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EXECUTIVE SUMMARY
1.1  Study Design

The objective of this study was to analyze the test substances for androgenic transactivation
activity (agonism and antagonism) using the MDA-kb2 reporter cell line. The MDA-kb2 cell
line was derived from a human breast cancer line transfected with an androgen receptor
promoter linked to a luciferase gene. Consequently, the MDA-kb2 cell line can measure the
ability of a test substance to induce (agonism) or antagonize Androgen Receptor (AR)
mediated transactivation via luciferase gene expression. Cell viability was monitored by a
two-read propidium iodide (PI) uptake assay.

Final concentration ranges of subsequent run(s) were adjusted based on assessments of
precipitation observed in the first run. Solubility was visually observed for runs 1 and 2, and
was read on the nepheloskan for run 3.

Two runs were conducted on octylmethoxycinnamate. The final concentrations were: 10,
10, 10°°, 107, 10*°, 10, 10°*° and 10 M for run 1 (13-October-2011) and 107, 10”,
10,10, 102, 10°, 10*° and 10 M for run 2 (20-October-2011). Three runs were
conducted on oxybenzone, octylsalate and octocrylene. The final concentrations were: 102,
10, 10°°, 10, 10*°, 10, 10°*° and 10 M for run 1 (13-October-2011) and 107, 107, 10°
6510, 10°°, 10, 10™*° and 10 M for runs 2 and 3 (20-October-2011 and 3-November-
2011). The third run was used to clarify results of the first two runs for oxybenzone,
octylsalate and octocrylene. Every run contained one agonism plate, one antagonism plate,
and one cytotoxicity plate for each substance tested.

Solubility was recorded visually on runs 1 and 2 (13-October-2011 and 20-October-2011;
(see deviation 2, Appendix 2). The Nepheloskan was used for run 3 (3-November-2011) at
the concentrations of 107°, 107, 10°° 10, 10°°, 10, 10*°, 10, 10°* and 10 for
oxybenzone, octylsalate and octocrylene. The Nepheloskan was used (3-November-2011) at
the concentrations of 107,107, 10°° 10, 10°°, 10°, 10™**, and 10™ for
octylmethoxycinnamate due to the limited availability of test substance.

For agonist plates, all concentrations were tested in replicates of 6/plate, with the addition of
2 replicates/plate that incorporated the antagonist nilutamide which is used as a CeeTox
internal control. Replicates incorporating the nilutamide allow for the identification of non-
specific (i.e., non-androgen receptor mediated) induction of the luciferase gene.

For antagonist plates, all test substance concentrations included four replicates with 1 nM
DHT and four replicates with 1000 nM DHT. Replicates incorporating 1000 nM DHT
allowed for the identification of assay interference.

For cytotoxicity plates, all concentrations were tested in replicates of 6/plate, with the

addition of 2 replicates/plate that incorporated digitonin. Replicates incorporating digitonin
allow for the identification of assay interference.

Study Number: 9070-100107ARTA Page 10 of 142



The duration of exposure was 24 hours. A complete concentration response curve for each of
3 reference compounds (dihydrotestosterone (DHT), nilutamide (NIL) and 1,1-dichloro-2,2-
bis(p-chlorophenyl)ethylene (p,p’-DDE)) was run each time the transcriptional activation
assay was performed.

1.2 Results

Solubility was visually observed for run 1 and run 2. Solubility was run on the Nepheloskan
for run 3. The top concentration for all test substances in run 1 (13-October-2011) was 10
M. Precipitation was observed at 10*, 10%° and 10 M in octylmethoxycinnamate.
Precipitation was observed at 10 and 10 M in oxybenzone. Precipitation was observed at
10, 10 and 10° M in octylsalate. Precipitation was observed at 10*, 103 and 10°M in
octocrylene. The suitable top concentration of each test substance for use in later runs was
10™ M, based on these observations. In run two (20-October-2011), slight precipitation was
observed at 10 M in octylmethoxycinnamate and octylsalate. There was no evidence of
precipitation in oxybenzone and octocrylene. In run 3, solubility was run on the
Nepheloskan. With the criteria of >3 times the vehicle control octylsalate had a solubility
limit of 10> M, oxybenzone had no solubility limit (soluble at all concentrations tested),
octylmethoxycinnamate had a solubility limit of 10> M, and octocrylene had a solubility
limit of 10° M. Cytotoxicity (>20% reduction in cell viability) was observed in oxybenzone
and octylsalate at 10> and 103 M in the first run (13-October-2011). Cytotoxicity was
noted in oxybenzone at 10™ in the second run (20-October-2011). Cytotoxicity was observed
in octocrylene at 10*°, 10, 10%° and 10 M in the first run (13-October-2011) and at the
top two doses, 10™*° and 10 M, in the second run (20-October-2011) and at 10 M in the
third run (3-November-2011).

In all independent runs of the agonist transcriptional activation assay, these test substances
(octylmethoxycinnamate, oxybenzone, octylsalate and octocrylene) did not result in an
increase in luciferase activity at any of the viable soluble concentrations tested
(RPC1ax<20%).

In two of two independent runs of the antagonist transcriptional activation assay,
octylmethoxycinnamate did not result in a differential between the high antagonism and the
low antagonism of greater than 50% at more than one viable soluble concentration.

In two of three independent runs of the antagonist transcriptional activation assay,
oxybenzone did result in a differential between the high antagonism and the low antagonism
of greater than 50% at more than one viable soluble concentration (10 and 10™).

In three of three independent runs of the antagonist transcriptional activation assay,

octylsalate did not result in a differential between the high antagonism and the low
antagonism of greater than 50% at more than one viable soluble concentration.
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In three of three independent runs of the antagonist transcriptional activation assay,
octocrylene did not result in a differential between the high antagonism and the low
antagonism of greater than 50% at more than one viable soluble concentration.

1.3 Conclusion

Octylmethoxycinnamate, octylsalate and octocrylene do not demonstrate agonism or
antagonism of AR mediated transactivation when tested in the MDA-kb2 cell model system.
Oxybenzone does not demonstrate agonism, however there was a exposure dependent
antagonism of AR-mediated transactivation when tested in the MDA-kb2 cell model system.

2.0 INTRODUCTION
2.1  Purpose

The objective of this study was to analyze the test substances for androgenic transactivation
activity using the MDA-kb2 reporter cell line. The MDA-kb2 cell line is derived from a
human breast cancer line transfected with an androgen receptor promoter linked to a
luciferase gene. Consequently, the MDA-kb2 cell line can measure the ability of a test
substance to induce (agonism) or antagonize AR mediated transactivation via luciferase gene
expression.

The MDA-kb2 cell line is derived from human breast cancer cells. These cells were
transformed with an androgen responsive luciferase reporter plasmid driven by the mouse
mammary tumor virus promoter (MMTYV). The MMTYV promoter was chosen for
transformation because it is a robust viral promoter and is well characterized as being
androgen responsive. Consequently, the MDA-kb2 cell line can measure the ability of a test
substance to induce AR-mediated transactivation of luciferase gene expression, i.e., the cell
line can be used to assess the ability of a test substance to act as an agonist of AR.
Antagonism can be distinguished by the differential ellicited from the co-administration of
the test article and AR agonist DHT at a high concentration (1000 nM) versus the co-
administration of the test article and the AR agonist DHT at a low concentration (1 nM).

2.2  Regulatory Citations

Currently this assay has not been validated as part of the EDSP Tier 1 testing program and is
not mandated.

3.0 MATERIALS AND METHODS

3.1  Test Substance

3.1.1 Test substance details

| Test substance name: 2-Hydroxy-4-methoxybenzophenone \
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Test substance manufacturer:

CAS number:
Description:
Solvent used:

Batch identification:
Expiry date:

Purity:

Molecular formula:
Molecular weight:
Storage conditions:

(Oxybenzone)

Ivy Fine Chemicals Corporation
131-57-7

Light yellow powder
DMSO

20100801

August 1, 2012
99.92%

C14H1203

228.25

Room Temperature

Test substance name:

Test substance manufacturer:

CAS number:
Description:
Solvent used:

Batch identification:
Recertification date:
Purity:

Molecular formula:
Molecular weight:
Storage conditions:

2-Ethylhexyl p-methoxycinnamate
(Octylmethoxycinnamate); Octyl 4-

methoxycinnamate
Acros Organics
5466-77-3

Clear colorless liquid
DMSO

A0293319

Not Provided
99.8%

C18H2603

290.39

Room Temperature

Test substance name;

Test substance manufacturer:

CAS number:
Description:
Solvent used:

Batch identification:
Recertification date:
Purity:

Molecular formula:
Molecular weight:
Storage conditions:

Octyl Salicylate (Octylsalate); 2-
Ethylhexyl salicylate
Sigma Aldrich
118-60-5

Colorless liquid
DMSO

44698PJ

Not Provided

99.6%

C15H2203

250.33

Room Temperature

Test substance name;

Test substance manufacturer:

CAS number:
Description:
Solvent used:

2-Ethylhexyl 2-cyano-3,3-
diphenylacrylate (Octocrylene)
Sigma Aldrich

6197-30-4

Yellow viscous liquid

DMSO

Study Number: 9070-100107ARTA
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Batch identification: 01697MJ
Recertification date: Not Provided
Purity: 99.2%

Molecular formula: Co4H27NO;
Molecular weight: 361.48

Storage conditions: Room Temperature

Certificates of analysis for the test substances are presented in Appendix 3.

3.1.2 Vehicle selection

Dimethyl sulfoxide (DMSO) was selected as a suitable vehicle for test substances.
Therefore, solutions with a test substance concentration of up to 10 M (the highest
concentration tested) can be prepared while limiting the final concentration of DMSO in the
assay medium to 0.5% (v/v). Dihydrotestosterone, nilutamide, p,p’-DDE and test substances
were all prepared on the day of dosing (13-October-2011 for run 1, 20-October-2011 for run
2, and 3-November-2011 for run 3).

3.2 Cell Line
3.2.1 Source

The stably transfected MDA-kb2 cell line was used in this study. The cell line was obtained
from ATCC (Appendix 3). The cells were certified as Mycoplasma Free (Appendix 4).

3.2.2 Stability of the cell line

The stability of the cell line was monitored by the use of the following reference chemicals:
dihydrotestosterone (DHT), nilutamide (Nil) and p,p'-DDE. A complete concentration
response curve for each reference compound was run each time the transcriptional activation
assay was performed.

3.2.3 Cell culture and plating conditions

Cells were maintained in Leibovitz’s L-15 culture medium containing 10% fetal bovine
serum, in an incubator at ~37°C without CO,. The MDA-kb2 cell line is not contact
inhibited and can be grown to confluence. Cells were subcultivated at a 1:2 to 1:8
subcultivation ratio. The cells were suspended with complete medium and plated into wells
of a 96-well cell culture plate at a density of ~1 X 10* cells/100 uL/well. The cells were then
placed into an incubator without CO, at ~37°C overnight prior to chemical exposure.
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3.3  Chemical Exposure and Assay Plate Organization

Each test substance was prepared for addition to the cell system by making a 400 mM stock.
Dilutions were prepared in DMSO to 400x final target concentration. Ten microliter aliquots
of the substance dilutions were added to 2 mL media in deep well plates and mixed to yield
concentrations of test material 2-fold greater than the desired final concentration.

After the overnight post-seeding incubation, the plates were removed from the incubator and
the media was aspirated. Fifty microliters of media and appropriate controls were added to
the seeded plates. To achieve the final exposure concentrations each 2X solution was diluted
2-fold in the 96-well plate containing the cells and media and controls.

Agonism
B 2 3 4 5 6 7 8 o [ 10 | 1 [ 12
A Blank* (1E())Hn?\—/|) ver | ve Colnc. Coznc. Cognc. Co4nc. Cosnc. CoGnc. C07nc. Cognc.
B LR ! ! ! ! ! ! ! ! ! ! !
c ! ! ! ! ! ! ! ! ! | ! |
D ! ! ! ! ! ! ! ! ! ! ! !
E ! ! ! ! ! ! ! ! ! | ! |
F ! ! ! ! ! ! ! ! ! | ! |
G | e As above + antagonist (10 uM nilutamide)-------------------
Hl o] v [T ol vl v vl v el v ] v
DHT = dihydrotestosterone
*Blank wells contain media only (no cells)
**Vehicle control (VC) wells contain cells and media + 0.5% (v/v) DMSO
**%* | Indicates the composition of the well is identical to the well directly above it
Antagonism
B 2 3 4 5 6 7 8 o [ 10 [ 11 [ 12
A Blank* - ver | Ve Colnc. Coznc. Cognc. Co4nc. C05nc. CoGnc. Co7nc. Cosnc.
B | [*** ! ! ! ! ! ! ! ! ! ! !
c ! ! ! ! ! ! ! ! !
D ! ! ! ! ! ! ! ! ! ! !
E | e As above + (1000 nM DHT instead of 1 nM DHT)-------------------
F ! ! ! ! ! ! ! ! ! ! ! !
G | ! ! ! ! ! ! ! ! !
H | ! ! ! ! ! ! ! !

***10 nM dihydrotestosterone (DHT) Maximal induction control wells

*Blank wells contain media only (no cells)

**\/ehicle control (VC) wells contain cells and media + 0.5% (v/v) DMSO

**%% | Indicates the composition of the well is identical to the well directly above it
Rows A-D are low agonist (1 nM DHT)

Rows E-H are high agonist (1000 nM DHT)
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After adding the reference chemicals/test substances, the plates were incubated in an
incubator at ~37°C without CO, for ~24 hours.

For the agonism plates, all concentrations were tested in replicates of 6/plate. In addition, for
each concentration, 2 replicates/plate were prepared that incorporated the AR antagonist
nilutamide. Replicates incorporating an AR antagonist allow for the identification of non-
specific (i.e., non-AR-mediated) induction of the luciferase gene as true AR-mediated
induction is inhibited by addition of an antagonist whereas non-specific induction is not.

For the antagonism plates, all concentrations were tested in replicates of 4/plate. Four
replicates were co-administered 1 nM DHT and test article at each concentration. Four
replicates were co-administered 1000 nM DHT and test article at each concentration.
Replicates incorporating 1000 nM DHT allowed for the identification of assay interference.

In view of the short-term nature of studies of this type, no analyses of stability, homogeneity
or achieved concentration(s) were carried out on preparations of the test substance or positive
control chemicals, either before or after the treatment phase. This was not considered to have
affected the integrity of the study. For the reference control compounds, stability was
demonstrated by an appropriate response in the assay system.

3.4  Assays
3.4.1 Cytotoxicity assay

Cell viability was monitored by a two-read propidium iodide (PI) uptake assay. Pl was a light
sensitive dye and all procedures were conducted under low light conditions. PI could not
cross the plasma membrane of intact and viable cells. Cells that were dead or dying had
weakened plasma membranes which allowed PI to enter the cytosol of the damaged cells.
Once inside the cell, PI intercalated into DNA/RNA and yielded a fluorescent signal. In the
two-read procedure, the first read was taken immediately after full exposure to controls and
test articles. This measured “background” fluorescence. The cells were then lysed and a
second read was taken. This read indicated cell death. The first read was then subtracted
from the second read. The results of the subtracted reads were directly proportional to the
viability of the cells. The control and test substance data were normalized to vehicle control
to generate percent cell viability.

Cells were seeded as described in Section 3.2.3, with the exception that a black-walled 96-
well cell culture plate was used. The cells were exposed to the test chemicals in replicates of
6 (rows A-F) while the last 2 rows (G and H) received 125 uM digitonin as a positive control
for cell death. Following chemical exposure, the growth medium was removed and 50 pL of
a Pl working solution (44 uM in phosphate buffered saline) was added to each well.
Background fluorescence was evaluated by measuring fluorescence immediately on a
Packard Fusion fluorescence plate reader at an excitation wavelength of 544 nm and an
emission wavelength of 612 nm. Following this determination, 50 uL of a 2% (v/v) Triton
X-100 solution was added to each well and the plate was incubated at room temperature for
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~15 minutes to fully lyse all cells in the wells before measuring fluorescence at the same
wavelengths.

