AR 226-03%0

STABILITY IN WATER (HYDROLYSIS)

TEST SUBSTANCE

Identity: N2-(N-methylperfluorooctanesulfonamido)-ethyl acrylate; may also be
referred to as N-MeFOSEA, or MeFOSEA. (2-Propenoic acid, 2-
[[(heptadecafluorooctyl)sulfonyllmethylamino]ethyl ester, CAS #
25268-77-3)

Remarks: Material is an amber, waxy solid, coded THAR3F2. Sample purity
was not characterized.

METHOD

Method: OPPTS 835.2110

GLP (Y/N): No

Year completed: 1999

Type: Abiotic

Stock solution and test sample preparation: A 10,730 mg/L stock solution of
MeFOSEA in acetone was prepared. Test solutions were then prepared by
adding 10 uL of the stock solution to 1.0 mL of five solutions individually buffered
to pH values of 1.5, 5.0, 7.0, 9.0, and 11.0. This calculates to a 107.3 mg/L
concentration of MeFOSEA in each buffered solution.

Remarks: Modification of the test method included using a wider range of pH
and longer time periods for a more complete understanding of the behavior of the
test substance.

RESULTS

pH impact on Hydrolysis Half-lives at 50°C
pH Half-life (days)
1.5 9.4
5.0 17.8
7.0 9.9
9.0 9.3
11.0 7.9

pH impact on Hydrolysis Half-lives at 25°C**

pH Half-life (days)
1.5 94
5.0 178
7.0 99
9.0 93
11.0 79

** Extrapolated from values for 50°C.
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Remarks: The analysis showed that concentration of MeFOSEA declined in all
aqueous pH buffered solutions with time.

The degradation rates fit second order kinetics better than first order kinetics.
Nevertheless, the report authors assumed first order kinetics and calculated the
half-life after six time periods. Generally, the calculated half-life increased with
time. The half-lives reported above are averages of the half-lives calculated after
each of the six time periods.

The report does not explain how the extrapolation was made from the half-lives
at 50°C to 25°C. Author states assumed AG = 15-18 kcal/mole which would give
one order of magnitude increase in Tq, per 25°C.

CONCLUSIONS

This study indicates that MeFOSEA is hydrolytically unstable under
environmentally relevant conditions.

Submitter: 3M Company, Environmental Laboratory, P.O. Box 33331, St. Paul,
Minnesota, 55133
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Report Summary

A study was conducted on 2-(N-methylperflucrooctanesulfonamido)-ethyl acrylate (MeFOSEA) to
determine its half-life under environmentally relevant hydrolysis conditions. Its behavior was
examined in aqueous solutions buffered at five pHs: 1.5, 5.0, 7.0, 9.0, and 11.0. The analysis
was performed according to 3M Environmental Laboratory Method ETS-8-90.0, with modifications
that followed the U.S. Environmental Protection Agency’s Fate, Transport and Transformation
Test Guidelines document OPPTS 835.2110, “Hydrolysis as a Function of pH". Modifications
included using a wider range of pH and longer time periods for a more complete understanding of
the behavior of MeFOSEA. Data were collected at the start of the study (Time 0) and after 0.94,
1.92, 6.72, 13.90, 20.71, and 27.77 days of sample agitation and incubation at 50°C. After
incubation, isopropyl alcoho! (IPA) was added and the aqueous samples were extracted with
hexane. The hexane extracts were dried with anhydrous sodium sulfate and injected into a gas
chromatograph with an atomic emission detector (GC/AED). The analysis showed that
concentrations of MeFOSEA declined in all aqueous pH buffers with time. Half-lives increased
with time within each pH data set at 50 °C, averaging 9.4 days at pH 1.5, 17.8 days at pH 5.0,9.9
days at pH 7.0, 9.3 days at pH 9.0, and 7.9 days at PH 11.0. Extrapolation of the 50 °C data to
room temperature (25 °C) resulted in a half-lives averaging 94 days at pH 1.5, 178 days at pH
5.0, 89 days at pH 7.0, 93 days at pH 9.0, and 79 days at pH 11.0. These results indicate that
MeFOSEA is hydrolytically unstable under environmentally relevant conditions.
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Hydrolysis is one of the main mechanisms by which organic compounds, both natural and
synthetic, decompose in the environment. Testing for hydrolysis of compounds is relevant to
determining the persistence and environmental fate of many pesticides and polymers such as
polyesters, polyethers, and polyamides, and for determining shelf life of products containing
such compounds (Appendix A, EPA Guidelines).

