― ― ― ― ― ― 119031.40 119031.4 TRUE
65 2 Hot 100.0 7.5 0.60 ― ― ― ― ― ― 120032.60 120032.6 TRUE
66 3 Hot 100.0 7.5 0.60 ― ― ― ― ― ― 119425.30 119425.3 TRUE
67 1 Hot 100.0 15 1.00 ― ― ― ― ― ― 240015.60 240015.6 TRUE
68 2 Hot 100.0 15 1.00 ― ― ― ― ― ― 245155.20 245155.2 TRUE
69 3 Hot 100.0 15 1.00 ― ― ― ― ― ― 253835.30 253835.3 TRUE
70 1 Hot 100.0 30 3.00 ― ― ― ― ― ― 497270.30 497270.3 TRUE
71 2 Hot 100.0 30 3.00 ― ― ― ― ― ― 482522.70 482522.7 TRUE
72 3 Hot 100.0 30 3.00 ― ― ― ― ― ― 490549.10 490549.1 TRUE

Saturation Assay Tube Layout

 



ABC Study No. 49655     Page 43 

CONFIDENTIAL 

Saturation Experiment #2 (continued) 

Ten Percent 
Rule

Saturation X 
values

Bound y 
values

NSB y 
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(nM) (ul) (mM) (ul) (ul) (ul) (nM) (nM) (ul)

2.8% 0.25 340.8 150.7 8E+06 1 1 H c1 10.0 7.5 ― ― ― 300 0.25 ― 300
3.4% 0.25 414.9 150.7 8E+06 2 2 H c1 10.0 7.5 ― ― ― 300 0.25 ― 300
3.4% 0.25 420.8 150.7 8E+06 3 3 H c1 10.0 7.5 ― ― ― 300 0.25 ― 300
2.0% 0.5 504.9 237.9 8E+06 4 1 H c2 10.0 15 ― ― ― 300 0.50 ― 300
2.5% 0.5 647.5 237.9 8E+06 5 2 H c2 10.0 15 ― ― ― 300 0.50 ― 300
2.2% 0.5 576.2 237.9 8E+06 6 3 H c2 10.0 15 ― ― ― 300 0.50 ― 300
2.1% 0.7 758.4 253.5 8E+06 7 1 H c3 10.0 21 ― ― ― 300 0.70 ― 300
1.9% 0.7 672.0 253.5 8E+06 8 2 H c3 10.0 21 ― ― ― 300 0.70 ― 300
2.0% 0.7 707.6 253.5 8E+06 9 3 H c3 10.0 21 ― ― ― 300 0.70 ― 300
2.1% 1 1102.8 353.3 8E+06 10 1 H c4 10.0 30 ― ― ― 300 1.00 ― 300
1.7% 1 875.6 353.3 8E+06 11 2 H c4 10.0 30 ― ― ― 300 1.00 ― 300
2.3% 1 1179.8 353.3 8E+06 12 3 H c4 10.0 30 ― ― ― 300 1.00 ― 300
1.3% 1.5 930.9 457.1 8E+06 13 1 H c5 10.0 45 ― ― ― 300 1.50 ― 300
1.2% 1.5 887.4 457.1 8E+06 14 2 H c5 10.0 45 ― ― ― 300 1.50 ― 300
1.3% 1.5 926.6 457.1 8E+06 15 3 H c5 10.0 45 ― ― ― 300 1.50 ― 300
1.1% 2.5 1339.9 580.0 8E+06 16 1 H c6 100.0 7.5 ― ― ― 300 2.50 ― 300
1.3% 2.5 1498.4 580.0 8E+06 17 2 H c6 100.0 7.5 ― ― ― 300 2.50 ― 300
1.1% 2.5 1364.5 580.0 8E+06 18 3 H c6 100.0 7.5 ― ― ― 300 2.50 ― 300
0.8% 5 2086.9 1428.8 8E+06 19 1 H c7 100.0 15 ― ― ― 300 5.00 ― 300
0.9% 5 2225.0 1428.8 8E+06 20 2 H c7 100.0 15 ― ― ― 300 5.00 ― 300
0.8% 5 2070.2 1428.8 8E+06 21 3 H c7 100.0 15 ― ― ― 300 5.00 ― 300
1.9% 10 9131.0 2803.3 8E+06 22 1 H c8 100.0 30 ― ― ― 300 10.00 ― 300
1.1% 10 5582.2 2803.3 8E+06 23 2 H c8 100.0 30 ― ― ― 300 10.00 ― 300
2.1% 10 10367.7 2803.3 8E+06 24 3 H c8 100.0 30 ― ― ― 300 10.00 ― 300