The background-corrected fluorescence was calculated for each well by subtracting the
results of the first read from the results of the second read. The change in cell viability was
determined by comparing treated wells to the vehicle control wells. A >20% reduction in cell
viability was considered evidence of cytotoxicity.

3.4.2 Precipitation assessment

Solubility limits for runs 1 and 2 (13-October-2011 and 20-October-2011) were determined
by visual observation. For run 3, the limit of solubility was determined by Nephelometry. A
96-well clear bottom plate containing 200 pL of every test concentration in cell culture media
was evaluated using the Nepheloskan. Nephelometry measured the particulate light
scattering.

3.4.3 Transcriptional activation assay

A luciferase assay was performed as described in CeeTox Standard Operating Protocol
(SOP) 2041 using the reagents listed below. Luciferase assay reagent was prepared as
described in CeeTox SOP 2041 (proprietary information).

Reagent Supplier Catalog #
Trisma Base Sigma T6066
Magnesium Chloride Sigma M2393
EDTA Sigma E5134
Dithiothreitol Sigma D9779
ATP Sigma A2383
Coenzyme A Sigma C3019
AMP Sigma Al1752
Luciferin Promega E160E
Glycerol Sigma G5516
Triton-X100 Sigma T8787
Bovine Serum Albumin Sigma A9418
CDTA Sigma D0922

3.5 Agonist Transcriptional Activation Assay Data Analysis and
Interpretation

In order to determine the relative transcriptional activity as compared to the positive control
(PC), 10 nM DHT, the luminescence data from each plate were analyzed according to the
steps outlined below. Wells incorporating nilutamide were analyzed in an identical fashion
to wells not incorporating nilutamide, except that the data were normalized by subtracting the
mean value for the nilutamide-containing vehicle control (VC) wells.
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1. Any cytotoxic concentrations (as defined in Section 3.4.1) were excluded from data
analysis.

The mean value for the VC wells was calculated.

3. The mean value for the VC wells was subtracted from each well to normalize the
data.

The mean value for the normalized PC wells was calculated.

The normalized value for each well was divided by the mean value of the normalized
PC wells (with the normalized mean of the PC wells being defined as 100% relative
transcriptional activity). The final value for each well is the relative transcriptional
activity for that well compared to the mean normalized PC response.

no

ok

The data were then interpreted according to the following steps:

1. Where appropriate, LogPCsp, LogPC;0, LOgECs, and Hill slope values were
calculated.

2. For the test substance, the maximum response relative to the positive control
(RPCwmax) Was determined. In each individual run of the transcriptional activation
assay, if RPCmax was less than 20%, the test substance was considered to have given a
negative response for AR agonism.

3. For each individual run of the transcriptional activation assay, the acceptability of the
data was evaluated using the following criteria:

e The mean normalized luciferase signal of the PC (10 nM DHT) should be at
least 4-fold that of the mean VC on each plate.

e The results of the reference compounds, nilutamide and DHT, should be
within the acceptable ranges.

4. |If the acceptability criteria outlined above were met, that run of the transcriptional
activation assay was considered to be definitive

5. The test substance was considered negative if RPCyax Was <20% in at least 2
definitive runs of the transcriptional activation assay. The test substance was
considered positive if RPCyax Was >20% in at least 2 definitive runs of the
transcriptional activation assay.

3.6  Antagonist Transcriptional Activation Assay Data Analysis and
Interpretation

In order to determine the relative transcriptional activity as compared to the positive control
(PC), 10 nM DHT, the luminescence data from each plate were analyzed according to the
steps outlined below. Wells incorporating 1 nM DHT were analyzed in an identical fashion
to wells incorporating 1000 nM DHT, except that the data was normalized to the induced
control with 1 nM DHT or 1000 nM DHT, respectively.

1. Any cytotoxic concentrations (as defined in Section 3.4.1) were excluded from data

analysis.
2. The mean value for the VC wells was calculated.
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10.

The mean value for the VC wells was subtracted from each well to normalize the
data.

The mean value for the induced control with 1 nM DHT was calculated.

The mean value for the induced control with 1000 nM DHT was calculated.

The wells dosed with test or control substance and 1 nM DHT were normalized to the
mean value for the induced control with 1 nM DHT.

The wells dosed with test or control substance and 1000 nM DHT were normalized to
the mean value for the induced control with 1000 nM DHT.

Averages of antagonist % maximal induction control were calculated (test or control
substance a with 1 nM DHT).

Averages of high agonist control % maximal induction control were calculated (test
or control substance a with 2000 nM DHT).

Differentials were calculated (averages of high agonist control % maximal induction
control minus averages of antagonist % maximal induction control).

The data were then interpreted according to the following steps:

1.

2.

4.0

4.1

Where appropriate, RICMax, Differential 1Cs, Differential 1C3, LOgECso and Hill
slope values were calculated.
If the differential between the high antagonism and the low antagonism was greater
then 50% and had a dose response (more than one data point) in two of two runs, than
the test substance was considered positive.
If the differential between the high antagonism and the low antagonism was less then
50% and did not have a dose response (more than one data point) in two of two runs,
than the test substance was considered negative.
For each individual run of the transcriptional activation assay, the acceptability of the
data was evaluated using the following criteria:

e The mean normalized luciferase signal of the PC (10 nM DHT) should have

been at least 4-fold that of the negative control on each plate.

If the acceptability criteria outlined above were met, that run of the transcriptional
activation assay was considered to be definitive.

RESULTS AND DISCUSSION

Concentration Range for the Test Substance

The final concentrations were: 10°°, 10, 10°°, 10, 10*°, 10, 10 and 10 M for run 1
(13-October-2011) and 107, 107, 10°°, 10®, 10°°, 10®°, 10*° and 10 M for runs 2 and 3
(20-October-2011 and 3-November-2011). Test concentrations were reduced after the first
run due to observed precipitation.
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4.2  Transcriptional Activation Assay Acceptance Criteria

In all valid independent runs of the assay, the mean luciferase activity of the PC (10 nM
DHT) was greater than 4-fold that of the mean luciferase activity of the VC on each plate.

Test article data and data from the 3 reference compounds were excluded from evaluation
and interpretation in instances of excessive cytotoxicity or precipitation observed in the valid
independent runs.

4.3  Transcriptional Activation Assay Results

Two runs were conducted on octylmethoxycinnamate and three runs were conducted on
octylsalate, oxybenzone and octocrylene. The third run was to clarify antagonism
classification on borderline substances (substances whose results suggested antagonism just
before cytotoxicity).

In all independent runs of the agonist transcriptional activation assay, test substances
(octylmethoxycinnamate, oxybenzone, octylsalate and octocrylene) did not result in an
increase in luciferase activity at any of the viable soluble concentrations tested
(RPCmax<20%).

In two of two independent runs of the antagonist transcriptional activation assay,
octylmethoxycinnamate did not result in a differential between the high antagonism and the
low antagonism of greater than 50% at more than one viable soluble concentration.

In two of three independent runs of the antagonist transcriptional activation assay,
oxybenzone did result in a differential between the high antagonism and the low antagonism
of greater than 50% at more than one viable soluble concentration (10> and 10).

In three of three independent runs of the antagonist transcriptional activation assay,
octylsalate did not result in a differential between the high antagonism and the low
antagonism of greater than 50% at more than one viable soluble concentration.

In three of three independent runs of the antagonist transcriptional activation assay,
octocrylene did not result in a differential between the high antagonism and the low
antagonism of greater than 50% at more than one viable soluble concentration.

4.4  Discussion

The suitable top concentration of test substances for use in the transcriptional activation
assays was 10™ M, based on precipitation observed at concentrations >10* M. Cytotoxicity
(>20% reduction in cell viability) was observed in oxybenzone and octylsalate at 10°* and
10°M in the first run (13-October-2011). Cytotoxicity was noted in oxybenzone at 10 in
the second run (20-October-2011). Cytotoxicity was observed in octocrylene at 10°, 10,
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10* and 10 M in the first run (13-October-2011) and at the top two doses, 10™*° and 10™
M, in the second run (20-October-2011) and 10 M in the third run (3-November-2011).

In all independent runs of the transcriptional activation assay, test substances did not result in
an increase in luciferase activity in agonism plates at any of the viable soluble concentrations
tested (RPCmax<20%).

In all independent runs of the transcriptional activation assay, octylmethoxycinnamate,
octylsalate and octocrylene did not result in a differential on the antagonism plates greater
than 50% for two or more viable soluble doses.

In two of three independent runs of the transcriptional activation assay, oxybenzone did
result in a differential on the antagonism plates greater than 50% for two viable soluble
doses.

5.0 CONCLUSIONS

Octylmethoxycinnamate, octylsalate and octocrylene did not demonstrate agonism or
antagonism of AR-mediated transactivation when tested in the MDA-kb2 cell model system.
Oxybenzone did not demonstrate agonism, however there was an exposure dependent
antagonism of AR-mediated transactivation when tested in the MDA-kb2 cell model system.
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TABLE 1 Results of 1% Valid Transcriptional Activation Assay Agonist

Concentration RTA RTA with Nil Cell Viability Precipitation
Chemical (M) (% of PC) (% of PC) (% of VC)
Mean SD | Valuel | Value? Mean SD Value
-6.5 0.4 0.2 0.7 0.3 105 6 -
-6 1.6 0.5 -0.1 0.3 110 9 -
-5.5 0.9 0.3 0.9 -0.5 107 6 -
Octylmethoxycinnamate i L7 0.3 0.3 05 102 9 -
-4.5 0.9 0.3 -0.8 -1.0 100 2 -
-4 -0.2 0.2 -1.1 -1.6 89 6 +
-3.5 0.0 0.4 -1.1 -1.8 90 5 +
-3 -0.1 0.3 -1.4 -1.7 91 4 +
-6.5 0.5 0.6 -0.6 -1.5 96 5 -
-6 1.0 0.5 3.8 -0.5 104 9 -
-5.5 0.5 0.4 3.3 -0.7 95 2 -
Octylsalate -5 -0.2 0.1 -0.6 -1.2 97 5 -
-4.5 -0.4 0.1 0.0 -0.6 97 5 -
-4 -0.6 0.1 -0.8 -1.2 88 7 +
_35 * * * * **70 **5 +
_3 * * * **66 **5 +
-6.5 0.5 0.2 7.0 0.1 105 5 -
-6 1.0 0.6 4.3 0.1 106 4 -
-55 -0.5 0.3 0.2 -0.3 102 6 -
Octocrylene -5 -1.2 0.2 1.0 -0.8 95 5 -
_45 * * * * **74 **2 -
_4 * * * * **59 **4 +
_35 * * * * **49 **6 +
_3 * * * * **60 **6 +
-6.5 0.4 0.2 1.3 -2.9 104 6 -
-6 0.8 0.4 0.9 -2.9 106 5 -
-5.5 0.0 0.2 4.4 -3.3 102 4 -
Oxybenzone -5 -0.2 0.3 -1.5 -2.9 101 4 -
-4.5 0.0 0.2 23.8 -1.8 99 6 -
-4 -0.2 0.2 12.0 -2.8 94 4 -
_35 * * * **66 **5 +
_3 * * * **63 **6 +

RTA = Relative Transcriptional Activation
PC = Positive Control (10 nM DHT)

VC = Vehicle Control

SD = Standard Deviation

+ = Precipitation observed

- = No precipitation observed

* = data not evaluated due to observed Cytotoxicity

** = Cytotoxicity observed
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TABLE 1 Results of 1% Valid Transcriptional Activation Assay Agonist (Continued)
Concentration RTA RTA with Nil Cell Viability Precipitation
Chemical (M) (% of PC) (% of PC) (% of VC)
Mean | SD | Valuel | Value?2 Mean SD Value
-11.5 1.9 0.3 -0.2 -1.1 100 3
-11 2.7 0.5 15 -0.7 101 3
-10.5 9.6 0.8 5.8 -0.5 102 5
-10 26.9 2.6 5.6 -0.3 104 6
DHT -9.5 79.4 8.6 7.3 1.2 101 5
-9 95.6 5.2 135 3.6 101 3
-8.5 111.7 9.4 17.3 7.1 101 5
-8 87.1 7.0 41.1 26.2 96 5
-7.5 0.9 0.1 2.1 -0.9 103 7
-7.0 -0.1 0.4 1.8 -0.9 104 10
-6.5 -0.5 0.2 0.8 -1.0 102 5
Nil -6.0 -0.8 0.1 -0.6 -0.9 102 7
-5.5 -0.2 0.1 1.6 0.1 98 3
-5.0 0.5 0.2 0.8 0.6 97 6
-4.5 2.1 0.3 -0.6 0.1 84 5
_40 * * * * **61 **1
-7.5 3.8 0.8 4.2 -0.5 106 5 -
-7.0 3.2 0.4 2.5 -0.7 107 6 -
-6.5 3.5 0.5 1.9 -0.6 105 5 -
-6.0 1.7 0.5 5.6 -0.7 101 7 -
ppDDE 55 12 | 03 | 40 0.3 98 3 -
-5.0 0.8 0.3 1.9 0.4 97 4 -
-4.5 1.9 0.5 2.9 1.3 95 2 -
_40 * * * * **68 **4 -

RTA = Relative Transcriptional Activation

PC = Positive Control (10 nM DHT)

VC = Vehicle Control

SD = Standard Deviation

+ = Precipitation observed

- = No precipitation observed

* = data not evaluated due to observed Cytotoxicity
** = Cytotoxicity observed

shaded areas not evaluated
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TABLE 2 Results of 1*' Valid Transcriptional Activation Assay Antagonist
Concentration How Algnodntlzii’(\)/lnaxmal High Agonist Maximum
Chemical (LogM) Antagonism (%) Induction (1000 nM DHT) (%) Differential
Mean SD Mean SD
10 nM DHT 110.0 8.3 104.9 7.5
VC 0.0 0.5 100.5 11.9
Induced Controls (1nM DHT) 100.0 9.0 99.5 114
-6.5 113.6 11.8 108.9 5.6 -4.7
-6.0 104.7 9.0 106.6 14.3 19
-5.5 128.8 5.2 115.8 14.3 -13.0
. -5.0 102.8 13.8 99.2 11.9 -3.7
Octylmethoxycinnamate a5 985 159 945 97 20
-4.0 64.4 13.0 67.9 6.4 3.4
-3.5 69.2 10.9 66.4 5.0 -2.8
-3.0 77.7 2.5 78.9 6.6 1.2
10 nM DHT 109.9 10.2 94.9 15.8
VvC 0.0 0.3 92.3 6.5
Induced Controls (1nM DHT) 100.0 7.7 107.7 9.2
-6.5 119.9 12.2 116.0 8.3 -3.9
-6.0 114.0 3.9 115.2 6.2 1.2
-5.5 125.1 5.5 127.9 5.7 2.7
Octylsalate -5.0 101.6 3.2 135.1 5.4 33.5
-4.5 104.9 6.4 139.2 15.9 34.3
-4.0 66.9 6.7 160.5 6.7 #93.7
_35 * * * * *
_30 * * *
10 nM DHT 126.3 7.2 100.9 12.5
vC 0.0 0.3 92.8 7.1
Induced Controls (1nM DHT) 100.0 3.9 107.2 10.9
-6.5 130.4 5.6 111.2 15.1 -19.1
-6.0 111.6 9.9 120.8 9.8 9.2
-5.5 109.2 14.9 132.1 12.1 22.9
Octocrylene 2(5) 6&3 7’.(3 11?.9 7’;7 #51.6
_40 * * * * *
_35 * * * * *
_30 * * * * *
10 nM DHT 98.9 6.1 98.1 12.1
VvC 0.0 0.3 95.8 9.2
Induced Controls (1nM DHT) 100.0 6.7 104.2 9.1
-6.5 105.6 13.0 117.8 4.5 12.2
-6.0 100.0 10.0 110.2 10.3 10.2
-5.5 1214 4.5 137.4 6.4 16.0
Oxvbenzone -5.0 102.4 4.0 142.6 3.7 40.2
Y -4.5 72.1 9.1 181.7 1.2 #109.5
-4.0 21.1 2.2 174.8 11.8 #153.8
_35 * * * *
_30 * * * *