Hydrolysis is a reaction between some species (in this case of the type R-CO-X), with water
that results in the substitution of X with OH:

Figure 1. Generic Hydrolysis Reaction

O

O
I 1]
R—C—X + H20 —= R—C—OH <+ HX

R = some hydrocarbon or fluorocarbon material
X = halogen, OR, or NR

In dilute solutions the rate law for chemical loss by a hydrolysis reaction is shown with the
following equations, where "ester” signifies the starting material. it is important to note that
the equation must be modified in solutions that are not dilute.

-d [ester]

7 — khy d[ester]
or
A]
In L t — -kt
l-'quo

The rate constant k is the negative slope of the line fit to a plot of the natural log of the
fraction of compound remaining at time t, versus time. The half-life of the compound at a
specific pH is related to the rate of hydrolysis by:

Attormey ClientWork Product Privileged Do Not Copy
Do Not Disclose Page 3 of 13

000030



3M Environmental Laboralory
Report No. W 1868

_. 0.693
e = =

With the above equations and considerations as guides, the study monitored the loss of
MeFOSEA over an extended period of time to determine the overall rate of reaction. A
predicted product of hydrolysis of MeFOSEA was N-MeFOSE alcohol. Analytical difficulties
were encountered in attempting to monitor the appearance of this reaction product in an effort
to confirm the degradation route.

The primary goal of the study was to determine, to a first approximation, the hydrolytic
stability of the MeFOSEA. Since levels of MeFOSEA steadily declined over time, data
collection stopped after 28 days.

Samples of MeFOSEA were prepared in buffer solutions of pH 1.5,5.0, 7.0, 9.0, and 11.0
according to published guidelines (Appendix A and references therein). A solution of
MeFOSEA in 1.0 mL of each buffer was prepared by adding 10 pL of a 10,730 ppm solution
of MeFOSEA in acetone. This corresponds to 107.3 ppm MeFOSEA in each buffer.
Significant environmental pHs were chosen (e.g. pH 1.5 is physiologically relevant as
stomach pH in case of ingestion). The addition of a pH 11.0 buffer in the present study was
made to better understand the behavior of MeFOSEA in basic solutions. The solvent chosen
for quenching was hexane, used to extract remaining MeFOSEA from the aqueous matrix.
This allowed injection of material onto the gas chromatograph. Previous studies have shown
that analysis of diluted aqueous buffers by gas chromatography resuits in chromatographic
anomalies and column degradation.

In this study, biodegradation of MeFOSEA is ruled out for two reasons. First, the 50°C
temperature used will impede degradation due to microbial growth in the buffered media.
This temperature is hostile to the growth of most mesophillic microorganisms, the type
usually inhabiting laboratories. Thermophillic microorganisms, which do thrive at 50°C and
above, typically inhabit environments such as hot springs and hydrothermal vents at the
bottom of tectonically active ocean basins, but not laboratories. Also, one can hypothesize
that the maximum loss rate of MeFOSEA would occur at a different pH if accomplished by
hydrolysis versus biodegradation. Since acids or bases typically catalyze hydrolysis,
hydrolysis rates are usually maximum under acidic or basic conditions and minimal at or near
neutral conditions. This contrasts with the activity of microbes, which typically demonstrate
maximum growth rate at or near neutral pH. Maximum rates of hydrolysis were not observed
at pH 7.0 in this study.

A proposed mechanism for hydrolytic degradation of MeFOSEA is shown in Figure 2,
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Figure 2
MeFOSEA and Possible Degradation Products
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A sample of MeFOSEA (coded THAR3F2) was obtained from C. Elsbernd, 3M Chemicals, on
October 13, 1998. The sample was placed into the hydrolysis storage cabinet in the 3M
Environmental Laboratory. The sample receiving date, an electronic MSDS, the sample
production methodology and predictive chemistries were entered into the 3M proprietary
database "Hydrolysis Tracking.”

gy Y gl e L e O L M g
3. Holding Times i Fo b i i)

The samples were prepared and analyzed within the applicable holding time criteria.
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K e M L TR N g e T i ARt s I it B W X
4 Methods-"Analytical #nd Preparatory B Exey:

3M Environmental Laboratory Method ETS-8-80.0 “Determination of the Stability of
MeFOSEA in Aqueous Buffers Using Gas Chromatography with Atomic Emission Detection”
was followed except where noted below. This method is presented in Appendix B.