Tube Identification Assay tube contents
Total Binding -- Positions 1-24 radiolabeled R1881 plus cytosol (Panel A) 
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Saturation Experiment #2 (continued) 
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8E+06 1 340.8 150.7 190.1 44.2% 2.8% 12340.2 11999.4 2 1 1 76 73 0.02
8E+06 2 414.9 150.7 264.2 36.3% 3.4% 12340.2 11925.3 3 1 2 76 73 0.02
8E+06 3 420.8 150.7 270.1 35.8% 3.4% 12340.2 11919.5 3 1 2 76 73 0.02
8E+06 4 504.9 237.9 267.0 47.1% 2.0% 25653.6 25148.7 3 1 2 157 154 0.01
8E+06 5 647.5 237.9 409.6 36.7% 2.5% 25653.6 25006.1 4 1 3 157 153 0.02
8E+06 6 576.2 237.9 338.3 41.3% 2.2% 25653.6 25077.4 4 1 2 157 153 0.01
8E+06 7 758.4 253.5 504.9 33.4% 2.1% 35618.5 34860.1 5 2 3 218 213 0.01
8E+06 8 672.0 253.5 418.5 37.7% 1.9% 35618.5 34946.4 4 2 3 218 214 0.01
8E+06 9 707.6 253.5 454.1 35.8% 2.0% 35618.5 34910.8 4 2 3 218 214 0.01
8E+06 10 1102.8 353.3 749.5 32.0% 2.1% 51911.6 50808.8 7 2 5 318 311 0.01
8E+06 11 875.6 353.3 522.3 40.3% 1.7% 51911.6 51036.1 5 2 3 318 312 0.01
8E+06 12 1179.8 353.3 826.5 29.9% 2.3% 51911.6 50731.9 7 2 5 318 310 0.02
8E+06 13 930.9 457.1 473.7 49.1% 1.3% 73246.2 72315.4 6 3 3 448 442 0.01
8E+06 14 887.4 457.1 430.3 51.5% 1.2% 73246.2 72358.8 5 3 3 448 443 0.01
8E+06 15 926.6 457.1 469.5 49.3% 1.3% 73246.2 72319.6 6 3 3 448 442 0.01
8E+06 16 1339.9 580.0 759.8 43.3% 1.1% 119496.4 118156.6 8 4 5 731 723 0.01
8E+06 17 1498.4 580.0 918.4 38.7% 1.3% 119496.4 117998.0 9 4 6 731 722 0.01
8E+06 18 1364.5 580.0 784.5 42.5% 1.1% 119496.4 118131.9 8 4 5 731 723 0.01
8E+06 19 2086.9 1428.8 658.1 68.5% 0.8% 246335.4 244248.5 13 9 4 1507 1494 0.00
8E+06 20 2225.0 1428.8 796.2 64.2% 0.9% 246335.4 244110.4 14 9 5 1507 1494 0.00
8E+06 21 2070.2 1428.8 641.5 69.0% 0.8% 246335.4 244265.2 13 9 4 1507 1495 0.00
8E+06 22 9131.0 2803.3 6327.6 30.7% 1.9% 490114.0 480983.1 56 17 39 2999 2943 0.01
8E+06 23 5582.2 2803.3 2778.9 50.2% 1.1% 490114.0 484531.8 34 17 17 2999 2965 0.01
8E+06 24 10367.7 2803.3 7564.4 27.0% 2.1% 490114.0 479746.3 63 17 46 2999 2935 0.02

Number of molecules
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Saturation Experiment #2 (continued) 
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(nM) (ul) (mM) (ul) (ul) (ul) (nM) (nM) (dpm) (dpm)