VC = Vehicle Control
SD = Standard Deviation

* = data not evaluated due to observed Cytotoxicity, Cytotoxicity values shown on corresponding agonist table

shaded areas = does not apply

# = differential > 50
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TABLE 2 Results of 1% Valid Transcriptional Activation Assay Antagonist
(Continued)
. Low Agonist_ High Agonist Maximum
Chemical Corforg,(/?)“"“ MAar’]‘t'gi'n'igg“(%ﬂ)‘)’” Induction (1000 nM DHT) (%) | Differential
Mean SD Mean SD
10 nM DHT 117.1 9.0 104.5 9.2
VC 0.0 0.3 98.9 3.0
Induced Controls (1nM DHT) 100.0 124 101.1 2.8
-115 142.5 15.4 124.4 9.5 -18.1
-11 108.1 8.5 114.5 5.2 6.3
-105 140.3 13.9 124.2 13.8 -16.1
DHT -10 115.4 13.3 112.4 33 -3.0
9.5 149.0 20.1 134.2 7.8 -14.8
-9 163.3 27.2 132.0 4.0 -31.2
-85 159.7 125 134.1 8.7 -25.6
-8 152.4 7.1 121.6 134 -30.8
10 nM DHT 112.6 10.4 1035 5.8
vC 0.0 0.3 99.5 5.8
Induced Controls (1nM DHT) 100.0 10.1 100.5 6.5
75 96.8 6.4 100.6 9.6 3.8
-7.0 89.0 9.3 109.5 117 20.5
6.5 62.1 4.1 124.1 116 #62.0
il 6.0 20.3 2.4 106.4 6.0 #86.1
5.5 6.7 0.9 124.2 8.5 #117.5
5.0 35 0.7 121.7 18.2 #118.2
4.5 4.4 0.6 84.9 5.4 #80.6
_40 * * * * *
10 nM DHT 118.8 15.9 102.6 9.0
vC 0.0 0.2 101.0 43
Induced Controls (1nM DHT) 100.0 2.6 99.0 134
75 112.3 9.4 111.6 7.2 -0.7
7.0 111.2 2.3 103.3 5.2 -7.9
6.5 1335 10.9 118.0 10.3 -155
6.0 108.6 9.3 100.8 6.3 7.9
PPDDE 55 1017 34 117.0 6.9 153
5.0 62.9 74 109.2 12.9 46.3
-4.5 25.3 2.9 111.4 115 #86.2
_40 * * * * *

VC = Vehicle Control
SD = Standard Deviation

* = data not evaluated due to observed Cytotoxicity, Cytotoxicity values shown on corresponding agonist table

shaded areas = does not apply
# = differential > 50
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TABLE 3 Results of 2" Valid Transcriptional Activation Assay Agonist
Concentration RTA RTA with Nil Cell Viability Precipitation
Chemical M) (% of PC) (% of PC) (% of VC)
Mean | SD | Valuel [ Value2 | Mean SD Value

-7.5 0.2 0.2 0.0 0.5 104 6 -

-7.0 0.1 0.2 -0.3 0.3 107 6 -

-6.5 0.2 0.3 -1.4 0.8 99 6 -

Octylmethoxycinnamate 6.0 0.2 0.3 21 0.2 102 12 -
-5.5 1.0 0.1 1.6 1.2 99 5 -

-5.0 0.5 0.2 -0.8 0.5 103 9 -

-4.5 -0.2 0.2 -0.5 -1.0 100 11 -

-4.0 -0.7 0.2 -2.7 -2.4 '80 3 +

-7.5 0.3 0.3 10.6 0.4 99 7 -

-7.0 0.0 0.3 6.1 0.2 97 9 -

-6.5 0.2 0.2 0.9 0.3 98 8 -

Octylsalate -6.0 0.1 0.4 4.2 -0.3 97 5 -
-5.5 0.4 0.2 2.1 0.8 92 6 -

-5.0 -0.2 0.2 4.8 1.4 88 6 -

-4.5 -0.5 0.2 0.4 -0.5 87 9 -

-4.0 -0.7 0.1 -0.7 -1.2 84 4 +

-7.5 0.0 0.2 7.0 -5.6 104 3 -

-7.0 0.0 0.3 2.7 -5.3 104 5 -

-6.5 0.3 0.3 8.4 -5.5 103 6 -

Octocrylene -6.0 -0.3 0.1 8.1 -4.7 101 6 -
-5.5 -0.4 0.2 9.6 -5.1 97 3 -

-5.0 -1.1 0.1 -1.0 -5.9 94 4 -

45 * * * * **G7 *%3 _

4.0 * * * **55 **9 _

-7.5 0.1 0.4 3.4 -4.8 99 3 -

-7.0 0.0 0.1 1.1 -4.6 101 4 -

-6.5 0.2 0.4 2.1 -4.8 97 3 -

Oxybenzone -6.0 -0.3 0.2 -4.8 -5.3 97 4 -
-5.5 0.0 0.1 0.9 -3.7 97 5 -

-5.0 -0.2 0.2 0.7 -4.8 96 5 -

-4.5 -0.3 0.2 -1.8 -5.3 92 4 -

_40 * * * * **#80 **4 -

RTA = Relative Transcriptional Activation
PC = Positive Control (10 nM DHT)

VC = Vehicle Control

SD = Standard Deviation

+ = Precipitation observed

- = No precipitation observed

* = data not evaluated due to observed Cytotoxicity

** = Cytotoxicity observed
'= true value 80.38
#=true value 79.96
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TABLE 3 Results of 2" Valid Transcriptional Activation Assay Agonist
(Continued)
Concentration RTA RTA with Nil Cell Viability
Chemical (M) (% of PC) (% of PC) (% of VC)
Mean [ SD | Valuel [ Value?2 Mean SD
-115 08 | 0.2 6.3 -1.2 102 5
-11 13 [03 2.0 -1.9 101 7
-105 66 | 1.1 4.6 -1.2 98 5
DHT -10 294 | 36 4.7 0.9 104 6
9.5 818 | 7.0 0.4 0.0 103 7
-9 107.3 [ 11.9 [ 109 2.2 102 6
-8.5 1156 | 104 [ 207 7.0 103 6
-8 1138 | 65 | 584 33.9 98 4
75 03 | 01 03 0.1 102 2
7.0 0.7 | 01 0.1 -0.3 103 7
-6.5 06 | 0.1 0.6 0.1 92 4
il -6.0 08 | 0.2 0.9 0.2 99 5
-5.5 02 | 02 17 15 96 6
-5.0 05 | 0.1 4.7 13 99 5
-4.5 24 | 04 14 0.5 83 4
_40 * * * * **66 **3
7.5 01 | 03 10.2 9.2 101 8
7.0 02 | 03 | -114 -11.2 101 8
6.5 02 | 02 5.2 -10.8 101 13
-6.0 02 [ 02 | -112 -10.2 102 11
ppDDE 55 04 | 02 | 28 78 93 8
5.0 08 | 05 113 -8.3 92 8
-4.5 15 [02 4.8 9.1 96 6
_40 * * * * **66 **3

RTA = Relative Transcriptional Activation
PC = Positive Control (10 nM DHT)

VC = Vehicle Control
SD = Standard Deviation

+ = Precipitation observed

- = No precipitation observed
* = data not evaluated due to observed Cytotoxicity
** = Cytotoxicity observed
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TABLE 4 Results of 2" Valid Transcriptional Activation Assay Antagonist
. Concentration How Algnodntlzii’(\)/lnaxmal Hig_h Agonist Maximum . .
Chemical (LogM) Antagonism (%) Induction (1000 nM DHT) (%) Differential
Mean SD Mean SD
10 nM DHT 110.0 6.2 105.7 8.7
VC 0.0 0.2 95.2 15.4
Induced Controls (1nM DHT) 100.0 115 104.8 4.1
-7.5 94.1 13.6 98.2 9.2 4.1
-7.0 97.8 11.1 104.4 2.7 6.6
-6.5 97.3 15.6 102.3 11.8 5.0
. -6.0 83.2 15.5 90.3 17.5 7.1
Octylmethoxycinnamate 33 999 78 21 01 =7
-5.0 90.8 13.2 91.5 21.3 0.8
-4.5 83.3 10.4 85.2 15.6 1.9
-4.0 44.3 4.7 45.2 10.6 0.9
10 nM DHT 119.7 10.2 118.4 5.9
vC 0.0 0.5 108.3 9.5
Induced Controls (1nM DHT) 100.0 115 91.7 6.2
-7.5 107.7 16.0 97.6 4.8 -10.1
-7.0 98.5 15.5 83.4 8.6 -15.1
-6.5 115.2 17.9 98.0 5.5 -17.2
Octylsalate -6.0 97.6 10.6 95.2 3.9 -2.3
-5.5 132.7 18.3 108.3 9.8 -24.3
-5.0 117.4 13.8 118.5 5.2 1.2
-4.5 124.6 12.5 135.6 13.8 11.0
-4.0 76.6 48.2 128.1 27.0 #51.6
10 nM DHT 90.6 14.1 109.8 7.8
vC 0.0 0.1 102.2 9.1
Induced Controls (1nM DHT) 100.0 12.9 97.8 6.3
-7.5 98.5 6.1 103.1 12.6 4.6
-7.0 100.2 6.3 99.8 8.4 -0.3
-6.5 108.1 12.3 115.1 11.1 7.0
Octocrylene -6.0 94.6 6.8 106.1 8.2 115
-5.5 102.1 11.8 125.3 10.7 23.2
-5.0 62.6 3.9 112.7 14.6 #50.1
_4.5 * * * * *
_4.0 * * * * *
10 nM DHT 111.3 20.2 116.9 22.9
VvC 0.0 0.5 99.2 14.0
Induced Controls (1nM DHT) 100.0 19.2 100.8 12.3
-7.5 112.9 22.0 89.7 15.5 -23.2
-7.0 108.9 24.2 87.3 4.2 -21.6
-6.5 108.7 13.3 95.8 4.3 -12.9
Oxybenzone -6.0 109.5 10.2 107.8 9.7 -1.7
-5.5 123.1 18.1 122.1 7.4 -1.0
-5.0 123.5 17.6 157.6 11.1 34.1
-4.5 89.0 5.7 169.2 16.2 #80.3
_4.0 * * * * *

VC = Vehicle Control
SD = Standard Deviation

* = data not evaluated due to observed Cytotoxicity, Cytotoxicity values shown on corresponding agonist table

shaded areas = does not apply

# = differential > 50
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TABLE 4 Results of 2" Valid Transcriptional Activation Assay Antagonist
(Continued)
Low Agonist . . .
. - - High Agonist Maximum
. Concentration | Maximal Induction - o . .
Chemical (LogM) Antagonism (%) Induction (1000 nM DHT) (%) | Differential
Mean SD Mean SD
10 nM DHT 103.9 8.5 87.7 4.1
VC 0.0 0.2 97.3 3.8
Induced Controls (1nM DHT) 100.0 174 102.7 6.2
-11.5 102.7 7.2 100.8 6.6 -1.9
-11 97.0 7.1 94.7 8.2 -2.3
-10.5 112.9 9.4 107.2 9.4 -5.7
DHT -10 97.9 16.8 97.1 5.7 -0.8
-9.5 125.9 10.3 115.3 3.7 -10.6
-9 121.3 6.1 119.1 16.8 -2.2
-8.5 137.3 26.7 118.5 3.7 -18.9
-8 124.4 18.0 120.4 8.7 -4.1
10 nM DHT 119.4 155 106.2 12.5
VvC 0.0 0.4 104.8 4.5
Induced Controls (1nM DHT) 100.0 11.0 95.2 10.8
-7.5 102.8 13.8 108.8 16.1 6.0
-7.0 90.0 9.5 1025 10.8 12,5
-6.5 67.2 14.8 102.9 5.5 35.7
Nil -6.0 19.6 25 106.8 4.3 #87.2
-5.5 6.5 0.7 119.6 6.0 #113.1
-5.0 3.6 0.2 121.6 10.4 #118.0
-4.5 3.7 0.9 78.2 3.4 #74.5
_40 * * * * *
10 nM DHT 114.2 10.7 129.3 20.6
VvC 0.0 0.2 99.8 10.7
Induced Controls (1nM DHT) 100.0 19.4 100.2 7.9
-7.5 90.4 11.2 101.1 4.3 10.7
-7.0 87.2 125 91.6 8.2 4.4
-6.5 101.3 7.9 103.8 9.5 2.5
-6.0 95.3 13.7 101.5 9.7 6.2
DDE
PP 55 94.4 55 1107 184 163
-5.0 58.7 8.2 119.3 6.0 #60.6
-4.5 274 24 133.2 9.9 #105.9
_40 * * * * *

VC = Vehicle Control
SD = Standard Deviation

* = data not evaluated due to observed Cytotoxicity, Cytotoxicity values shown on corresponding agonist table

shaded areas = does not apply

# = differential > 50
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TABLE 5 Results of 3™ Valid Transcriptional Activation Assay Agonist
. RTA RTA with Nil Cell Viability o
Chemical CO“C‘ZK‘}I; ation | o4 ot pC) (% of PC) (% of V/C) Precipitation
Mean | SD | Valuel | Value?2 Mean SD Value 1 | Value 2
75 0.3 0.3
-7.0 0.2 0.3
-6.5 0.2 0.3
. -6.0 0.3 0.4
Octylmethoxycinnamate o5 04 03
-5.0 0.3 0.3
-45 0.6 0.7
-4.0 +1.9 +2.1
75 01 | 03 8.4 -0.3 109 7 0.2 0.3
-7.0 00 [ 03 4.3 -1.4 109 4 0.2 0.2
-6.5 03 | 04 0.6 -0.8 113 3 0.2 0.3
-6.0 01 [ 04 1.2 -1.0 112 6 0.2 0.3
Octylsalate -55 05 | 03 0.6 0.1 104 6 0.3 0.4
-5.0 03 | 02 39.0 -0.3 110 7 0.3 0.2
-45 01 | 03 11.0 0.1 112 7 0.5 0.6
-4.0 00 [ 02 0.1 -1.0 88 9 +0.9 +1.2
-35 +1.7 +1.6
-3.0 +0.7 +1.1
-75 03 | 04 6.5 2.2 111 3 0.4 0.2
-7.0 03 | 04 7.8 -1.4 108 6 0.3 0.2
-6.5 03 | 03 1.6 2.6 116 7 0.2 0.3
-6.0 01 | 01 0.4 5.7 115 4 0.3 0.2
Octocrylene -55 05 | 02 1.4 -1.0 110 6 0.2 0.2
-5.0 01 [ 02 7.1 -1.6 107 7 0.3 0.3
-4.5 -06 | 0.1 -0.9 4.1 90 9 +4.1 +4.4
-4.0 * * * * **66 | **3 +28.0 | +29.1
-35 +23.9 | +255
-3.0 +19.2 | +20.4
75 01 | 02 5.7 2.4 116 3 0.3 0.3
-7.0 01 | 03 5.7 2.2 107 29 0.6 0.3
-6.5 06 | 04 -0.7 2.7 120 12 0.3 0.3
-6.0 01 [ 03 -1.9 2.5 121 8 0.2 0.3
Oxybenzone -55 08 | 05 0.3 -1.6 116 12 0.3 0.4
-5.0 05 | 03 -0.2 -1.0 121 9 0.3 0.3
-45 02 | 02 55 2.3 124 7 0.3 0.3
-4.0 02 | 02 -2.0 -3.2 97 18 0.3 0.3
-35 0.4 0.5
-3.0 0.3 0.5

RTA = Relative Transcriptional Activation
PC = Positive Control (10 nM DHT)

VC = Vehicle Control

SD = Standard Deviation

+ = Precipitation > 3 times vehicle control
* = data not evaluated due to observed Cytotoxicity

** = Cytotoxicity observed
shaded areas not evaluated
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TABLE 5 Results of 3" Valid Transcriptional Activation Assay Agonist
(Continued)