The GC/AED system used was a Hewlett-Packard (HP) 5890 Series | GC equipped with an
HP §921A AED, and an HP 7673 auto-sampler. The column used was a J&W DB5-MS, 30
mm x 0.25 mm x 0.25 um film thickness. The oven program had an initial temperature of
50°C, initial hold time of 1.0 min., final temperature of 300°C, and a temperature ramp-rate of

15°C per minute.

4.1 Standards:

Test Analyte: 10,730 ppm MeFOSEA in acetone (ID 98086-3-16)

Internal Standard: 9.324 ppm N-EtFOSE aicohol in hexane-1% IPA (ID 98086-3-19,
and ID -88060-15-16) .

Splking Standard: 473.4 ppm N-MeFOSE alcohol in methanol (ID W398-1117) (This is
an order of magnitude lower than the amount intended due to a calculation error.)

4.2 Sample Preparation and Analysis Dates:

Time 0;

0.94 Days

1.92 Days

6.72 Days

13.90 Days

Samples 112398-MeFOSEA-001 to 112398-MeFOSEA-015
Prepared and immediately quenched on 11/24/88.
Analysis by GC/AED was begun on 11/25/99.

Samples 112398-MeFOSEA-016 to 112398-MeFOSEA-030
Incubation started at 3:30 PM on 11/23/98

Quenched at 2:30 PM on 11/24/98

Analysis by GC/AED was begun on 11/25/98 (pH 1.5,5,7) and on
11/30/98 (pH 9,11)

Samples 112398-MeFOSEA-031 to 112398-MeFOSEA-045

Incubation started at 3:30 PM on 11/23/98

Incubation stopped at 2:10 PM on 11/25/98

Analysis by GC/AED was begun on 11/26/98 (pH 1.5,5,7) and on 12/1/98
(pH 9,11)

Samples 112398-MeFOSEA-046 to 112398-MeFOSEA-060
Incubation started at 3:30 PM on 11/23/98

Incubation stopped at 8:54 AM on 11/30/98

Analysis by GC/AED was begun on 12/22-23/98 (pH 1.5,5,7), and
12/1/98 (pH 9,11)

Samples 112398-MeFOSEA-061 to 112398-MeFOSEA-075
Incubation started at 3:30 PM on 11/23/98
Incubation stopped at 1:02 PM on 12/7/98
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Analysis by GC/AED was begun on 12/23/98 (pH 1.5,5,7) and on 12/8-
9/98 (pH 9,11)
20.71 Days Samples 112398-MeFOSEA-076 to 112398-MeFOSEA-090
Incubation started at 3:30 PM on 11/23/98
Incubation stopped at 8:38 AM on 12/14/98
Analysis by GC/AED was begun on 12/28/98 (pH 1.5,5,7) and on 12/15-
16/98 (pH 9,11)
27.77 Days Samples 112398-MeFOSEA-091 to 112398-MeFOSEA-105
Incubation started at 3:30 PM on 11/23/98
Incubation stopped at 9:55 AM on 12/21/98
Analysis by GC/AED was begun on 12/29/98 (pH 1.5,5,7, 9) and on
12/30/98 (pH 11)

Sample quenching was completed approximately 1 hour after incubation was stopped.
Sample preparation logsheets are presented in Appendix C.

5.1 Calibration

Standard calibration curves were prepared using a mix of test analyte (MeFOSEA) and
degradation product (N-MeFOSE alcohol). Examination of the chromatograms revealed
that the intended internal standard (N-EtFOSE alcohol) was in a region of
chromatographic overlap of residual components in MeFOSEA. Thus, N-EtFOSE alcohol
could not be used as an internal standard with GC/AED testing.