8E+06 25 1 HC c1 10.0 7.5 1.00 7.5 50 300 0.25 25 187.3 150.7
8E+06 26 2 HC c1 10.0 7.5 1.00 7.5 50 300 0.25 25 149.5 150.7
8E+06 27 3 HC c1 10.0 7.5 1.00 7.5 50 300 0.25 25 115.2 150.7
8E+06 28 1 HC c2 10.0 15 1.00 15 50 300 0.5 50 200.4 237.9
8E+06 29 2 HC c2 10.0 15 1.00 15 50 300 0.5 50 262.2 237.9
8E+06 30 3 HC c2 10.0 15 1.00 15 50 300 0.5 50 251.1 237.9
8E+06 31 1 HC c3 10.0 21 1.00 21 50 300 0.7 70 249.2 253.5
8E+06 32 2 HC c3 10.0 21 1.00 21 50 300 0.7 70 266.7 253.5
8E+06 33 3 HC c3 10.0 21 1.00 21 50 300 0.7 70 244.7 253.5
8E+06 34 1 HC c4 10.0 30 1.00 30 50 300 1 100 374.1 353.3
8E+06 35 2 HC c4 10.0 30 1.00 30 50 300 1 100 376.4 353.3
8E+06 36 3 HC c4 10.0 30 1.00 30 50 300 1 100 309.3 353.3
8E+06 37 1 HC c5 10.0 45 1.00 45 50 300 1.5 150 425.6 457.1
8E+06 38 2 HC c5 10.0 45 1.00 45 50 300 1.5 150 367.8 457.1
8E+06 39 3 HC c5 10.0 45 1.00 45 50 300 1.5 150 578.0 457.1
8E+06 40 1 HC c6 100.0 7.5 10.00 7.5 50 300 2.5 250 579.9 580.0
8E+06 41 2 HC c6 100.0 7.5 10.00 7.5 50 300 2.5 250 617.9 580.0
8E+06 42 3 HC c6 100.0 7.5 10.00 7.5 50 300 2.5 250 542.3 580.0
8E+06 43 1 HC c7 100.0 15 10.00 15 50 300 5 500 1265.0 1428.8
8E+06 44 2 HC c7 100.0 15 10.00 15 50 300 5 500 1543.9 1428.8
8E+06 45 3 HC c7 100.0 15 10.00 15 50 300 5 500 1477.4 1428.8
8E+06 46 1 HC c8 100.0 30 10.00 30 50 300 10 1000 2395.1 2803.3
8E+06 47 2 HC c8 100.0 30 10.00 30 50 300 10 1000 2585.5 2803.3
8E+06 48 3 HC c8 100.0 30 10.00 30 50 300 10 1000 3429.4 2803.3

Assay tube contents
Non Specific Binding  -- Positions 25-48 radiolabeled R1881 plus 100 X inert R1881  plus cytosol

Tube Identification Scintillation Results
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Saturation Experiment #2 (continued) 
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8E+06 49 1 Hot c1 10 7.5 75 12262.4 75 12340.2 13404
8E+06 50 2 Hot c1 10 7.5 75 12570.9 77 12340.2 13404
8E+06 51 3 Hot c1 10 7.5 75 12187.4 75 12340.2 13404 8/16/05 specific activity date
8E+06 52 1 Hot c2 10 15 150 25361.8 155 25653.6 26807 80.50 Ci/mMole 3H R1881
8E+06 53 2 Hot c2 10 15 150 25598.1 157 25653.6 26807 2.22E+12 DPM/Ci (definition)
8E+06 54 3 Hot c2 10 15 150 26000.9 159 25653.6 26807
8E+06 55 1 Hot c3 10 21 210 34291.3 210 35618.5 37530 1.7871E+14 DPM/mmole
8E+06 56 2 Hot c3 10 21 210 35160.9 215 35618.5 37530 1.7871E+11 DPM/nmole
8E+06 57 3 Hot c3 10 21 210 37403.2 229 35618.5 37530 178.7 DPM/fmole
8E+06 58 1 Hot c4 10 30 300 58027.1 355 51911.6 53614 0.005596 fmole/DPM
8E+06 59 2 Hot c4 10 30 300 48064.0 294 51911.6 53614
8E+06 60 3 Hot c4 10 30 300 49643.7 304 51911.6 53614
8E+06 61 1 Hot c5 10 45 450 74345.9 455 73246.2 80421
8E+06 62 2 Hot c5 10 45 450 72949.5 446 73246.2 80421
8E+06 63 3 Hot c5 10 45 450 72443.3 443 73246.2 80421
8E+06 64 1 Hot c6 100 7.5 750 119031.4 728 119496.4 134036
8E+06 65 2 Hot c6 100 7.5 750 120032.6 734 119496.4 134036
8E+06 66 3 Hot c6 100 7.5 750 119425.3 731 119496.4 134036
8E+06 67 1 Hot c7 100 15 1500 240015.6 1469 246335.4 268071
8E+06 68 2 Hot c7 100 15 1500 245155.2 1500 246335.4 268071
8E+06 69 3 Hot c7 100 15 1500 253835.3 1553 246335.4 268071
8E+06 70 1 Hot c8 100 30 3000 497270.3 3043 490114.0 536142
8E+06 71 2 Hot c8 100 30 3000 482522.7 2952 490114.0 536142
8E+06 72 3 Hot c8 100 30 3000 490549.1 3001 490114.0 536142