RTA RTA with Nil Cell Viability
Chemical Concelr\w/'fration (% of PC) (% of PC) (% of VC)
M) Mean SD Value 1 Va12Iue Mean SD
-11.5 0.4 0.3 0.5 -0.8 100 9
-11 1.6 0.4 1.3 -0.5 106 11
-10.5 7.2 2.0 6.2 0.1 108 14
DHT -10 28.2 5.9 4.6 -0.6 106 12
-9.5 81.2 6.7 9.7 0.9 103 14
-9 118.0 12.3 4.3 3.2 107 6
-8.5 144.3 22.2 14.5 5.8 117 7
-8 140.0 | 28.8 38.3 27.1 98 7
-7.5 -0.4 0.2 2.7 -1.3 98 10
-7.0 -0.3 0.3 2.2 -0.5 101 13
-6.5 -0.2 0.2 -0.3 -1.2 101 10
Nil -6.0 -0.3 0.4 -0.5 -1.7 92 7
-5.5 0.4 0.4 2.0 -0.6 98 10
-5.0 1.9 0.5 2.9 1.6 97 11
-4.5 2.9 0.5 -0.1 -0.8 95 3
_40 * * * * **56 **4
-7.5 0.0 0.3 -2.0 -3.1 106 13
-7.0 0.3 0.2 1.0 -2.8 108 9
-6.5 0.4 0.4 -1.4 -2.1 113 15
-6.0 0.1 0.4 -1.3 -2.5 117 16
PPDDE 55 12 | 05 0.9 209 | 110 | 16
-5.0 1.9 0.8 2.9 -0.9 103 16
-4.5 2.2 0.5 0.6 -0.8 118 11
_40 * * * * **68 **5

RTA = Relative Transcriptional Activation

PC = Positive Control (10 nM DHT)

VC = Vehicle Control

SD = Standard Deviation

+ = Precipitation observed

- = No precipitation observed

* = data not evaluated due to observed Cytotoxicity
** = Cytotoxicity observed
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TABLE 6 Results of 3" Valid Transcriptional Activation Assay Antagonist
. L.OW Agonist_ High Agonist Maximum
Chemical Corzieorg,(/?)“"“ M:;‘gi'ﬂ'g%”&‘;” Induction (1000 nM DHT) (%) | Differential
Mean SD Mean SD
10 nM DHT 110.8 75.8 119.5 8.0
VC 0.0 0.3 101.9 11.8
Induced Controls (1nM DHT) 100.0 18.1 98.1 155
-75 108.7 11.0 105.2 13.7 -35
-7.0 111.3 21.0 104.3 22.8 -7.0
6.5 115.0 29.5 112.1 24.8 2.9
-6.0 119.0 36.7 107.9 17.4 -11.1
Octylsalate 55 140.3 242 133.1 314 72
-5.0 132.1 15.3 118.9 20.6 -13.2
45 122.7 24.4 146.4 38.6 23.7
-4.0 91.0 23.9 157.6 32.2 #66.6
10 nM DHT
vC 0.0 0.2 95.9 10.8
Induced Controls (1nM DHT) 100.0 22.9 104.1 15.0
75 96.8 23.7 107.4 135 105
7.0 109.7 20.0 101.7 18.4 -8.0
6.5 117.6 29.7 123.8 32.3 6.2
6.0 111.4 27.3 94.2 145 -17.2
Octocrylene 55 105.0 262 1254 236 20.4
5.0 735 16.0 133.4 8.9 #59.9
-45 21.6 6.8 914 20.1 #69.8
_40 * * * * *
10 nM DHT
vVC 0.0 0.3 103.7 95
Induced Controls (1nM DHT) 100.0 21.0 96.3 27.5
-75 97.2 20.4 101.2 19.9 4.0
7.0 96.7 20.4 96.2 40.1 05
65 119.8 315 103.9 40.7 -15.9
Oxybenzone 6.0 101.9 25.6 111.0 58.7 9.1
55 134.8 28.6 133.8 62.8 1.1
-5.0 124.0 185 152.0 71.6 28.0
45 75.6 10.1 176.5 24.7 #100.9
-4.0 29.5 7.0 1985 40.7 #169.0

VC = Vehicle Control
SD = Standard Deviation

* = data not evaluated due to observed Cytotoxicity, Cytotoxicity values shown on corresponding agonist table

shaded areas = does not apply

# = differential > 50
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TABLE 6 Results of 3" Valid Transcriptional Activation Assay Antagonist
(Continued)
. Low Agonist_ High Agonist Maximum
Chemical Corforg,(/?)“"“ MAar’]‘t'gi'n'igg“(%ﬂ)‘)’” Induction (1000 nM DHT) (%) | Differential
Mean SD Mean SD
10 nM DHT 115.8 24.0 118.0 12.7
VC 0.0 0.1 104.3 225
Induced Controls (1nM DHT) 100.0 17.0 95.7 19.2
-115 117.0 18.4 97.7 19.3 -19.2
-11 109.1 9.9 119.5 174 10.4
-105 130.6 336 115.7 32.0 -15.0
DHT -10 113.1 18.3 117.1 32.9 39
9.5 128.4 346 119.0 248 9.4
-9 155.4 18.0 122.9 11.3 -32.5
-85 161.9 134 127.6 26.1 -34.3
-8 140.0 25.7 118.6 16.2 -21.4
10 nM DHT 122.9 15.1 110.2 12.3
VC 0.0 0.5 102.7 10.2
Induced Controls (1nM DHT) 100.0 16.9 97.3 16.2
75 105.3 43 107.9 6.1 2.7
7.0 77.3 8.8 113.8 6.0 36.5
6.5 56.2 6.1 116.4 17.6 #60.3
il 6.0 16.7 36 108.2 13.0 #91.6
5.5 8.8 2.3 123.6 14.9 #114.8
5.0 6.1 1.3 115.0 9.9 #108.8
4.5 6.9 1.2 74.8 19.7 #68.0
_40 * * * * *
10 nM DHT 122.7 19.8 110.2 15.6
vC 0.0 0.1 103.6 25.6
Induced Controls (1nM DHT) 100.0 23.0 96.4 23.6
75 1105 155 95.8 19.7 -14.7
7.0 106.0 10.8 87.5 16.9 -18.6
6.5 120.1 24.1 105.6 25.9 -145
-6.0 100.2 18.8 98.5 28.0 -1.6
PPDDE 55 102.1 232 114.0 351 12.0
5.0 62.6 13.0 118.3 26.0 #55.7
-4.5 31.0 31 112.5 30.1 #81.5
_40 * * * * *

VC = Vehicle Control
SD = Standard Deviation

* = data not evaluated due to observed Cytotoxicity, Cytotoxicity values shown on corresponding agonist table

shaded areas = does not apply
# = differential > 50
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TABLE 7 LogPCsp, LogPC19, LogECs, and Hill Slope Values for the Reference

Chemicals
Agonist
LogPCs, LogPCy LogECs, Hill Slope
Name 1t 2" 31 1t 2 3 1 2" 31 1 2" 31

Valid Valid Valid Valid | Valid Valid Valid Valid Valid Valid Valid Valid
Assay | Assay Assay | Assay | Assay Assay | Assay Assay | Assay | Assay Assay | Assay

DHT -9.8 -9.8 -9.8 -10.5 -10.4 -10.4 -9.8 -9.7 -9.6 1.9 1.7 1.3

Nil - - - - - - - - - - - -

ppDDE - - - - - - - - - - - -

PC = Positive Control (10 nM DHT)

Antagonist

Differential 1Csg Differential 1C5g LogECs, Hill Slope

N ame 1st 2nd 3rd 1st 2nd 3rd 1st 2nd 3rd 1st an 3rd
Valid Valid Valid Valid | Valid Valid Valid Valid Valid Valid Valid Valid
Assay | Assay | Assay | Assay | Assay Assay | Assay Assay | Assay | Assay Assay | Assay

DHT - - - - - - - - - - - -
Nil 6.6 6.4 6.7 6.9 6.6 71 6.4 6.4 6.7 15 -16 0.9
ppDDE 5.0 5.1 5.1 5.3 5.3 53 -4.9 48 -4.9 13 -15 1.3

Differential = High agonist minus low agonist
Differential 1Cs, = concentration at which the high agonist minus low agonist is 50%

Relative Inhibitory
Concentration Max
(RICMax)

Name lst 2nd 3rd
Valid | Valid | Valid
Assay | Assay | Assay

DHT - - -
Nil 96.5 96.4 93.9
ppDDE 747 | 726 | 69.0
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FIGURE 1 Octylmethoxycinnamate — Agonist
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The two separate graphs represent the data (MeanstStandard Deviation) from the two different independent
runs of the assay in the absence of antagonist (n =6/concentration).
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FIGURE 2  Octylmethoxycinnamate — Antagonist
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed
with 1000 nM DHT.
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FIGURE 2 Octylmethoxycinnamate — Antagonist (Continued)
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed
with 1000 nM DHT.
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FIGURE 3 Octylsalate — Agonist
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The two separate graphs represent the data (MeanstStandard Deviation) from the two different independent
runs of the assay in the absence of antagonist (n =6/concentration). The limit of cyotoxicity was -4.0 logM in
run one.
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FIGURE 3  Octylsalate — Agonist (Continued)
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The graph represents the data (MeanstStandard Deviation) from an independent runs of the assay in the

absence of antagonist (n =6/concentration).
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FIGURE 4 Octylsalate — Antagonist
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed
with 1000 nM DHT. The limit of cyotoxicity was -4.0 logM.
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FIGURE 4 Octylsalate — Antagonist (Continued)
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed

with 1000 nM DHT.
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FIGURE 4 Octylsalate — Antagonist (Continued)
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed
with 1000 nM DHT.
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FIGURE5 Octocrylene — Agonist
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The two separate graphs represent the data (MeanstStandard Deviation) from the two different independent
runs of the assay in the absence of antagonist (n =6/concentration). The limit of cytotoxicity was -5.0 logM for

runs one and two.
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FIGURES5 Octocrylene — Agonist (Continued)
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The graph represents the data (MeanstStandard Deviation) from an independent runs of the assay in the
absence of antagonist (n =6/concentration). The limit of cytotoxicity was -4.5 logM for run three.
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FIGURE 6 Octocrylene — Antagonist

130ct2011
Antagonist % of Maximal Induction Control (Av erage)
140

S L )

§ 120

c B d (]

R

5 100

>

e) -

=

< 2 80

ES I

82

=< 60 -

©

o 40t

R

z L

o

& 20|

€

Z L

0 1 | 1 | 1 | 1 J
-7 -6 -5 -4 -3

Concentration [LogM]

140
I
5 120
O
c
S
= 100
>
©
s _
<9 80
ET
s 2
s< 60
G
> 40
0
C
o
g 20
g
<

0

High Agonist control, % of Maximal Induction Control (Av erage)

/'//o

-5 -4 -3
Concentration [LogM]

The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed
with 1000 nM DHT. The limit of cytotoxicity was -5.0 logM for run one.
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FIGURE 6

Octocrylene — Antagonist (Continued)
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed
with 1000 nM DHT. The limit of cytotoxicity was -5.0 logM for run two.
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FIGURE 6

Octocrylene — Antagonist (Continued)
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed
with 1000 nM DHT. The limit of cytotoxicity was -4.5 logM for run three.
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FIGURE 7 Oxybenzone — Agonist
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The two separate graphs represent the data (MeanstStandard Deviation) from the two different independent
runs of the assay in the absence of antagonist (n =6/concentration). The cytotoxicity limit for run one was -4.0
logM. The cytotoxicity limit for run two was -4.5 logM.
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FIGURE 7 Oxybenzone — Agonist (Continued)
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The graph represents the data (MeanstStandard Deviation) from an independent runs of the assay in the

absence of antagonist (n =6/concentration).
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FIGURE 8 Oxybenzone — Antagonist
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed
with 1000 nM DHT. The cytotoxicity limit for run one was -4.0 logM.
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FIGURE 8 Oxybenzone — Antagonist (Continued)
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed
with 1000 nM DHT. The cytotoxicity limit for run two was -4.5 logM.
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FIGURE 8 Oxybenzone — Antagonist (Continued)
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed

with 1000 nM DHT.
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FIGURES9 DHT - Agonist
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The two separate graphs represent the data (MeansStandard Deviation) from the two different independent
runs of the assay in the absence of antagonist (n =6/concentration).
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FIGURE9 DHT - Agonist (Continued)
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The graph represents the data (MeanstStandard Deviation) from an independent runs of the assay in the
absence of antagonist (n =6/concentration).
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FIGURE 10 DHT — Antagonist
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed
with 1000 nM DHT.
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FIGURE 10 DHT - Antagonist (Continued)
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed
with 1000 nM DHT.
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FIGURE 10 DHT - Antagonist (Continued)
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed
with 1000 nM DHT.
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FIGURE 11 Nilutamide — Agonist
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The two separate graphs represent the data (MeanstStandard Deviation) from the two different independent
runs of the assay in the absence of antagonist (n =6/concentration). The cytotoxicity limit is -4.5 logM.
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FIGURE 11 Nilutamide — Agonist (Continued)
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The graph represents the data (MeanstStandard Deviation) from an independent runs of the assay in the
absence of antagonist (n =6/concentration). The cytotoxicity limit is -4.5 logM.
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FIGURE 12 Nilutamide — Antagonist
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed

with 1000 nM DHT. The cytotoxicity limit is -4.5 logM.
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FIGURE 12 Nilutamide — Antagonist (Continued)
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed
with 1000 nM DHT. The cytotoxicity limit is -4.5 logM.
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FIGURE 12 Nilutamide — Antagonist (Continued)
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed
with 1000 nM DHT. The cytotoxicity limit is -4.5 logM.
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FIGURE 13 ppDDE — Agonist
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The two separate graphs represent the data (MeanstStandard Deviation) from the two different independent
runs of the assay in the absence of antagonist (n =6/concentration). The cytotoxicity limit is -4.5 logM.
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FIGURE 13 ppDDE - Agonist (Continued)
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The graph represents the data (MeanstStandard Deviation) from an independent runs of the assay in the
absence of antagonist (n =6/concentration). The cytotoxicity limit is -4.5 logM.
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FIGURE 14 ppDDE - Antagonist
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed
with 1000 nM DHT. The cytotoxicity limit is -4.5 logM.
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FIGURE 14 ppDDE - Antagonist (Continued)
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed
with 1000 nM DHT. The cytotoxicity limit is -4.5 logM.
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FIGURE 14 ppDDE - Antagonist (Continued)
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The top graph represents the cells co-dosed with 1 nM DHT. The bottom graph represents the cells co-dosed
with 1000 nM DHT. The cytotoxicity limit is -4.5 logM.
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455725 a4e875]  S19725] 504226 426175 S04725|  435225]  264575[with 1000nM 5
43012s] 4s2375]  a2157s|  34737s| 3soe7s|  37e225|  363275|  1sss7s[witn 1000nM DHT 3
463025 453575 401425 401325 452925 443075 413975 193125fwith 1000nM DHT - 200
375575|__a7a27s|  asesas|  33seas| 39132s|  2eea7s|  2s3c3s|  1s227s|with 1000nm DHT
10.0
425800 442350 4 3761 451613] 410525 376863
61297 _ soo6: 7083; 6588’ 21617 55758 47172 21
23586
g 10,0
Viability (% Control)
Otffersatiaii0c0
12
1.0 (23 <1
Chart #ok
os
0 Bottom
os ] 100 - - 84.2 Top
E F -4.0 ECS0
o4 = = 80 -1.8 Hill slope
144 i
oz 33 60
4
o0 > g 40
oo 0z aa as as 1.0 12 ¥ 3 L
g 20}
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ILogM
23 <0 T
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r 0 Bottom
-
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Data Spreadsheets

Experiment date: 13oct2011 biank = no cells, vehicle control
neq. control = cells + wehicle.