Solvent/Standard Name Solvent/Standard Number
Hexane solvent used TN-A-2009
IPA solvent used TN-A-2102
MeFOSEA standard 88086-3-16
N-MeFOSE aicohol standard $398-331
N-EtFOSE alcohol standard $398-332

The calibration standard set consisted of the following:

Reference # | MoFOSEA N-MeFOSE N-EtFOSE
{ppm) alcohol (ppm) alcohol (ppm)
98086-46A 64.38 63.12 9.324
98086-468 48.28 47.34 9.324
98086-46C 32.19 31.56 9.324
98086-46D 16.09 15.78 9.324
98086-46E 6.438 6.312 8.324
98086-46F 4.828 4.734 9.324
98086-46G 3.219 3.156 9.324
98086-46H 1.609 1.578 9.324
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The standard curves were linear, with the coefficients of determination (o) greater than
0.990. Calibration standards were analyzed in duplicate at the beginning of every sample
run. At regular intervals (e.g. after 6 - 8 sample injections) blanks consisting of hexane
with 1% IPA and 9.324 ppm N-EtFOSE alcohol were analyzed. A mid-range calibration
standard was periodically tested throughout each sequence. When the percent
difference of amount of measured analyte was greater than + 25% from the true value,
relative to the initial standard curve, the run was discarded. Only samples analyzed
before the last acceptable calibration check-standard were considered as valid results.

5.2 Blanks

The internal standard was a solution of 9.32 ppm N-EtFOSE alcohol in hexane/1% IPA.
Approximately 1 mL aliquots were transferred to autovials and used as solvent blanks in
the analysis. These blanks served as an instrumental check for analyte carryover.
Acceptable values for the blanks were less than half the practical Quantitation Limit of the
method (the concentration of the lowest standard used in the curve).

5.3 Surrogates
No surrogate analyte was used in this analysis.

5.4 Matrix Spikes

Matrix spike samples were prepared by introducing a known concentration of the target
analyte into a sample. - These matrix spike samples were carried through the entire
sample preparation process. Comparison of the amount quantified from the matrix spike
with that of the unspiked sample provided information on contribution of the sample
matrix to the analytical results.

One of the spiking solutions used was a 473.4 ppm N-MeFOSE alcohol standard. This
concentration was one-tenth of that which would have been optimal. As such, the
amount of N-MeFOSE alcohol added was lower than the lowest calibration standard,
precluding quantitation. Spike samples on Day 21 and Day 28 also contained 10 pL of a
10,730 ppm solution of MeFOSEA in acetone. For all the pHs extracted on Days 21 and
28, acceptable MeFOSEA recoveries of 80 to 123% were noted. The average recovery
of MeFOSEA was 95%.

5.5 Laboratory Control Samples
Laboratory control samples were not prepared for this analysis.

5.6 Sample Related Comments

The MeFOSEA results for the Day 2, pH 7 samples were rejected, as the mid-range
calibration standard that followed these samples did not pass quality control criteria
specified in the analytical method (Appendix B).

hish i o, 4 i
RIS o

SRRl R I NI ATt
Vi Data SUmmary SRR

i

The 3M Environmental Laboratory developed a method for the quantitative determination of
MeFOSEA using GC with atomic emission detection. This method was successful using five
pH buffer matrices. Sample chromatograms are presented in Appendix D as separate bound
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volumes. A representative GC/AED chromatogram of a standard mixture and a sample are
presented in Figure 3a and 3b, respectively.

Figure 3
Representative GC/AED Chromatograms

Peak retention times are 9.54 minutes (N-MeFOSE alcohol), 10.0 minutes (intemal standard), and 10.82
minutes (MeFOSEA)

8. Standard (6.438 ppm MeFOSEA, 12/22/98, 7:33:14 PM)

120 -

b. Sampile (MeFOSEA-1.5-1-7, 12/22/98, 9:31:59 PM. Quantified as 5.47 ppm MeFOSEA)

- f

,{

- -
8 R I
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A
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—
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The calculated concentrations of analyte in sample, duplicate, and matrix spike samples are
presented in spreadsheet format in Appendix E. These data, plotted as MeFOSEA
concentration versus time in Figure 4, show that degradation of MeFOSEA is in general non-
linear and a function of pH. Samples from the pH 5.0 and 7.0 series can be fit equally well
with either a linear or second-order equation (see Table 1). A second-order equation
provides a better fit than a linear equation for the data at pH 1.5, 9.0, and 11.0.