Slope 163.4407836 dpm/fmole
1/slope 0.006118424 fmole/dpm

x y
origin 0 0
end point 3042.5 497270.3

Slope 163.1 dpm/fmole
1/slope 0.006131 fmole/dpm

x y
origin 0 0
end point 3048.9 497270.3

Computation Check

(Regression line forced through 0,0)
Linear regression results (LINEST function)

Free  -- Positions 49-72, radiolabeled R1881 without cytosol

SLOPE function, used if missing HOT tubes

Hot Tubes

0.0
100000.0
200000.0
300000.0
400000.0
500000.0
600000.0

0 1000 2000 3000 4000

R1881 (fmole)

D
PM

hot tubes Predicted
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Saturation Experiment #2 (continued) 
 

specific 
bound/molar bound/free

average total 
added molar

specific 
bound/molar spcific bound/dpm total added dpm total bound dpm NSB dpm

Hot Final 
Concentration (nM)

3.54645E-12 0.01585 2.30167E-10 3.54645E-12 190.1 12262.4 340.8 187.3 0.25
4.92854E-12 0.02216 2.30167E-10 4.92854E-12 264.2 12570.9 414.9 149.5 0.25
5.03766E-12 0.02266 2.30167E-10 5.03766E-12 270.1 12187.4 420.8 115.2 0.25
4.97984E-12 0.01062 4.78486E-10 4.97984E-12 267.0 25361.8 504.9 200.4 0.50
7.63939E-12 0.01638 4.78486E-10 7.63939E-12 409.6 25598.1 647.5 262.2 0.50
6.30934E-12 0.01349 4.78486E-10 6.30934E-12 338.3 26000.9 576.2 251.1 0.50
9.41691E-12 0.01448 6.64347E-10 9.41691E-12 504.9 34291.3 758.4 249.2 0.70
7.80595E-12 0.01198 6.64347E-10 7.80595E-12 418.5 35160.9 672.0 266.7 0.70
8.47014E-12 0.01301 6.64347E-10 8.47014E-12 454.1 37403.2 707.6 244.7 0.70
1.39799E-11 0.01475 9.68243E-10 1.39799E-11 749.5 58027.1 1102.8 374.1 1.00
9.74126E-12 0.01023 9.68243E-10 9.74126E-12 522.3 48064.0 875.6 376.4 1.00
1.54151E-11 0.01629 9.68243E-10 1.54151E-11 826.5 49643.7 1179.8 309.3 1.00