Study Number: 9070-100107

Spreaasheet locked on: 11/10/2011
Green shaced areas uniocked cells for data entry

TopCount Mode! B3912V, Seral¥ 406672
11711711 13:23
Assay Conaucted by:

Octylsalicylate ag

Mean VC 26217 Mean Nilutamide Control 36400

§m.u L
30.0

Subtraction of VC from wells s

EZD.D 1

=
§1uu 1

oo |~ )= | o] B

Il

&
cn
&

(with 10uM Nilutamige
with 10pM Nilutamice o 4 o pa— ey
> S b S 5 S 6 o
=0 @‘6& a“e IS S ST SN
B &

Concentration (logM)

Viabliity (% Contror)

PC10 | PCS0 ] Octylsalicylate ag
Mean
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SEM

%CV.

o o8

os os 2 0 Bottom

0.8 Top
-5.5 ECS0
-16.9 Hill slope
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Experiment aate:

TopCount Model
|1/11/11 13:23

Concucted by SN
Octyizailcylate ant 3 100M DHT
8 100 911550
c S0 1037200
D [+) 1133850
E [ 1003400
F [} D003530
a [} 813430
H 30 700430

[neg_convol Jinduced con
23850 835700
26500 50|
21350 533350

23030 042650
032030 976000

1033430
704130, 074000

biank = No cells. vehicle control

Data Spreadsheets

Spreadsheet locked on: 11/10/2011
Green shaded areas uniocked cefis for data entry

neg. control = celis + vehicle.

Stuay Number: S070-100107ARTA
10: 1103900| 1192050 906750 651000 577300| h 10 D
11 1081750| 1095650|  931000| 1007200] 676500, 425900 40 th 10 DET
10 1020400 1210500|  S2sas0| 578000 524600, 525500 h 10 DeT
1163030] 1063300| 1100530| 1200600 7440600 1503600] 1210700] 7303400 fwith 1000nM DH
1003330| 1003030| 1200000| 1102100| 1196030] 1453100| 71307450| 1710300 fwith 1000nM DH
7006430] 1111100] 7101000| 1205300| 7323430] 1303030| 1356630| 1330630 fwith 1000nM DH
1000730|_070300|__1002030|__1234030| 1117130) 1370300 1436300 7331000)with 1000nM DH

0.0 Eold AnMDHT)
Subtraction of VC from wells
Octyizaiicyiate ant Biank [10nM DHT_Jnegconsol Jinduced cont - = = s00
A 22900 1005550 =100 S67400 1239850 1038850 1156050 957500 1021200 646550 381600 351 h A DeiT
8 22900  s88ss0 850 816700 1009350 1080500 1169050 954300 833750 628000 554300 R 1M DET 400
c -22550 1014200 3300 963450 1134250 1058750 1072650 908000 984200 653500 406900 h 1M DH
o -23000 1116850 1650 516350 1005250 997400 1187500 901450 955000 521600 506900 431 h 10 DT S
E -23000| ‘982400 S02950] 1019650] 1142950] 1040500 1166550 1266600| 1417600 1482600 1196700 1362 h_1000nM DHT
F -23000| 946550 819850 953900] 1042450| 1042850 1185600| 11s9100( 1173050 1430100] 13744s0| 1087 ith 1000nM DHT ]
a -23000| 792450 e21700]  1032450| ss34so| 108e100| 1158000 1182500| 1302450] 1s82050| 1383650|  13356SOfwith 1000nM & 200
H -22550 677450 761150 851800 585750 955500 1069550 1231050| 1034150 1355500 1413500 1308!
VC Corrected Data Me: AVG cntrl 895431) 100
Cctyizalicyiste ant Biank_] 100 DHT Control |incuced conl =
Mean —22538| 1006288 0 S15575] 1058175] 1043575 1146313] 930313 561038 612413] 862425 3577 0o
Std Dev C3 Cl > c Cl - >
sEM 35681 7535 ECT 17742 25388 asas| 29106 S0746] £ 2% 2T L N e
Cvae o2 03 7.7 10,1 3 33 32 [X] 10.0 17.7] 102 Concentration (logM)
[Relative Transci Ac 10 | 0.0 1 [X] 2 110 | 11 Il 0.3 J_10 1 0.6 0.5 0.4
il Eold (1000nM DHT)
60.0
50.0 1
- 40.0 1
B 30.0
B 200
10.0
0.0
f " o »* »® 2
& 7
«F Concentration (logM)
55 50 45 40 35 30
27] 33.5] 34.3] S37] 1 1
Viability (% Control)
100. CE IEER] Octyizailcylate ant
Mean
ea-it”a>a=é
SEM
= 118.73x + 568.59 %6CV.
Oifferentist 1030 y= 61.634x + 34171 Otersotitioso Y e
ano _y- 1 oo
R -
- sao ——— Fit >4 N
sao et Cnart #ok "
e
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e s a4 -3 a2 = =0 -a8 s -as -4 -a3 a2 - -20 e ] 2
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Experiment date:

200ct2011
TopCount Model B9912V, Serlal# 408672

Data Spreadsheets

Spreadsheet locked on: 11/10/2011
Green shaded areas uniocked celis for data entry

blank = no cells, vehicle control
neq. control = cells + whicle.

11711711 13:23 Study Number  9070-100107ARTA
Assay Conducted by: [r— p c
FOLD INDU
A .—E_Zﬁ!ﬂ-ﬁﬂ -EIEH-EBEI-EE
B ‘Eﬂ
5 — =="m= —
D 587350| mm 10050 11 | o3so| 7150}
E | _63s0s0]  ssso|  goo] |__1o3so]  asoo| 1700|700l 30| s200]
F ____-EEE-BEJ__-EE
G | 216650] 15500] __ 15200] 74000]  48750| 10600| 38150] 26200 |_16750| 70650 |with 10uM Niutamide
H 13050 10400] 70550] -zzzm-zm—-m— Std Dev

10283]  8S2s| 10000] 94c2] 10917] 777S[  6250] 477
| o8| os2| io70]  Sad]

18000] _25600] 22600 31875] 14375] 9175
2263] 177as]  soei] 13320]  33ss|  2086)

Mean VC 8779 Mean Nilutamide Control 14538
Subtraction of VC from welis
Octyisalicylate [biank 10nM! . control . control 5 5 E
A 50| S43621 721 -2729| 371 -3429| -479 -1529| 1371 -2429 -1729 -3879)
B 200| SO0B671 271 -979 621 -a79 721 -1279| 3721 -129 4129 -4879)
c 50| s26221 -1029| 921 87 171 137 2821 1271 -1079| -2579 -3629|
D 100] 578571 77 7 1621 2171 2271 321 1521 571 -1629 -4479
E 0] 629271 -229 1121 521 -529 1571 621 2921 -1729 -3479 -3579)
F S0] S70721 621 471 5021 1071 1871 3321 2021 -1229 -1629) -3579
G o] 202113 963 —1338|  59463] 34213 S063| 23613  11663| 26769 2213|  -3666|with 10uM Niutamide
H o] 138013 -1488 1863 2313 963 1863] _ -1488| 4463 7913  -2538]  -6838|with 10uM Niutamide

] ]
PC10 ] PCS0 ]
PC10 PCs0
12 12
10 10
Fit
Chart
0s 0s
0s 0s
04 04
02 02
L] 0o T T r T T
a0 02 [ os os 10 12 o0 02 04 05 0s 10 12

80.0 salicylate
70.0
60.0 4
c
gsu 0
Z400 1
§3o.u E
20.0 1
10.0 4
0.0 4
& ‘Pg’\ PSS TS ST S S S
-@" (‘p Concentration (logM)
120 Octylsalicylate
F
2100
2
S
2
i
= 40
§
20 4
-
* 04
& & PO A T A O A
<
"s,* @ Concentration (logM)

Viability (% Controi)
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Mean
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Experiment date:

Moded
114411 1323
Assay Conducted by:

blank = no cells. vehicle control
neg. control = cells + wehicie.
Number:

3 200ct2011
B9912V. Serlal¥ 408572 3
Study 9070-100107ARTA
o

Data Spreadsheets

Spreadsheet locked on: 11/10/2011
Green shaded areas unlocked cefis for data entry

O __&30775] 3661751 4551001 435550}
_-EE-EE‘E‘EE’.]—-EZH
m-}}zzm-xm-zm-zmm

Mean VC 7938 Mean DHT 1000nM Control 432100 E— T y—
70.0 Q.
Subtraction of VC from wells
[Octyizanicyiate _ Iolank __ J10nMDHT Ineg controi [induced cony s AT & ] I X g 0.0
T =z z et i

3 500613 502013 g SEETy

c 402213 483113

o 3 397513 ! aah

€ 458013 €08713 e

F 491613 528263 z ¥

a 465163 496463 200

H 4s2563] 451413 x
VC Corrected Data Means b
[Octyizasicyiate | 0 0
Mea [ —veee) ) 7 ) 121 B () R =) L) i 0o
Std Dev ] _-EEE-ZZE-‘E}Z]_-mE-EZﬂ-EZE-E & C) © > > o © C
SEM _m_ammm-zm 696’\ df‘) f A b » » » » » »
Cvate —-1 N - S N C | i A &

[Feistive Transcriptional Act:

£10000M DHT)

55
2.7]
7.0 £5 £0 55 S0 45 4.0
Diffierential | o.1] -1.4] 108.3| 23] »1ﬂ 1 -15.1] -17.2] =2.3] -24 3] 1.2] !1.0' 51.5.
Viability (% Control)
s 1 20 T [Beistive inhib Concentration Max (RICMax
Differential ic3o] 110 J s16 | Differentiat icso| 130 | 516 | 100.0 76.6] m!nucélale
—=3 I
StaDev
SEM
Oifecartiaiioz0 - 81.084x + 375.89 Owtersetimicse Y — 81.084X +375.89 SeCV
eao Ri=1 o R*= 1
=0 o =0 . Fr <75 ¥
/ / -
o / =un / Antegonist % Of Maxmal INGCBon Contol (AVerage)
140
. o
e — - 110.0 Top
/ / 120 PSP T ST, A 2.5 ECS0
200 / 200 / = 100/ 0.7 Ha siope
= &0
oa as = E
-ao -as aa -a3 -2 -aa -a0 -as 1o -as a4 -3 -az2 - -20 -9 g 40
g 20
s L
8 €5
Concentration [Logh)
Fit <75 %
Chart =0k
High lfoﬂlll conwol. % of Maximal iInduction Control (Average)
- 40 - © Bottom
1189.4 Top
g b 11.2 ECS0
=g 100 - ~ 0.1 HB siope
i g 80 o
s 60|
=5
3 40|
-]
g 20
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Experiment date: 3Now2011

TopCount Model B9312V, Serais 408672

1111711 13:23
Assay Conducted by:

Data Spreadsheets

blank = no cells, vehicle control
neq. control = cells + vehicie.
Stugy Number: 9070-100107ARTA

Spreaasheet locked on: 11/10/2011
Green shaded areas uniocked cells for data entry

(Octyisalicylats Ag

FOLD INDUX

% of Maximal Induction Control

with 10uM Nilutamide
with 10pM Nilutamide

icylate biank 5 I I | | I |
Mean 0.1 ).q 0.3 01| 5| _3| 0.1] 0.
Std Dev 0.3 0.3 0.4 » E 2] 0.3 0
SEM X 1] 5] X 5| K| 1 0.1
PC10 PCS0 |
PC10 PCS0
12 12
1.0 1.0
os os
06 as
04 04
02 02
oo oo
oo a2 04 0s oe 10 12 oo 02 04 os 08 10 12

B & 8 8

% Relative Transcripfional Acvity

o

Viabiiity (% Controf)

Octyisalicyiate Ag

Mean

StaDev

SEM

S%CV

Fit

% of Maxmal Inducton Conrol
3

Cotysaiicyate A9

5.1 6. [ 6.3] a.8)

0 Bottom
0.1 Top
-88.8 ECS0
272.2 Hill slope
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Data Spreadsheets

Z1Jo 18 98eq

Elwcﬂmem date: 3Nowo1 biank = no celts. vehicle control Spreadzheet locked on: 11/10/2011
TopCount Model B9312V. senntaues‘lz neg. control = cefis + wehicle. Green shaded areas unlocked cells for data entry
1111711 13:23 Study Number: S070-100107ARTA
Assay Conducted by: P
FOLD INDUCTION
Ocyizaiicyiate Anta Bians T0nMDHT Jneg control Jinduced c s 70nwM DH[neg. convollinduced = = = =
A 2223 3400 118700| 156250 131 1151 T06550] 171400 208900|  162750|  104300|with 10 D 64.0| Saz| 4sol 378 3a3] 30 a7, 30.0]
8 2624 3500 153850) 154150] 1 1703 186250]  232500|  185000|  187700| _151400|with inM DHT 755 4s 3| saal sso| sso] =6l X 436
c o T x x X : z 3
o 2037 2950 1 182500 1 21 233750 190900|  167850|  189300fwith inM DH 25| S5l ase| 623 67 46, S45)
€ o] 233050 700100 210630| _222700] 200700] _ 202030] 236100 316500|  200230| 340030 330750 |with 1000nM OHT 606 eai] eo3 75a] s 38, 03.2]
F [4 223000 130000 197700 224300 217800 243330 2 230000 220430 263000 202700 ]with 1000nM DHT S6.9] 54.5) 62.7 70.6} S59.. 77, 81.2]
a o] 245030 223400 100050| _152400] _235750] _ 183300] _ 210030] 200700 241230| _ 323500| _335700]with 1000nM DHT. ) ) ) ) X 53 56 6}
H p- = g AT » z A z z E R x 5
Foid Induction (1M DF| Mesn 45| (X 450 4se| 4ss| s1e| s34 e27] &34 S50 410
|__175263] 185413 m—-EEE Std Dev. 333 [X] 2.0} 28 9.2 13.0] 161 106} 67| 10.7] 105}
-Em]—_ -m SEM 16.7] %] 40| 23] 46 6.5] 1) 53 EX 5.4 53|
Cvae 57.0 730 7.7 ool 7535 252 S03| 760 713|305 357
Mesn 65.7] 56 Si7] sea] 70| es3|  eo3] e
StaDev | = | = | 13.4] EX R 11 203 17.4]
SEM 22 3 67 a7 X el _i0a 5.7]
E:’.E-EE Relatie 100 855 S35 S04 | 12 985 |33 312
=23l =2rel  1so) 233|170l 260l _ 202]
Mean Ve 2475 Mean DHT 1000nM Control 195175 s =T TR T
Subtraction of VC from wells
Octyizalicyiate Anta mﬂ:—mm 2 60.0
A 75 115225 T00B25[with 1k DH
8 .3425 ’59975 25 150375 147525 with inM OH Son-
c -3425 375 575 166875 122 h inM DH ~
D -3475 200275 25 {with InM DH gk
3 347! 230175 1000nM S
F -3475| 221525 10000M 2 G
a -3475| 241575 sisl ) gl o
H 342 205824 1000nM DH 7
VC Comected Data Means 10.0
[Cctyizaiicyiate Antag Biank 3
(Mean 34 -_ﬂ-m:ﬂ—-imm—
Sta Dev | _1677a] 32078  as0as _—
SEM Ga]  s7sial ETE 18471
(= 038 eoos | 1 o7 | | __1sol =236l  3500] _E_EXH‘EE
[Reistie Transcriptionsl Act! 70 X3) X 70 70 70 K] ) 12 i1 X3
L
HT
_140 DHT
- -ﬂi -EIE] _m DHT
Antag 55 £0 55 50 45 4.0
Otfferential X | X | 519 | = 311 7.2] 132 23.7] X
[Feisthe inhibitory Con can:mnon Max RICMaX
Differential IC30 100.0 1.0
Otfferentiat 1030 y - 85.643x +409.13 owmeetmnoca Y = 85.643x +409.13
/ B S
o0
gun / e At >4 3
P Chant #0k
et
/ oy AnBgoniat % of Maxmal Inducion Control (Average)
= e | 0 Bottom
5 / R P § 140f & 5 117.5 Top
e — — £ 120f - - sssesss ECSQ
- =5 [ ta - - FoEEER HIll slope
200 EZ  1oof
s o -
w00 w00 i< sof
*E F
oo oo * 60
48 45 44 a3 a2 41 45 -39 an -as -t a3 a2z -1 -40 = 3
B
= F
Lt &5 =
fLogh)
Fit <75
Chart i
High AQONIST CONTOL. % Of MaXimal INducion Control (AVerage)
160 - 0 Bottom
- 1a0f 2126.7 Top.
3 + S 15.4 ECS0
2 _ 120 - 0.1 Hill siope.
B® [ -
32 .
£ 50
S
= 40
g 20
) £5 S
Loows
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Data Spreadsheets