Figure 4

MeFOSEA Concentration Versus Time

MeFOSEA Extract Concentration (PPM)

12.000

10.000 - ®pH=15
) 0 mpH=50

8.000 —'-———l
% " ApH=70
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Table 1

Fit of Second-Order and Linear Equations to MeFOSEA Degradation Data

¥=2010%"-00191x +8.9477 | | v=-00086x+83400 | 0835 |
50 v=5010°* .00007x +9698 | 09289 y=-00067x+95230 | 09153 |
7.0 v=1010°-00156x+96171 | ooa40 | v=-00112¢+p 1490 0.8119
20 ¥=2010°%2 + 009719 | v=00121x+90474¢ | o0s8ess |
11,0 y= 3e10°x* -0,0283x +9.832 09859 y= 0.0118x +8.8757 0.8625
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At the conclusion of the experiment (27.77 days), approximately 20 - 30% of the original
MeFOSEA remained for samples hydrolyzing at pH 1.5, 7.0, 9.0, and 11.0. At pH 5,
approximately half of the original MeFOSEA was present at the end of the experiment.

Calculations of kinetic parameters are presented in Appendix F. A general trend is that the
half-life of MeFOSEA increased with increasing time, especially at pH 1.5, 5.0, 9.0, and 11.0
(Table 2). This behavior doesn't match the mathematical model for a first order reaction.
However, the first order approximation for a hydrolysis reaction assumes a single compound
degrades to form only two distinct product species. The results shown in Table 1 indicate this
assumption may not be realistic for MeFOSEA. As implied in Figure 2, the degradation of
MeFOSEA may involve multiple reaction pathways. MeFOSEA is a 3M control compound,
whose behavior is used to predict that of other synthetic chemistries. Overall, the results of
this study are sufficient for that purpose.

Table 2
Half-Lives of MeFOSEA Versus Time

The 3M Environmental Laboratory developed a method for hydrolysis and analysis of
MeFOSEA. The hydrolysis study showed pH dependent half-lives which increased with time
within each pH data set at 50 °C, averaging 9.4 days at pH 1.5, 17.8 days at pH 5.0, 9.9 days
at pH 7.0, 9.3 days at pH 9.0, and 7.9 days at pH 11.0. Extrapolation of the 50 °C data to
room temperature (25 °C) resulted in a half-lives averaging 84 days at pH 1.5, 178 days at
PH 5.0, 99 days at pH 7.0, 93 days at pH 9.0, and 79 days at pH 11.0. It is the conclusion of
this study that MeFOSEA is unstable against hydrolysis under environmentally relevant
conditions.

Reserve samples and all original paper data will be retained in the archives of 3M ET&SS for
a period of ten years following the signing of the final report.
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éppendix A: Fate Transgort and Transformation Test
uidelines, OPPTS 835,21 10, derolysls as a Function of pH,

U.S. Environmental Protection Agency document number EPA
712-C-98-057, January 1998
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INTRODUCTION

This guideline is one of a series of test guidelines that have been
developed by the Office of Prevention, Pesticides and Toxic Substances,
United States Environmental Protection Agency for use in the testing of
pesticides and toxic substances, and the development of test data that must
be submitted to the Agency for review under Federal regulations.

The Office of Prevention, Pesticides and Toxic Substances (OPPTS)
has developed this guideline through a process of harmonization that
blended the testing guidance and requirements that existed in the Office
of Pollution Prevention and Toxics (OPPT) and appeared in Title 40,
Chapter I, Subchapter R of the Code of Federal Regulations (CFR), the
Office of Pesticide Programs (OPP) which appeared in publications of the
National Technical Information Service (NTIS) and the guidelines pub-

lished by the Organization for Economic Cooperation and Development
(OECD).

The purpose of harmonizing these guidelines into a single set of
OPPTS guidelines is to minimize variations among the testing procedures
that must be performed to meet the data requirements of the U. S. Environ-
mental Protection Agency under the Toxic Substances Control Act (15
U.S.C. 2601) and the Federal Insecticide, Fungicide and Rodenticide Act
(7 US.C. 136, et seq.). P

Final Guideline Release: This guideline is available from the U.S.
Government Printing Office, Washington, DC 20402 on The Federal Bui-
letin Board. By modem dial 202-512-1387, telnet and :
fedbbs.access.gpo.gov (IP 162.140.64.19), or call 202-512-0132 for disks
or paper copies. This guideline is also available electronically in ASCII
and PDF (portable document format) from EPA’s World Wide Web site
(http://www.epa.gov/epahome/research.htm) under the heading ‘‘Research-
ers and Scientists/Test Methods and Guidelines/OPPTS Harmonized Test
Guidelines."’
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OPPTS 835.2110 Hydrolysis as a function of pH.