8.8359E-12 0.00655 1.36617E-09 8.8359E-12 473.7 74345.9 930.9 425.6 1.50
8.02567E-12 0.00595 1.36617E-09 8.02567E-12 430.3 72949.5 887.4 367.8 1.50
8.75645E-12 0.00649 1.36617E-09 8.75645E-12 469.5 72443.3 926.6 578.0 1.50
1.41724E-11 0.00643 2.22882E-09 1.41724E-11 759.8 119031.4 1339.9 579.9 2.50
1.71302E-11 0.00778 2.22882E-09 1.71302E-11 918.4 120032.6 1498.4 617.9 2.50
1.46318E-11 0.00664 2.22882E-09 1.46318E-11 784.5 119425.3 1364.5 542.3 2.50
1.22747E-11 0.00269 4.59459E-09 1.22747E-11 658.1 240015.6 2086.9 1265.0 5.00
1.48504E-11 0.00326 4.59459E-09 1.48504E-11 796.2 245155.2 2225.0 1543.9 5.00
1.19642E-11 0.00263 4.59459E-09 1.19642E-11 641.5 253835.3 2070.2 1477.4 5.00
1.18022E-10 0.01316 9.1415E-09 1.18022E-10 6327.6 497270.3 9131.0 2395.1 10.00
5.18309E-11 0.00574 9.1415E-09 5.18309E-11 2778.9 482522.7 5582.2 2585.5 10.00
1.41089E-10 0.01577 9.1415E-09 1.41089E-10 7564.4 490549.1 10367.7 3429.4 10.00

Prism input for bound/free
Prism input for specific 

bound
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Saturation Experiment #2 (continued) 
 

D2-8/16/05
One site binding (hyperbola) Bmax molar 1.66E-11 KD molar 7.39E-10
Best-fit values mole to molar conversion value 0.0003 molar to  nM converison 1.00E+09
     BMAX 1.66E-11 DPM/mole = (DPM/mmole)*1000 1.79E+17 kd nM = 7.39E-01
     KD 7.39E-10 Bmax molar to Bmax moles 4.986E-15
Std. Error = DPM/((DPM/mmole)*1000) 4.986E-15
     BMAX 3.11E-12 =Bmax DPM 891.0680834
     KD 2.96E-10
95% Confidence Intervals
     BMAX 1.018e-011 to 2.30 assay date 8/16/2005
     KD 1.252e-010 to 1.35 Bmax(dpm) 891.0680834
Goodness of Fit DPM/Ci (definition) 2.22E+12
     Degrees of Freedom 22 Ci/mmole 80.50
     R² (unweighted) -0.003867 DPM/mmole 1.79E+14
     Weighted Sum of Squares 2.952 DPM/pmole 1.79E+05
     Absolute Sum of Squares 2.78E-20 1/(DPM/mmole) 5.60E-15
     Sy.x 3.55E-11 1/(DPM/pmole) 5.60E-06
Data SA(dpm/pmole) 1.79E+05
     Number of X values 24 protein/tube (ug) 600
     Number of Y replicates 1 protein./tube(mg) 0.6
     Total number of values 24 bmax pmole 0.004986
     Number of missing values 0 bmax pmole/mg 0.00831

Bmax fmole/mg 8.31
Bmax (fmole/100 ug) 0.831

Bmax(fmole/100 ug)/Bmax molar 5.00E+10  
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Miscellaneous Information 
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EPA Androgen Receptor (AR) Cytosol Planner 
EPA AR Cytosol Planner

ANIMALS NEEDED Saturation Competitive

Run Breakdown

Enter Number of 
runs (w/extras) 

below

Enter Number of 
runs (w/extras) 

below
 Unknowns/run 0

Total Runs 4 Total Runs 3
Cytosol tubes/run 48 Cytosol tubes/run 51

Total tubes 192 Total tubes 153 COMBINED TOTALS
Cytosol/tube (mg) 0.6 Cytosol/tube (mg) 1.2
Total Cytosol (mg) 115.2 Total Cytosol (mg) 184 299 ml

mg Cytosol/rat 20 mg Cytosol/rat 20
actual # of rats needed 5.8 actual # of rats needed 9.2
Total rats/task (+20%) 7 Total rats/task (+20%) 12 19 rats

Cytosol Tube Breakdown order 19 rats
Saturation (triplicate) number of tubes SD males 90-95 DO

Hots 24
Hot/Cold 24

Competitive (triplicate) number of tubes
Zero 6
NSB 6

STDs (5) 15
WP (8 dilutions) 24

Unknown (8 dilutions) 24

Planner Overview:  The calculations on this page are presented as a guideline only and are based on experimental assumptions made in 
our laboratory (e.g.; 1 - cytosol protein yield/rat will be at least 20 mg, 2 - the cytosol is aliquoted such that there is minimal waste, minimal 
needed to repeat assays and the cytosol is stored properly, 3 - cytosol required for Saturation assay is 0.6 mg/tube yielding linear 
Scatchard plots and acceptable Kd and Bmax values, 4 - cytosol required for competitive assay is 1.2 mg per tube).  Note:  At present we 
our using 1.0 mg of cytosol protein to acquire acceptable data with this set of competitive assays.