Experiment date: 13oct2011 blank = no cells, vehicle control Spreadsheet locked on: 11/10/2011

TopCount Model B9912V, Seral® 408672 neq. control = cells + wehicle. Green shaded areas uniocked celis for data entry
111711 13:23 Stuay Number: 9070-100107

Assay Conducted by: — Compound Octorylene

FOLD INDUCTION

| 22300} | 2350]
[_114400] 84400] 57400] acso0] 12350] 2600]  1700]  1750with 10uM Niutamide
| 34s50| So300] 3ooco| 31050 20700 sosol  3coo| 2000|  26Sofwitn 10um Nautamide

Std Dev

= =1 (A

0
| _-13508] -16s92]
1748)

% Relative Transcriptional AcSvity
o B & 8 8 B8 B
I

20l

with 10uM NEutamide
with 10uM Niutamide

20 [ 32 T 50 & & D P P 0 4P P

Viabliity (% Control)

PC10 1 PCS0 J Octocrylene ag

Mean
StdDev
SEM
%CV

PC10 PCS0

Fit ct

os os

0s 0s “ 0 Bottom

0.2 Top
- 5.8 ECS0
-128.8 Hill slope

04 04

oo 0o T T T T T
oo 02 04 o oe 10 12 00 02 04 06 0e 10 12

4
o
M
% of Maxmal hducton Confrol
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Experiment

11

date: 130ct20:

Model BI312V. Serfal# 408672
111111 1323
Assay Conducted by:

blank = no cells. wehicle camu

Data Spreadsheets

Smmnchiet bx ol e T T MII01
shaded areas uniocked celis for data entry

zs—IE_ﬂﬂ [i00e625] Sasizs]
8| 49s61]  87536]
-E':]——

| se3713] 1s53s2s] 8763
—I{E
32280l io7se] 873 |_____sos)
_IE_EE_ZH_!]

|___133e87]

[ 1120438} -m-mmn-;mam
m-nmz |_10sa34] — s3sol 3329
-m-zﬁ-zmm‘mm—zm—ma_ﬁc

Mean VC 24125 Mean DHT 1000nM Control 972312
Bubtraction of VC from wellz
Octocryiene ant [biank [i0nMOHT control |induced con
A 2 1200275 4025 910025 1150275 854275 903475 592925 120775 7175 18575 —1597fwith 1nM DH
B -24125 1079825 -2225 1107175 1045525 865475 460525 134775 -15625 -19575 -16975fwath 1nM DH
c -23975 1055325 -1475 837075 1116125 1030075 1155125 591675 100375 -15675 -13025 -18025fwath 1nM DH
D -24075 1110925 325 905175 1216425 1000125 919925 513225 161275 -12975 -19575 -15225fwith 1nM DH
F -24075] 1176825 963025| 1198a7s| 1330375| 11s8225] 1395975 1313225] 547225 13175| 7325 25725fwatn_1000nM DHT.
a -24075| 897125 919025|  1179725] 1193375| 131572s] 1382225] 1245675| 703075 20175 -3275 2272cfwath 1000nM DHT
H -24125] 955375 £70475] 25) 1000325| 1317475| 1171525]  1164875] 435275 13625 -3025] 3382
1147500] _982500] 961000 539588] 129300 15363 -19188| 1654
39561 87536 131210 64560 25572 1747] 121
33 X 337 120 10.0 11.4 =23 7.4
10 o5 105 05 o3 00 20 1
Antagonizt % of 1 nM DHT muuzzu value of each well/mean value of normalized mean (Induced control;
(22 ene an! Con! o < ] = =
A =7 1364 05 103 130, 97.1 102.7) 57.4) 0] 2 1. sfwath 1nM DHY
] 2.7 122.7 -o 3] X 135 118.8| 96.3| 523 -1.8 = —1.Sfwith 1nM DHT
c 2.7 119.5 2] 551 126. 117.0 131.2 67.2] 1.8 2 -2 Ofwith 1nM
D 2.7 1262 on 102 138, 113.6 104.5 563 1.5 2 —17jwath 1nM DHT
E = = q A 2 g : = E
F =4 1153 Saz 1173 130. 117.2] 136.5) 128.4 3| 0. . Sfwitn 1000nM DHT
a =24 87.7] 85.9)] 115.4) 116, 128.7 1352 1218 X 0. : fwatn 1000nM
30

= R y - 69.395x + 404.6
o
=00 /
40.0 /
00 /
200 /

100

oo

ss =z =a a3 =2 =1 =0

700

=00

400

200

oo

= 69.395: 4046
owmersceimicen Y - 09395% &
/ Fit
Chart
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Fit
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Experiment date:
TopCount Model B9312V, Senal# 406672

200ct2011

111711 13123

Assay Conducted by:

biank = no celis, vehicle control
neg. control = cells + vehicle.

9070-100107ARTA
Octocrylene

Data Spreadsheets

Spreadsheet locked on: 11/1072011
Green shaded areas unlocked cells for data entry
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Data Spreadsheets

blank = no cells. vehicle control
neg. control = cells + vehicle.
Number: S070-100107ARTA

Spreadsheet locked on: 11/10/2011

Expenment gate:
TopCount Green shaded areas uniocked celis for data entry

200ct2011
BS912V. Serlal# 408672

171111 1323

ToqunN Apmg

VLAVLOTO00I-0L06

ZP1 JO 68 a8eq

Assay Conaucted by: — Compound Octocrylene
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Data Spreadsheets

Experiment date: 3NOw011 biank - no ceis, wehicle control Spreadsheet locked on: 11/10/2011
TopCount Model B9312V, Serak¥ 408672 neq. control = cells + wehicle. Green shaded areas unlocked cells for data entry
11711711 13:23 Study Number: 9070-100107ARTA
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Experniment date: 3NoW2011
Model BS912V. Serlal# 408672
11/41/11 13:23
Assay Conducted by:

zzmso

ID'IH“UOU)E

|_131500]

biank = no celis. wehicle control
neg. control = celis + vehicie.
Number:

S070-100107ARTA
Octocrylene

Data Spreadsheets

Spreadsheet locked on: 11/10/2011
Green shaded areas uniocked cefis for data entry
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Experiment date: 13o0ct2011
TopCount Model B9912V, Senak 406672
11711711 13:23

Assay Conducted by:

blank = no celis, vehicie control
negq. control = cells + vehicle.

9070-100107
Oxybenzone

Data Spreadsheets

‘Spreadsheet locked on: 11/10/2011
Green shaded areas uniocked cells for data entry
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Expenment date: 130ct2011

TopCount Mode! BIS12V. Serial# 408572
171111 1323
Assay Conduct

OV —

blank = no cedis. wehicle control

neg. control = ceils + wehicle.
Stuav Nus ‘9070-100107ARTA
Compound Oxybenzone

Data Spreadsheets

Spreadsheet locked on: 11/10/2011
Green shaded areas uniocked ceils for data entry
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Expenment 200ct2011
TopCount MOOG 599|2V Serlai¥ 408672
1111711 13:23
Assay Conducted by:

blank = no cells, vehicie control

neg. control = celis + vehicle.
9070-100107ARTA
Oxybenzone

Spreadsheet locked on:
Green shaded areas unlocked cells for data entry

Data Spreadsheets
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Experment aate: 200ct2011 blank = no cells. vehicle control Spreadsheet locked on: 11/10/2011
Model BSS12V. Serlal# 408672 neg. control = cells + wehicle. Green shaded areas uniocked cells Tor data entry
11111 13223 Study Number: S070-100107ARTA
ted by: — Compound Oxybenzone
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L3 1 323200 436330 391900 4306600 370000 427630 437000 336130 717430 703100 709000 with 1000nM
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Experiment date:

TopCount Model 63312V, Serial# 406672
1111711 13:23
Assay Conducted by:

3Now2011

Data Spreadsheets

biank - no cels, wehicle control

neg. control - cells + vehicie.

Study Number: 9070-100107ARTA
Compound [

Spreadsheet locked on: 11/10/2011
Green shaded areas unlocked cells for data entry

FOLD INDU/

IQIMMOoOO® >

Mean VC

Subtraction of VC from wells

Oxybenzons Ag

Mean Nilutamide Control

IQOMMOoOO®>»

Mean 0000 | 9225]  1382s] 00 | 18175] 183S0] 9325]  8100] 12150] 12325 15000] 7000
m————_-m-ga-m-maa-n:

4308

13825

m-mmmm-mm—-m—_:

Corrected Data Means

Agonist: % of Maximal Induction Control

Oxybenzone A Diank 10nM control . control = =
A .0} 771 0.6 0.2 .1 0.
B .0} 102.0] .3 2] = A2| I
c .0} 106.9] .4 -0.; .0} X
D .0} 105.8] = .2 .1 b
E o] 1012 X ¥ | 2]
F o] __106.9 0| 0. .5} E
G .0} 37.3 X 9| .7, M Nilutamide
H 0 20.6) 2.3 - .g 24| = M Nilutamide
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0.1
0.2
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Data Spreadsheets

Experiment date: 3Now011 blank = no cells. vehicie control spmmsheet locked on: 11/10/2011

TopCount Model BS912V. Serial® 408672 neg. control = cefis + wehicle. shaded areas uniocked cells for data entry
11/11/11 15:00 Study Number: S070-100107ARTA

Assay Conducted Oxybenzone

Mean VC 33s0 Mean DHT 1000nM Control 173450 7od Eold (AnMDOHTY

Subtraction of VC from wells

Oxybenzone Anta biank 10nMDHT_Jnep. convol Jinduced cont = 5 60.0
A 119750 <400 103300 101850 105950 111100 28550 142750 172250 99350 (with 1nM DHT
8 -3350 143700 350 160650 143300 129450 177050 148650 204000 218550 126500 g i
c 3250 173400 400 150100 154550 165450 216650 187250 245150 184850 121450 [with 1M DT
D =3350 158750 350 174450 172ss0 1e83s0 200150 165150 201550 154200 97850 [with 1nM DHT ’ 40.0
E -3350 238250 190600 211850 193100 234650 222100] 200550 354100 366500 314350 4050S0]with 1000nM DHT 30,0
F -33s0| 172000 169750 1784s0| 1so2so| 1sosool  233600|  220300| 233500|  3342s0]  3328s0]  344ssofwith 1000nM DHT. 3 =
a -23s0] 157100 167200) 116200| 11gsso| 1o20s0]  1053s0) sesso| 1101s0|  152s00]  2647s0]  234050fwith 1000nM DHT 200
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Data Spreadsheets

Expenment date: 130ct2011 blank = no cells, vehicle control Spreadsheet locked on: 11/10/2011

TopCount Model B3312V, Serlal# 408672 neq. control = cedis + wehicle. Green shaded areas uniocked celis for data entry
11/11/11 15:00 Study Number: 9070-100107

Assay Conducted by: [ ] Compound DHT

FOLD INDUCTION

D control 20 53l

mza-:zz@——zmm@

of 1s7eso0]  31800]  2s8s0|  63150|  77600( 185750| 473250| 1492800 1646800 17m9m

of 1603000]  3se00|  34200] 69400  83150| 204750 467000| 1221350| 1680950 znaum
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with 10 Niutamide
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Exveﬂmu\t date: 130ct2011

lodel BI312V. Serlal¥ 408672

15911 1500 Study Number: S070-100107ARTA
Aszay Conducted by: —— Compound DHT
[DHT ant biank [10nM DHT Ineg. control_|induced co = = - - = .
A o|__1136 22800 Z77950| S36400]  1186000| _1058300] 13 7191750] 1388850) 1 [With e DY
B so| —063700] 28200 1073300| 10s4850] 1230950) 1128450] 1 is822s0| 1325600) 1 [weth 10w DHT
c m
o so| —sa1650) 23450 1003100| 1392400] 873000] 1130450] 1050000 114: 1288700] 1349850] 138: [with inm
E 350] _o11300] 1021200 902000 1206730 1212200] 1204000] 11350400| 1312500] 1303030] 1445700] 1200000fwnn 1000nM
F 30| 11 903000 1034300)] 1363100] 1113700 1380730 1097030] 1440230 1314030 1331700 1330700)with 1000nM
a o] _1085130| 7000000 003200| 1742300| 1743630] 1203300] _1730000| 1260700 _1364350] 1265030] 1752050 war 10000
H z = = z p b G
Foid inguction (
T 38] 24563  850225] 1258200] S60650] 3900]_1314383) 3] __1407063] 1343625
T mzn | 107343 _ -EEEE | 174013} _ — -SE:

blank = no cells. vehicle control
neg. control = celis + w=hicle.

Data Spreadsheets

Spreadszheet locked on: 11/10/2011
Green shaded areas uniocked cedls for data entry

m-ﬂiz‘}

DHT ant

1

0.9

DHT ant biank [10nMDHT Jnep control [induced cos
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1147 126

130.2) 114.2)

1576 156. inM
150.3] 151 Sfwith 1nM DHT

£ ! o
1531 157 fwatn inM
145 6] 130 7with 1000nM DHT
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Data Spreadsheets

Expenment date: 200ct2011 biank = no cells, vehicie control Spreadsheet locked on: 1171042011
TopCount Model B3g12V, Seral# 408672 neq. control - cells + wehicle. Green shaded areas uniocked cesis for data entry
11/11/11 15:00 Study Number: 9070-100107ARTA
Assay Conducted by: P Compound DHT
FOLD INDUCTION
DHT blank 10nM control . control = = = =
A 0] 755950 11550, 12450| _15900| 22050 45900| 194350] 533500 521000 678900 717450
B [ S 12550, 105s0|  18550|  20750| 49400| 213150] 567300 521200 885250 740450
c so| —668400) 12250, 12800|  16550| 24100| 67550| 181100] 638850| 743850| 809850| 802750
D 0| "6s6750) 13200, 12200| 17400|  18450| 53300| 223900| 500200 622000 752450 756350
E 150] 635600 13500 11450 19000 19600 S9150] 248400| S49700] 680400| 777500| 8526500,
F 0] 716950 13200 2500 18250 21800 S8750] 196100| S753S0] 702300| 821300| 810400
G 50| 327250 16050 57150| 70100| 14100| 56550| 50400| 24500| 100050| 100300| 410200 |with 10uM Niutamide [Mean
H 150] 255200 16800 10600| _70300| _74800| 10350| 27300] _27450| 42450| 74450 254750|with 10pM Neutamide |Std Dev
SEM
CV%
Relatie
DHT
80.0
70.0
60.0
Mean VC 12100 Mean Nilutamide Control 27625 S0.0 1
Z400
3300 -
A “w
B 20.0 4
c
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E 0.0 4
£ o o o
G 138675 391575 [with_10uM NEutamide ) »° »
H 227125|with_10uM Nautamide

Corrected Data Means
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Experniment date:
TopCount

200ct201
Model BS312V. Serlal# 408572
11/11/11 15:00
Assay Conducted by:

1

m:m:-n':mm _‘l‘lﬂ
o __&issool 11650|

TET

Dlank = no

. vehicie
neg. cm - :als + vehicie.
Number:

Stugy
Compound

635200 | _370200] o37500]

-m::]
m_;m ‘u—

:m m—-m—
|__307830| ___6o1130|___646230| 613030 352050| __530530| __536000| 653130]

[ ssesso s2ss7s]  613050] 533050 632363)
—-3_ 38617 37514]

Data Spreadsheets

control Spreadsheet locked on:

9070-100107ARTA
DHT

111072011

Green shaded areas uniocked cefis for data entry
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Data Spreadsheets

Experiment date: 3Now011 blank = no celis, vehicie control Spreadsheet locked on: 11/10/2011

TopCount Model B9912V, Senak# 406672 neq. control = cells + vehicle. Green shaced areas uniocked cells for data entry
11/11/11 15:00 Study Number: 9070-100107ARTA

Assay Conducted by: I Compound
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D
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G 50 _ Soffwith 10uh

H ] ___
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Experiment date:

TopCount Modes

11/11/11 15:00
Concucted by:  mm—

[Esnk__Jionwont Jneg convor [mucsacond 372 —110]
70| tseamo] 4400 170950

Assay

3INOW011
B9912V. Serlal¥ 408672

2004
237000|___173500] 1720630 _

-EHIEEE‘]-BE—_-E’ZEE
_|1_—

blank = no celis. vehicle control
neg. control = ceils + wehicle.
ber: 9070-100101ARTA

Data Spreadsheets

Spreadsheet locked on: 11/10/2011
Green shaded areas uniocked celis %or data entry

—=3

3 | 02 3]

==

RS ==

Mean VG — Eqld (nMDHT)
Subtraction of VC from wells
DHT_Anta, Biank [ionmOHT Conwot [induced con = = = = -
Y 4363 1@ssss 13 166438 224038 189938 196188 176138 308438 346338
B 4463 242438 183 244433 269388 230138 307238 249238 312938 372838 394788
c 4413 291838 138 245633 292038 273588 297188 274888 299838 388388 327238
D 4413 308288 138 235238 280688 245138 370688 288638 355988 315788 375038
E 4463 296788 292388 254483 290038 296588| 345488 359688 273838| 310338 342938
F 4513]  3041ss] 253828 264338] 227638 326938] 274138] 263438| 32628s| 29ssss|  7eeas) 3
a 4513]  2ss18e8| 251338 204938] 208238| 2s10ss| 2ss2ss|  29328s| 312338]  230388] 349188 <
H 4513 253288 169288 168138} 185338 239788| 159488 175138 157288] 249138] 220638|
VC Corrected Data Means cntri 2331
[OHT blank 10nM DHT control | Induced i = = ¢ K
Std Dev =1 S3a00) 60 3756 40317] 22058 74979 so778| 77212 40167} 29964 s
seM =20 26701 50| i8981] _ 20ass| 11049 37489 20385] _ 3a606) 20083 1as62] & * ; S
cvae 09| 207 37.0 157 [X] 257 362 27.0] 170 ] 10.3] Sl «P.,’ Concentration (logM)
1 | 10 | 20 | 03 1| 10 | ] 1 11 | 10 1 | 11 13 14 12
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DHT Anta [biank [f0nMDHT control = = = = 0.0 Fold (1000nM DHT)
A g 852 0. S0.1 100.5) 85.2| '88.0| 79.0 338.3) 155.3) T06. Sfwith 1t DHY
8 -2.0] 108.7] 0. 120.8) 103.2} 137.8] 111.8] 1404 1672 177.1 148 fwith 1nM
c 20| 130.5 0. A31.0[ 1227 1333 133 134 5] 1742] 146.8) 168 Ofwath 1nM
o o 1383 X 9255 110.0 166.3 1295 155.7] 141.6] i68. 136 Sfwath 1nM DHT
E -1.9] 127.3) 1254 124 4] 127.2] 149.9) 154 3] 117.5] 1331 147, 121. 7fwath 1000nM DHT
F 1.9) 130.5 1115 S7.7]  140.3| 117.6] 113.0 140.0] 126.9) 18, 731 with 1000nM DHT
a 1.9) 1056 107.8 8s.3[ 107.7] 122.4] 1258 134.0] 124.6] 143 126 fwath 1000nM
H -1.9] 108.7] 72.6) 79.5] 102.9] 72.7] 75.1 84 6 106.9] 54 S5.0gwath 1000nM DHT
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Data Spreadsheets

Experiment date: 130ct2011 blank = no cells, vehicle control Spreaasheet locked on: 11/10/2011

TopCount Model B3312V, Serai# 408672 neq. control = cells + vehicle. Green shaded areas uniocked cells for data entry
11/11/11 15:00 Study Number: 9070-100107

Assay Conaucted by: — Compound Nilutamige (NIl)

FOLD INDUCTION
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Experiment date: 130ct2011
TopCount Mode! BS212V. Serlal# 408672
11/11/11 15:00

Aszay Conducted by: —
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Data Spreadsheets

Spreadsheet locked on:  11/10/2011
Green shaded areas uniocked celis for data entry
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Data Spreadsheets

Experiment date: 200ct2011 blank = no cells, vehicie control Spreadsheet locked on: 11/10/2011

TopCount Model BI212V, Seriak¥ 408672 neq. control = cells + whicie. Green shaded areas uniocked celis for data entry
11711711 15:26 Stuay Number: 9070-100107ARTA

Assay Conducted by: — Compound Nilutamice (Nil)
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Data Spreadsheets

Experiment date: 200ct2011 blank = no cells. wehicle control Spreadsheet locked on: 11/10/2011
TopCount Model BS912V. Seral# 408672 neg. control = celis + wehicle. Green shaded areas unfocked celis for data entry
111111 1526 Study Number: S070-100107ARTA
Assay Conducted by: Compound NButamide (Nil)
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c 100 484650 8650 4211 425100 376550] 248200 79250 337 23200] 24600| with 1nM DH 54.1 1.0} 47 |
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Data Spreadsheets

Experiment date: 3Now2011 biank = no ceils, vehicle control Spreaasheet locked on: 11/10v2011

TopCount Model B9912V, Serai# 408672 neg. control = cells + whicle. Green shaded areas uniocked cells for data entry
11/11/11 15:26 Study Number: 9070-100107ARTA

Assay Conducted by: ] Compound Nilutamige (Nil)
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Experiment date: 3INoW2011

TopCount Model B9912V. Serial# 408572
1171111 15:26
Assay Conducted by:

biank = no cells. vehicle control
neg. control = cefis + whicle.

Number: S070-100107ARTA
Niutamide (NIl

Data Spreadsheets

Spreadsheet locked on: 11/10/2011

Green shaded areas uniocked cedls ©or data entry
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Expenment date: 13o0ct2011
TopCount Model B9312V, Serlal# 408672
11/11/11 15:26

Assay Conducted by: ]

blank = no cells, vehicie control
neq. control = cells + vehicle.
Study Number: 9070-100107
Compound PPDDE

Data Spreadsheets

Spreadsheet locked on: 11/10/2011
Green shaded areas unlocked cells for data entry
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Experiment date: 130ct2011 blank = no celis. vehicle control Spreadsheet locked on: 11/10/2011
TopCount Model BSS12V. Seriale 408672 neg. control = cefis + wehicle. Green shaded areas unlocked cells for data entry
1111711 1526 Study Number: S070-100107ARTA
Assay Conducted by: —— Compound PRODE
FOLD INDUCTION
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Data Spreadsheets

Expenment date: 200ct2011 biank = no cells, vehicie control Spreadsheet locked on: 11/10/2011

TopCount Model B9912V, Serlal# 408672 neq. control = celis + vehicle. Green shaded areas uniocked cells for data entry
11711711 15:26 Study Number: 9070-100107ARTA

Assay Conducted by: I Compound PPDDE
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Data Spreadsheets

JaqunN Apm§

VLAVLOTO00I-0L06

Z¥1 30 601 93ed

Experiment date: 200ct2011 blank = no ceils. vehicle control Spreadsheet locked on: 11/10/2011
Model BI912V. Serial# 408672 neg. control = cells + wehicie. Green shaded areas unlocked celis for data entry
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Data Spreadsheets

Experiment date: 3Now011 biank = no cells, vehicle control Spreaasheet locked on: 11/10/2011
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Expeniment aate: 3NoW2011
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APPENDIX 2 Deviation Forms

Form #: SOP-1003-F-1.0

CeeToH § Deviation & Investigation

In vitio models to predid foxidty

Study Number (if applicable): $070-100107ARTA

Date of Roportirg: _11Mov2011 Reperting Associate: _-— ______
130¢12011,200c¢t2011
Date of Occurrence: 3Nov2011 ___ Associate Involvedz-

Descripfion of Deviation:

Oxybenzone (2-hydroxy-4-methoxybenzone] lot number in the protocol was 20080801, Lot

W\ WY
supplied by sponsor was 20100801. ) \ a’}\},

0“
Signature -— Date: /OME\) 2ol (

{Reporting Associate)

Type of Deviation (determined by Study Director/Principal Investigator):
[JsOP Deviction XProtocol Deviation [(JGLP Deviation [[INo Deviation

Summary of Deviation Investigation by SD/PIfTest Facility Management/Designee:

Compound lof supplied by sponsor differs from the lot indicated in the protacol.

Noimpact on study

Signature: 3 C /\J ')D({
e

$D/Pl/Test Facllity Management

Standard Operafing frocedurs ) Page 10f 1

Study Number: 9070-100107ARTA Page 112 of 142



APPENDIX 2 Deviation Forms (Continued)

Form #: SOP-1003-F-1.0

Ceelnﬂ ! Deviation & Investigation

In viiro modeks to predict toxicity
Study Number (if applicable): _9070-100107ARTA
Date of Reporting: _11Nov2011 Reporting Associote-
/),Cl\
130ct2011, &\.‘
Date of Occurrence: 200ct2011 Asscciate Involved: \
\/»‘)/
Description of Deviation: \t
Solubllity was observed visually rather than read on the nepheloskan. 2" N
> N
| & q,’-)\
p o“w,)/w’u
= i
U-g
SignOTure- Dcre: ( O 'm 2() ( (
(Reporting Associate)
Type of Deviation (determined by Study Director/Principal Investigator):
[JsOP Deviation KPrrotocol Deviation  [JGLP Deviation [INo Deviation
Summary of Deviation Investigation by SD/PI/Test Facility Management/Designee:
Solubility was observed visually rather than read on the nepheloskan.
A\
)
) J?'
\\N
Action Taken and Determination of Impact on Study Data and/or Facility Complioncefy,.
\9
Solubility was run on the nepheloskan for run 3 with all test articles. \ <\
- <)
3 P
\)C o
N
— \/1‘_/
U)
Signature: Date: |OPou0( |
SD/PI/Test Facility Management /
Standard Operating Procedure Page 1 of 1

Study Number: 9070-100107ARTA Page 113 of 142



APPENDIX 2 Deviation Forms (Continued)

Form #: SOP-1003-F-1.0

Ceell-ﬂ“ E‘ Deviation & Investigation

In vitro models to predet toxiity

Study Number (if applicable): 9070-100107ARTA

130¢12011,200¢12011
Date of Occurrence: 3Nov2011 Associate Involved:

Date of Reportfing: _11Nov2011 Reporting Associaie: -—

Description of Deviation:

Accerding to the protocol, the final percentage of DMSC in dosing solution should be 0.1% (v/v).

The actual final DMSO percentage is 0.5%.

; (Reporting Associate)

Type of Deviation (determined by Study Director/Principal Investigaior):
[JsOP Deviation BdProtocol Deviation CJGLP Deviation [ONo Deviation
Summary of Deviafion investigation by SD/Pi/Test Facifty Management/Designee:

The final percertage of DMSO in dosing solutions was 0.5%.

Action Taken and Determination of Impact on Study Data and/or Facility Compliance:

No impact on study. The vehicle controls included in this study and used for comparison also

had 0.5% DMSO.

Signo?ure_ Date: {| Nov 201((

SDIPI/Test Facility Management

Standard OperctingProcedure Page 1 of 1

Study Number: 9070-100107ARTA Page 114 of 142



APPENDIX 2 Deviation Forms (Continued)

Form #: SOP-1003-F-1.0

Ceelnx ! Deviation & Investigation

In vitro models o predict foxidty

Study Number (if applicable): 9070-100107ARTA

Date of Reporting: 8Dec2011 Reporting Associate:

130ct2011,200c¢12011,
Date of Occurrence: 3Nov2011 Associate Invelved: -

Description of Deviation:

The purity used for methoxycinnamate was taken from the MSDS rather than the C of A (98% vs

99 8% respectively).

Sighature Date: SS\ B(( 20!/

(Reporting Associate)

Type of Deviation (determined by Study Director/Principal Investigator):
[(JsOP Deviation [CJprotocol Deviation BAcLp Deviation [No Deviation
Summary of Deviation Investigation by SD/PI/Test Facility Management/Designee:

The wrong purity was used to prepare the initial stock.

Action Taken and Determination of Impact on Study Data and/or Facility Compliance:

No impact on study as the difference between the actual purity and the purity used was 1.8%,

the difference was negligible.

signature: Date: X\' B&L 2O//

SD/PI/Test Facility Management

Standard Operafing Procedure Page 1 of 1

Study Number: 9070-100107ARTA Page 115 of 142



APPENDIX 2 Deviation Forms (Continued)

Form #: SOP-1003-F-1.0

Ceelou ! Deviation & Investigation

In vitro models to predid toxidty

Study Number (if applicable): 9070-100107ARTA

Date of Reporting: _8Dec2011 Reporting Associate: -

Date of Occurrence: 60ct2011,310c¢t2011 Associate Involved:

Description of Deviation:

According to the protocol, the study director, study monitor, and sponsor will sign any protocol

amendments. One protocol amendment signed on 60ci2011, and two protocol amendments

signed 310c¢t2011 did not have study monitor or sponsor signature. They did receive copies of
the protocol amendments.

Signature Date: ¥ e 201\

(Reporting Associate)

Type of Deviation (determined by Study Director/Principal Investigator):
[J50P Deviation KProtocol Deviation [JGLP Deviation [CINo Deviation
Summary of Deviation Investigation by SD/PI/Test Facility Management/Designee:

Study monitor and sponsor signatures were not obtained for protocol amendments.

Action Taken and Determination of Impact on Study Data and/or Facility Compliance:

Protocol amendments after October for this study included study monitor signature.

Signolurez_J- Date: S;/ ]\—)\_L (?O//

SD/Pi/Test Facility Management

Page 1 of 1

Standard Operating Procedwre

Study Number: 9070-100107ARTA Page 116 of 142



APPENDIX 2 Deviation Forms (Continued)

Form #: SOP-1003-F-1.0

Cﬁe]ln“ ! Deviation & Investigation

Inv‘mmdelsbpwﬁdmidtj
Study Number (if applicable|: 9070-100107ARTA
ps
) tff
Date of Reporting: 24Jan2012 C Jf,{ Reporting Associate:

X

Q
2 l Associate Involved: -

The hard copies of the two deviations signed and scanned on 8Dec2012 were misplaced.

‘\:" .
J:)(

Date of Occurrence: BCeCZOI

Description of Deviation:

Signature Date: 2 "{’T(\.M ZU( 5 1

|[Reporiing Associate)

Type of Deviation (determined by Study Director/Principal Investigator):
[CJSOP Deviation [Jprotocol Deviation XIGLP Deviafion [No Deviation

Summary of Deviation Investigation by SD/PI/Test Facility Management/Designee:

The hard copies of the two deviations signed and scanned on 8Dec2012 were misplaced. v

N S &
é-

)
“oull

Action Taken and Determination of Impact on Study Data and/or Facility Compliance:

No impact on the study as the electronic copy was retcined.

Signature Date: 24T 20I 2

SD/PIfTes! Facilily Management

Standard Operating Procedure Page 1 of 1

Study Number: 9070-100107ARTA Page 117 of 142



APPENDIX 2 Deviation Forms (Continued)

Form #: SOP-1003-F-1.0

Ceel'oxi Deviaiion & Investigalion

In vitra modsls 1o predic toxicty

Study Number (if applicable): 9070-100107ARTA

Date of Reporting:  27Jan2012 ___ Reporling Associote-_
190c12011 and
Date of Occurrence: _02Nov2011 Associate involved: 1

Description of Deviation;

The time of seedng was verbally communicated but not recorded.,

Signature Date: 2 7 Jan 20 2

{Reporting Associale)

Type of Deviation (determined by Study Director/Principal Investigator):
[(JsOP Deviation [CJProtocol Deviation BAGLP Deviation [CJNo Deviation
Summary of Deviation Investigation by SO/Pl/Test Facility Management/Designee:

The time of seedng was verbaly communicated but not recorded.

Action Taken and Determination of Impact on Study Data and/or Facility Compliance:

Noimpact on study.