(a) Scope—( 1) Applicability. This guideline is intended to meet test-
ing requirements of both the Federal Insecticide. Fungicide, and
Rodenticide Act (FIFRA) (7 U.S.C. 136, ez seq.) and the Toxic Substances
Control Act (TSCA) (15 U.S.C. 2601).

(2) Background. The source material used in developing this har-
monized OPPTS test guideline are 40 CFR 796.3500 Hydrolysis as a Func-
tion of pH at 25 °C, and OECD guideline 111 Hydrolysis as a Function
of pH.

(b) Guidance information—(1) Prerequisites. Water solubility data;
suitable analytical method; vapor pressure.curve.

(2) Qualifying statements. Pure and commercial grade substances
can be tested with the method described here, but the potential effect of
impurities on the results should be considered. This test guideline applies
only to water soluble compounds. There is uncertainty in extrapolating
high temperature results to environmentally relevant temperatures as a
change in reaction mechanism could occur. -

(3) Standard documents. This test guideline is based on methods
given in paragraph (f) of this guideline and on the Preliminary Draft Guid-
ance for Premanufacture Notification EPA, Angust 18, 1978.

(c) Method—(1) Purpose, relevance, application, and limits of test.
(i) The testing of substances for hydrolysis is relevant to their persistence.
Hydrolysis is one of the most common reactions controlling abiotic deg-
radation and is therefore one of the main degradation paths of substances
in the environment.

(ii) A procedure to determine hydrolysis rates is important also in
indicating whether other testing should be carried out on a parent
compound or on its hydrolysis products. It is the degradation products that
are crucial. Hydrolysis behavior needs to be examined at pH values nor-
mally found in the environment (pH 4-9) and under more acidic conditions
(pH 1-2) for physiological purposes.

(ili) Surface-controlled reactions can sometimes predominate over
bulk solution hydrolysis, especially in the soil environment. This may re-
sult in different degradation rates than would be predicted from this guide-
line based upon rates in homogeneous solutions.

1

(2) Definitions and units. The definitions in section 3 of the Toxic
Substances Control Act (TSCA) and the definitions in 40 CFR Part 792—
Good Laboratory Practice Standards apply to this test guideline. The fol-
lowing definitions also apply to this test guideline.

Hydrolysis refers to a reaction of a chemical RX with water, with
the net exchange of the group X with OH at the reaction center:
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RX + HOH ————> ROH + HX

Hydrolysis rate, the rate at which the concentration of RX decreases
in this simplified process is given by:

second order reaction rate = k [H,0] [RX]
or
first order reaction rate = k {RX]

depending on the rate determining step. Because water is present in great
excess compared to the chemical, this type of reaction is usually described
as a pseudo-first order reaction in which the observed rate constant is given

by the relationship:
kobs = k [H20]
and can be determinedfrom the expression .
Kobs = 2.303/t log10(Co/Cy) '

where t = time, and Co and C. = concentrations of RX at times O and
t. 4

The units of this constant have the -dimension of (time)-! and the half-
life of the reaction (time for 50 percent of RX to react) is given by

tip = 0.693/1(05,

(3) Reference substances. (i) Aspirin and Diazinon are used as ref-
erences. These substances need not be employed in all cases when inves-
tigating a new substance. These data are provided primarily so that calibra-
tion of the method may be performed from time to time and to offer the
chance to compare the results when another method is applied. The results
of the OECD/EEC-Laboratory Intercomparison Testing are included in the
following Tables 1. and 2.:

Table 1.—~Values of Rate Constants and Haif-Lives for Aspirin?,2

pH K [105 sec-1] tiz (h)
1D ettbiecestnnennreas e nbetrrssesanabeenannnessbanetsreeasteseneernnnns 0.065 300
e rcrrc et e esneeas 0.15 130
B st s 0.13 180
............................................................... 0.37 52
............................................................... 16 1.2

' Data taken at 17 °C
2 Aspirin (CAS no. 50-78-2) (2-acetylsalicylic acid) data from L.J. Edwards, Transactions of the Fara-
day Society 723-735 (1950).
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Tabie 2.—Values of Rate Constants and Half-Lives for Diazinon!