NOTE: Changing any Bold Shaded number will change the calculated amount of rats needed.  Saturation default is for 1 run @ 0.6 mg 
cytosol/tube.  Competitive default is 1 run with a weak positive and no unknowns @ 1.2 mg cytosol/tube. 
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Data Basic Information 
Introduction

This workbook contains a series of Androgen Receptor binding assay data collection templates. Each template is 
presented as a worksheet. The worksheet names and contents are defined below. The initial rows (1 through 17 or so, 
depending on the number of unknowns in a competitive assay) define the assay run. The remaining rows of the template 
define the volumes and concentrations of the ingredients of each tube in the assay. 

Recommended reading See the extensive collection of relevant material at:   http://www.graphpad.com/articles/library.cfm
Defining an assay run Assign a unique identifier to each assay run. A run consists of a definition of contents of each assay tube and the 

associated DPM values obtained from the scintillation counter.  Keep track of the start date of the assay run, the 
identification of the person performing the assay, the lot number of the cytosol and radiotracer and the purpose 
(saturation, competitive, Ki, etc.) of the run. There are cells provided for assay run identification in the upper rows of 
column O.

Adding DPM values from each 
tube

Most scintillation counters will produce an Excel spreadsheet as one form of electronic data. Therefore, the templates are 
designed so that all DPM values may be entered directly into column O by cut and paste from the electronic output of the 
scintillation counter.  Care must be taken to insure that the DPM values from the scintillation counter are aligned correctly 
with the assay tube definitions in the template.

Annotating results judged to be 
unusable

Occasionally the laboratory procedure review or data review indicates that one or more DPM values should be discarded 
for cause. In this case, add an explanation in column R. The cell in column Q will automatically change to FALSE. DPM 
values marked "FALSE" will be ignored in the data reduction portion of the template.

10% rule
These templates facilitate checking for reasonable assay behavior. The "10% rule" (total binding DPM should not exceed 
10% of total DPMs added) is indicated in column S on saturation templates and a cell in column Q on competitive 
templates. Values that exceed 10% are color coded. It may be acceptable for some saturation values to exceed 10% at 
the higher concentrations. However, there may be something wrong (usually too much protein) with a competitive assay 
that exceeds the 10% rule. See the Saturation Checklist and Competitive Checklist spreadsheets for additional guidance.

Competitive assay 
characterization values

Summary values for the competitive assay are shown in cells S4 through V13. These should be reviewed before 
submission of the data.

Extracting data for curve fitting These spreadsheets provide for definition of the run, input of the DPM values and perform data reduction to the point 
where values are ready to be analyzed by nonlinear regression. For saturation assays, these values are presented in CF 
through CI, with additional variables you might wish to analysis in columns CJ through CN . For competitive assays, these 
values are in color coded cells in columns T and U. It is generally safest to cut and paste these values into the nonlinear 
curve fitting software (if it supports a spreadsheet format).

Adding summary values The nonlinear curve fitting software will estimate parameters of the model (IC50, Kd, Bmax, etc). Use cut and paste to 
copy these values to the indicated cells in the upper rows of column O for competitive runs, and to the appropriate cells in 
column DK for saturation runs (cells other than the bmax and Kd are optional, they are not included in any analysis).  For 
saturation runs, the conversion from molar values is done in the spreadsheet, and the converted numbers are placed 
automatically in column O .

Submitting results to Battelle  Fill in the blue cells in column O and submit an electronic copy of the worksheet to Battelle.

Worksheet name Contents

Battelle Supplied Reagents
Tabulation of concentrations and codes for diluted cold R1881 and Weak Positive vials to be sent to each participating 
laboratory

Saturation Saturation assay tube layout for initial study using dilutions of cold R1881 supplied by Battelle. 