SignOfUl_ pate: 2 7 JLM ZO / o

SD/PI/Test Facility Management

Standard Operating Procedure Pege 1of 1

Study Number: 9070-100107ARTA Page 118 of 142



APPENDIX 3 Certificate of Analysis — Octylsalate

Certificate of Analysis

Produd Name 209%

Product Number 514500

Produat Brand ALDRICH

CAS Number 118-60-5

Molecular F ormmula HO)CHH,C0,CH,CHIC,H,)ICHI. CH,
Molecular Weight 250.33

TEST SPECIFICATION
Appearance (Color) Colorless
Appearance (Form) Liqud

Refractive index at 20° C 1.500-1.504
Infrared spectrum Conforms fo Struciure
Purity (GC) 2940%

Color Test =100 APHA

Arsenic (As) =3.0 ppm

Cadmium {Cd) <1.0 ppm

Mercury (Hgh =1.0 pprn

Lead (Pb) =10.0ppm
Specification Date:

Dae of QC Release:

Print Date:

jupenisor
Quality Cantrol
Mitwaukee, Wisconsin USA

http:/hwww sigmaal drich. com/catal og/Cent Of AnalysisPage. do7symbol=W314500& Lot No=44698...

Battelle Study No. G005430-DYM

2-Ethyhauyl salicylate,

SIGMA-ALDFICH'

LOT 44688P) RESULTS
Colorless
Liguid

1.502
Confarms
W6 %

10 APHA

< 1.0 ppm
<10 ppm

< 1.0 ppm
=1.0ppm

DEC 2008
DEC 2008
DEC 18 2008

Page 10f 1

87302010

Study Number: 9070-100107ARTA

Page 119 of 142




APPENDIX 3 Certificate of Analysis — Oxybenzone

IVYCHEM
IVY FINE CHEMICALS

http://www.ivychem.com

"CERTICATE OF ANALYSIS

Synonym Oxybenzone
Catalog Number HH13-026
CAS Number 131-57-7
) Batch Number 20100801 Quantity 200 KG
Manu. Date August 2, 2010 Expiry Date August 1, 2012
i% Date of Report August 2,2010 . Package
~—|-Quality Specifications | . Specifications ( In house.) S—

Appearance

Assay (HPLC) 98% min

Melting Point 62°Cto 65°C 63.8°C to 64.8°C
Loss on Drying 0.5% max 0.07%
Heavy Metals <=5 ppm 2.9 ppm
Conclusion: Conform

Study Number: 9070-100107ARTA Page 120 of 142



APPENDIX 3

Certificate of Analysis — Octocrylene

Certificate of Analysis

SIEGMA-ALDRICH

Produd Name

Protduct Number
Product Brand
CAS Number
Molecular Formula
Molecular Weight

TEST

Appearance {Color)
Appearance (Form)
Infrarex] spectrum
Purity (GC)
Specification Date:
Dae of QC Release:
Print Date:

Uuns! lf',’ Lantrol

Mitwaukee, Wisconsin USA

http:fAwww._sigmaal drich. com/catal og/Cert Of AnalysisPage.do?symbol=415820& LotNo=01637MJ.

2-Ethyhexyl 2-cyane-3,3-diphenyiacrylata,
7%

415820

ALDRICH

5197-30-4

(€, C=CIONICO ,CH,CHIC, H HCH,),CH,

361.48

SPECIFICATION
Yellow

Viscous Liquid
Conforms 1o Struciure
2965 %

Battelle Study No. G005430-DYL 4

LOT DM69/MJ RESULTS
¥ ellow

Viscous Liquid

Conforms

992 %

OCT 2008

0OCT 2008

0CT 22 2008

Page 10f 1

B8/30/2010

Study Number: 9070-100107ARTA

Page 121 of 142




APPENDIX 3

Certificate of Analysis — Octylmethoxycinnamate

i

Product 29116
Specifications

Appearance

Infrased spectrometry
Separat techn. GG

Acid value

Speciic abs. A (1%/1cm)
Specic graviy
Refractive inoax

Swandizer

i

Octyl 4

CLEAR COLOUALESS TO YELLOW LIQUD

AUTHENTIC

>075%

<1 mgKOHig

>890 (8t 307 to 308 nm in methanol)
(25/25°C) 1 007 10 1.012

1.5430 10 1.5470 (20°C, 589 nem)
0.05100.1% BHT

General Product Data
Version 00

CAS No §466-77-3
Malecular weight 290.39
Molecular formula  C18 H26 03
Linear formula

Flash poim (*C) 193

Lot Specific Data for Lot No.: A0293319

uality Assurance Manager

Acros Organics
1 Raspant Lane, Fair Lawn, NJ D7410,USA Fax 201.796-1323

MRINTATssk 1592

Appearance CLEAR COLOURALESS LIQUID
Infrared spectrometry AUTHENTIC

Separat. techn. GC 99.8%

Acid value 0.1 mg KOH/g

Specific abs. A (1%/1cm)
Specific gravity
Refractive index
Stabilizer

A-1

865 (a1 307 to 308 nm in methanol)
(26/25°C) 1.0096

1.5453 (20°C, 588 nm)

0.09 % BHT

~g

Geel West Zone 2. Janssan Pharmacouticaiann 3a, B-2440 Geel, Beigium Tel +32 14/57.52.11 - Fax +32 14/56.34.24 Inlernet: Ftp-waw.acros com

Study Number: 9070-100107ARTA

Page 122 of 142




APPENDIX 3

ANICC

Certificate of Analysis — MDA-Kb2

Certificate of Analysis

ATCC® Number:
Lot Number:

Name:
Description:
Species:
Expiration Date:

CRL-2713™
3984776

NDA-kb2

Breast Carcinoma
Human (Homo sapiens)
Not applicable

Test Specifications Results
Total cells/mL Report results 51x1¢°
Ampule passage number Report results 37
Post-freeze viability 2 50.0% ®8%
Growth properties Adherent Acherent
er\rio'rpho|ogy Epithelial-like* and/or rounded Epithelial-like and rounded

Test for mycoplasma contamination

Hoechst DNA stain (indirect) None detected Nonedetected
Agar culture (direct} None detected Nonedetected
Species determination: Isoenzyme assay (interspecies) Human B (G6PD variant) Human B (G6PD variant)
Human (Unique DNA Profile) Human (Unique DNA Profile)
DES818: 1 D55818: 11
D138317: 12 D138317. 12
D78820: 10 D7S820: 10
Specles determination: STR analysis (intraspecies) D168530: ¢ 0168539 9
. vWA: 17, 18 VWA 17,18
THO1:6 THO1. 6
Amelogenin: X Amelogenin: X
TPOX: 10 TPOX: 10
CSF1PO: 10, 12 CSFiPO: 10,12
Sterility test (BacT/ALERT 3D)
IAST bottle (aerobic) at 32°C No growth Nogrowth
iNET bottle (anacrebic) ot 22°C No growth Mo growth -8
* Epithelial-like: Any adherent cells of a polygonal shape with clear, sharp boundaries between them.
13 April 2009
Date

Quality Control Manager; Quality, Compliance and Bicsafety

ATCC hereby represents ané warrants that the material provided under this certificate has been subjected to the tests and procedures
specified and that the resuits described, along with any other data provided in this certificate, are true and correct to ths best of the

company'’s knowiedge and bzlief

This product is intended to be used for laboratory research use only. It is not intended for use in humans, animals, or for

diagnestics.

ATCC products may not be resold, modified for resale, used to provide commercial services, or to manufacture commercial

products without prior written agreement from ATCC.

ATCC {American Type Culture Collection)
P.O. Box 1549

Manassas, VA 20108 USA

www.atce.org

-Page1of2-

CONFIDENTIAL AND PROPRETARY
This dosument cartaing proprichry infermation which may not ba reproduced, banscried, o conveyed inany way or for any purpass withcul the prier witten condenlef ATCC.
Template £Hective Date 1212172008

Template Doz IC: 7075

Study Number: 9070-100107ARTA

Template Revision: 4

800-638-6597 or 703-365-2700

Fax: 703-365-2750
E-mail: tech@atcc.org

or contact your local distributor
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APPENDIX 4 Mycoplasma Free

bi Jhique CELLshipper®
Testing | Laboratories o

Mycoplasma Testing Services Please enclose this completed form with

156 Fay Brook Drive * Saranac Lake NY 12983 7 i i i
Phone: 518-891-2356 » Fax: 518-891-5753 ek SIldc to avoid dClﬂ}'s s

Dare Sen: S EAWG 2¢ () 5 Sample Designation or #: Mg —kbz Lop: 2 50/1 TE4
e —————— 2

Name, E}‘ (9

(Biomisgue will subair resslts only 10 the person mmed above)

i Cell Type: e .
Company/University *p 0 Ta X e . oo / rdherent e
Complete Mailing Address: (Resls are maited Jet chass USPS) Normal Transfect Menoclonal Tumor / g
4313 Campus De
Vikaminas O AT A9004 Flask ./ 7150 Roller Bottle 2 2 liter suspension
Bioreactor Other
Optional: FAX #: o
{one Fax # only) For Research Use Only
www.bionique.com

Date received at Bionique Testing Labs: 4/ ‘;‘f"/ Code #: L(? A 60
M-100 CELLSHIPPER DNA FLUOROCHROME ASSAY RESULTS:

?< NEGATIVE: A reaction with staining limited to the nuclear region, which indicates

no mycoplacmal contamination.

POSITIVE: A significant amount of extranuclear staining which strongly suggests
mycoplasmal contamination.

INCONCLUSIVE:

A significant amount of extranuclear staining consistentwith low - level
mycoplasmal contamination or nuclear degeneration.

A significant amount of extranuclear staining consistent with bacterial,
fungal or other microbial contaminant or viral CPE. Morphology not
consistent for mycoplasmal contamination.

COMMENTS:
Date Processed: 0\1 ll “ By’_.__
Thank you for allowing us to assist vou. and for using the CELLshipper, (de: 3003 att # 2; 10/9/2003)
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APPENDIX 5 Protocol and Protocol Amendments

4717 Campus Drive, Kalamazoo, Ml 49008  (269) 353.5555 (office) (269) 544-1077 (lax) www.ceetox.com

FT0 T J—

In vitro models to predict toxicity

Androgenic Transactivation Activity in
MDA-kb2 Reporter Cells

Study Number:
9070-100107ARTA

Sponsor:
NIEHS
530 Davis Drive, MD K2-12
PO BOX 12233
Durham, NC 27713

Test Facility:
Ceelox
4717 Campus Drive
Kalamazoo, Ml 42008
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APPENDIX 5 Protocol and Protocol Amendments

CocTorwm ANDROGENIC TRANSACTIVATION ACTIVITY IN MDA-KB2 REPORTER CELLS ) .
Study #:9070-100107ARTA

TEST PROTOCOL

TO BE COMPLETED BY THE STUDY SPONSOR:

| Study Sponsor: NIEHS/NTP Chief Toxicology Branch)

Address: P.O. Box 12233
Research Triangle Park, NC
“Stody Moritor

Sponsor Protocol/Project No.: ]
Test Substance Name(s): Octyl Salicylate, 2-Ethylhexyl p-methoxycinnamate, 2-
| Ethylhexyl 2-cyano-3,3-diphenylacrylate, 2-Hydroxy-4-methoxybenzophenone

NIEHS/NTP Investigator

elephone No.:
Facsimile No.:
E-mail:

Contract Office Technical Representative

(Contract No. HHSN273200900005C; NIEHS Control No. NO1-ES-00005)

Study Monitor

I (5 (. Durhom, NC)

Telephone No.:

el I
I

E-mail:

Page 2 0l 13
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APPENDIX 5 Protocol and Protocol Amendments

CouTorae ANDROGENIC TRANSACTIVATION ACTIVITY IN MDA-KB2 REPORYER CELLS

Study #:9070-100107ARTA

Signatures

ol

T

Datef\ ,/o) ;{/ Lf

/ “Study Monitor Date

(174 gzu |

Date '

Study Director (Director of Project Management)

Page$ of 13 '_
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APPENDIX 5 Protocol and Protocol Amendments

(eelox

Protocol Amendment

Study Number: 2070-100107ARTA

Title of Study to be Amended: Androgenic Transactivation Activity in
MDA-kb2 Reporter Cells

Reason for Amendment to Protocol: Current Study Director's work load

and number of studies directing has reached a maximal capacity
deemed acceptable by test facility management.

Change: -vil\ be designated the Study Director for this

study.

Signature

Ceelox, Inc.

0l OC/ o/)O//
Date
Study Director (Project Manager)
Ob o7 2ol
Date
President
CeeTox Study # 9070-100107ARTA 6-Oct-11
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APPENDIX 5 Protocol and Protocol Amendments

(eeloxs

Protocol Amendment

Study Number: 9070-100107ARTA

Title of Study to be Amended: Androgenic Transactivation Activity in MDA-kb2

Reporter Cells

Reason for Amendment to Protocol: A typograpical error was found in the
protocol.

Change:
The CAS number for p,p’'DDE was listed in the protocol as 8§2413-20-5.

The CAS number for p,p'DDE will now be listed in the protocol as 72-55-9.

Signature

CeeTox, Inc.

3l ok 2oll

Date

Study Director (Project Manager)

CeeTox Study # 9070-100107ARTA 31-Oct-11
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APPENDIX 5 Protocol and Protocol Amendments

(eelox

Protocol Amendment

Study Number: 9070-100107ARTA

Title of Study to be Amended: Androgenic Transactivation Activity in MDA-kb2
Reporter Cells

Reason for Amendment to Protocol: The Two-Read Propidium lodide SOP has
been revised and the protocol is being amended to reflect these changes. A
typo was identified in both CeeTox SOP and the protocol which stated the final
concentration of propidium iodide was 4.4 uM. The corect concentrafion, and
the concentration prepared and used in the study, was 44 uM.

Change:
The section titled Cytotoxicity Assay, Paragraph 2, the sentence 4 stated:

“The Pl working solution will be prepcred by adding Pl powder to phosphcte
buffered saline (PBS) for a final concentration of 4.4 pM."

The section titled Cytotoxicity Assay, Paragraph 2, the sentence 4 will now state:

“The Pl working solution will be prepared by adding Pl powder to phosphate
buffered saline (PBS) for a final concentration of 44 uMm."

Signature

CeeTox, Inc.

—

3l - O - 2ol

Date

roject Manager)

CeeTox Study # 2070-100107 ARTA 31-Oct-11
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APPENDIX 5 Protocol and Protocol Amendments

(eeloxi

Protocol Amendment

Study Number: 9070-100107 ARTA

Title of Study to be Amended: Androgenic Transactivation Activity in MDA-kb2
Reporter Cells

Reason for Amendment to Protocol: Client requested amendment

Change:
Section Data Retention and Archiving will now state:

At the study closure, all study records including all original raw data and original
final report, will be shipped to the sponsor at the following address:

E C 'lOVIS iinve. !unle !!)

Durham, NC 27713

Signature

CeeTox, Inc.

[o-6- U/

udy Monitor Date

Date

Study Director (Project Manager)

CeeTox Study # 9070-100107ARTA 6-Dec-11
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APPENDIX 5 Protocol and Protocol Amendments

(eeloxis

Protocol Amendment
Study Number: 9070-100107ARTA

Title of Studyto be Amended: Androgenic Transactivation Activity in MDA-kb?2
Reporter Cels

Reason for Amendment to Protocol: The Table of Contents had typographical
errors.

Change:

The Table of Contents will now read:

Signatuies

Tille of Study

Purpose of Study

Complionce Statement

Quality Assurance

Test Faciity

Malerias and Methods

Test Substance

Test Substance: 24Hydroxy-4Methoxybenzophenone (Oxybenzone)

Tesi substance: 2£ihylhexyt p-methoxycinnamate (Octyimethoxycinnomaie)
Tes! Substonce: Cciyt Salicylate {Oclyisalate}

Tes! Substance: 2-Ethylhexyl 2-Cyano-3,3-Diphenylaciylate {Ocloaylene}
Transachvation Asays

Androgen Transaclivalion Assay Test System

Reference 10
Cailculalions fer Transactivation Dato 10
Cytotoxicily Assay "
Solubifily/Precipitction Assay 11
Acceptance Crifeda 12
Study Reports 12
Alteraticns of the Hudy Design 12
Datia Relention and Archiving 13
Study Records to be maintcined; 13

VWOANNNOITOCOOOOOW

Signature

/(1‘///& '

-/ Study Monitor Date

Date

Study Directer (Project Manager)

CeeTox Study # 2070-100107ARTA 24-Jan-11
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