10°c | 20°C 40 °C 60 °C

PH KNO' |t | K0S |ty [K(105] b, |K[105] 1,

sec-] (h) sec-'] (h) sec-!] (h) sec-!] (h)

(X < R 0061 310 | 013 | 150 | 041 | 48 15 12
- O - - | 0.0059 | 3300 | - - - -
7 - - | 0.00043 | 4200 | - - - -
X - - 0.026 | 740 | - - - | =
Bl eeee—— 0.75 | 260 1.6 120 | 66 | 29 | 25 | 78

' Diazinon (CAS no. 333—-41-5) (0, O-dlqthyl-O-(2-isopropyl-4~methyl]-6-pyrimidlnyl phosphorothioate)
data from H.M. Gomma et al. Rssidue Rsviews 29:171 (1969).

(ii) Further results of OECD-EEC Laboratory intercomparison testing
follow in Tables 3. through 12. In some cases the results presented have
a variability which exceeds what is called for in the test guideline. This
mdy particularly be the result of the use of different buffers in the test
systems and the influence of oxygen. These results are presented , how-
ever, as they have been obtained using the Test Guidelines in the OECD/
EEC Intercomparison Testing Programme, Part II. The guideline has been
modified in the light of these results.

(A) Substance: Aspirin a
Table 3.—Reaction Rate Constént in 105gec-!

coeffl-
temn- . ‘| stand--| cient
pH pera- | &N daefei- vgrii- range n* of results
ture, °C ation | ation,
%
12 et 35-40 1.013 ( 1.278 | 126.2 | 0.109-1 916 2
< K o OSSR 20 0.080 | 0.058 70.3 | 0.040-0.119 2
40 0.556 | 0.112 20.1 | 0.477-0.635 2
7.0 ctricccnneannnnnesnenssesseeseneseenssenen e, 20 0.205 | 0.033 15.9 | 0.182-0.228 2
40 1.339 | 0.004 0.3 | 1.336-1.341 2
9.0 et ssee et s 20 0.309 | 0.160 51.7 | 0.186-0.442 2
40 0.953 | 0.006 0.6 | 0.949-0.957 2
1
3
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Table 4.—Half-life in hours

stand- "
tem- coefficiant
pH pera- | TeEN dae';‘/ji- of variation, range n* of results
ture, °C ation %
1i2 ctteeereeeereeneneseansenanssssnansreses 35-40 93.71| 118.3 126 10.05~ 2
177.36
K X« U 20 319.7 | 2225 70| 162.3-477.0 2
. 40 35.4 7.1 20| 30.3-40.4 2 (1 lab)
7.0 crcccrrnreerrienrenerenrereseseseesonans 20 95.1 15.1 20 | 84.4-105.8 2
40 14.4 0.0 - 14.4-14.4 2 (1 lab)
9.0 ........ 20 72.1 37.3 50| 45.7-98.5 2
40 20.2 Q.1 0.0 20.1-20.3 2 (1 lab)
(B) Substance: Diazinon ‘
. Table 5.—Reaction Rate Constant in 105sec-!
s
- tem- stand- | ©'en
of
H pera- | T8N | arggg. | Of range | n* of results
P ture, °C | valu® | \iation | vari
ation,
%
1.2 3540 30.36 8.10 27.0 | 21.40-38.48 4
3.0..... 20 2.866 | 0.825 28.8 | 1.675-3.841 7
40 9.038 2.447 271 ;547?2; 11 (10 labs)
50 577 4,27 74.0 0.86.—8.58 3 (2 labs)
60 36.085 | 11.088 30.7 25.535- 6
: 51.449
7.0 ctrricinrerecsnnnnasssnnssssssssnsessrensesseens 20 0.933 1.796 | 192.4 | 0.005-3.626 4
40 0.231 0.294 | 127.3 | 0.042-0.895 8
50 0.200 0.023 11.3 { 0.184-0.218 2
60 1.638 3.154 | 192.6 | 0.303-9.413 | 8 (7 labs)
= X 0 RSSO S 20 1.103 2.113 | 191.6 | 0.007—4.271 4
40 2.568 6.900 | 268.7 0.064~— 9
20.955
50 0.292 0.034 11.6 | 0.268-0.316 2
60 2.801 4125 | 1473 0.241- 8 (7 labs)
12.604
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Table 6.—Half-life in hours