Competitive_SC Competitive assay tube layout for initial study using dilutions of cold R1881 and Weak Positive supplied by Battelle.  
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Data Basic Information (continued) 

Checklist for competitive binding 
 from "Fitting Models to Biological Data using Linear and Nonlinear Regression", Harvey Motulsky & 
Arthur Christopoulos, GraphPad Software, 2003, page 213.

Typically, the Top is constrained to equal 100% and the Bottom is constrained to 0%.
See the indicated cell in column Q where this ratio is tabulated on the competitive assay 
worksheets. 
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Data Basic Information (continued) 
Checklist for saturation binding 
 from "Fitting Models to Biological Data using Linear and Nonlinear Regression", Harvey 
Motulsky & Arthur Christopoulos, GraphPad Software, 2003, page 204-205.
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Data Basic Information (continued) 
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Data Basic Information (continued) 
 
AR Chemical Aliquots Code for Laboratory D

Material
Initial 

Concentration (M)

Initial 
Concentration 

(nM)
Labels on 
set 1 vials

Labels on 
set 2 vials

Labels on 
set 3 vials

Labels on 
set 4 vials

Labels on 
set 5 vials

1.00E-05 10000.0 D-1-C1 D-2-C1
1.00E-06 1000.0 D-1-C2 D-2-C2

1.00E-05 10000.0 D-1-S0 D-2-S0
3.00E-06 3000.0 D-1-S1 D-2-S1
3.00E-07 300.0 D-1-S2 D-2-S2
3.00E-08 30.0 D-1-S3 D-2-S3
3.00E-09 3.0 D-1-S4 D-2-S4
3.00E-10 0.3 D-1-S5 D-2-S5

3.00E-02 30000000.0 D-1-P1 D-2-P1
3.00E-03 3000000.0 D-1-P2 D-2-P2
3.00E-04 300000.0 D-1-P3 D-2-P3
3.00E-05 30000.0 D-1-P4 D-2-P4
3.00E-06 3000.0 D-1-P5 D-2-P5
3.00E-07 300.0 D-1-P6 D-2-P6
3.00E-08 30.0 D-1-P7 D-2-P7
3.00E-09 3.0 D-1-P8 D-2-P8

1.00E-07 100.0 D-1-H1 D-2-H1 D-3-H1 D-4-H1
1.00E-08 10.0 D-1-H2 D-2-H2 D-3-H2 D-4-H2 D-5-H2

Cytosol

Tracer

lot number 3538-497
specific activity 82 Ci/mmole

certification date 9/16/2004

Half life lambda
years 12.35 0.05613

days 4510.84 0.00015

Physical Characteristics of 3H

Cytosol vials will be sent on dry ice. Each container will 
have a unique identifier.  The lot number and protein 
concentration will be supplied in the accompanying 
documentation.

R1881

Cold R-1881 for 
saturation, 4 vials

Cold R-188 for 
Competitive Standard 

Curve, 12 vials

Weak Positive 
(dexamethazone)     

16 vials

Tracer Hot R-1881 for 
saturation and 
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APPENDIX II 

 
PROTOCOL



ABC Study No. 49655 Page 76 

CONFIDENTIAL 



ABC Study No. 49655 Page 77 

CONFIDENTIAL 



ABC Study No. 49655 Page 78 

CONFIDENTIAL 



ABC Study No. 49655 Page 79 

CONFIDENTIAL 



ABC Study No. 49655 Page 80 

CONFIDENTIAL 



ABC Study No. 49655 Page 81 

CONFIDENTIAL 



ABC Study No. 49655 Page 82 

CONFIDENTIAL 



ABC Study No. 49655 Page 83 

CONFIDENTIAL 



ABC Study No. 49655 Page 84 

CONFIDENTIAL 



ABC Study No. 49655 Page 85 

CONFIDENTIAL 



ABC Study No. 49655 Page 86 

CONFIDENTIAL 



ABC Study No. 49655 Page 87 

CONFIDENTIAL 



ABC Study No. 49655 Page 88 

CONFIDENTIAL 



ABC Study No. 49655 Page 89 

CONFIDENTIAL 



ABC Study No. 49655 Page 90 

CONFIDENTIAL 



ABC Study No. 49655 Page 91 

CONFIDENTIAL 

 
 
 