tem- coefficient
mean standard . .
pH m;::fao-c value deviation of va;}oation. range n” of results
L~ SO 3540 0.672 0.187 27.9 | 0.501-0.900 4
< X o SN 20 7.27 2.40 33 5.0-11.5 7
40 2.25 0.57 25 1.4-3.3 11 (10 labs)
50 9.00 11.53 128 | 2.24-22.31 3 (2 labs)
_ 60 0.57 0.17 29| 0.37-0.75 6
7.0 ieeiirrnnrennenivessennnennnans. 20 1707.75 1875.18 110 | 5.3-3660.9 4
40 215.16 166.12 77 | 21.5-4860.7 8
50 97.07 10.97 11 89.31- 2
’ 104.83
60 38.68 20.98 54 2.0-83.5 8 (7 labs)
9.0 20 1150.75 1335.58 116 | 4.5-2840.5 4
40 124.38 102.45 82| 0.9-298.7 9
. 50 66.40 7.74 12 | 60.92-71.87 2
60 25.13 25.67 102 1.5-79.8 8 (7 labs)
(C) Substance: Atrazine _
Table 7.—Reaction Rate Constant in 105sec-!
tand- :
tem- s coefficient
mean ard .
pH pera- . | of variation, range n* of results
tura, °C value gﬁZL ; %
1.2..... 3540 0.546 ) 0.416 76.3 | 0.76-0.948 4
< X OO 20 0.014 ! 0.008 56.8 ; 0.005-0.020 3
40 0.140 | 0.082 58.4 | 0.028-).222 6
60 0.808 | 0.397 49.1 | 0.282~1.283 5
7.0 40 0.009 | 0.011 124.8 | 0.001-0.016 2
L2 X o LSO 20 0.013 ]| 0.016 130.1 | 0.001-0.024 -
40 0.008 | 0.010 123.7 | 0.001-0.015 2
Table 8.—Half-life in hours
tem- coefficient
mean standard .
pH tupr:ra".c value deviation of vag/iftlon. range n* of results
1.2 ecrvecvrarrisecnnsscssonsenens 35-40 54.76 44.36 81.0 | 20.3-115.35 4
K ¢ R 20 1867.88 1446.58 77.0 980.7- 3
3537.14
40 240.50 239.61 99.6 111,71~ 6
! 696.79
60 31.42 21.51 69.0| 15.0~68.3 5
7.0 e eecreer e 40 9000.15 | 11033.77 123.0 1198.1- 2
16802.2
£ 1 o LR 20 1792105 | 24188.21 135.0 817.4—~ 2
35024.7
40 8005.35 9539.51 119.0 1259.9—- 2
14750.8
S

000048



(D) Substance: Di(2-ethylhexl) phthalate (DOP)

Table 9.—Reaction Rate Constant in 10’sec-!

tem- stand- | o officient
mean ard .
pH megl"a;c value devi- of va:/ioatlon. range n* of resuits
ation
K 1 o RO 20 0.048 | 0.051 107.8 0.009-0.106 3
= X o R, 20 0.040 | 0.047 116.7 0.007-0.073 2
40 0.166 0.202 121.8 0.023-0.309 2
60 0.084 | 0.022 26.3 0.068-0.099 2
7.0 rreereersocnnronens 20 0.073 0.064 88.8 0.027-0.118 2
40 1.627) | - - - 1
60 0.092) | - - - 1
40 0.126) | ~ - - 1
) Table 10.—Half-life in hours
H tem- mean. stgneiard ﬁoefgclt?nt ; s
ra- ’ evi- of variation, .-~ range n* of resul
P tu‘::, oc | Value ation % ¢
3.0 coorerreerenns 20 990.20 996.32 101 | . 182.4-2103.5 3
40 452.56 551.98 122 62.25-842.86 2
60 239.33 63.75 27 194.25-284.41 2
7.0 ceereeerannns 20 440.30 391.35 89 163.57-717.02 2
40 (11.83 - - - 1
60 208.19 - - - 1
40 152.53 - r - - 1
(E) Substance: Ethyl acetate
Table 11.—Reaction Rate Constant in 105sec-!
H tem- mean st‘ajndiard tgoefﬂﬂcit?ont ]
era- avi- of variation, range n* of resuits
P tuee, oc | value ation b g
K 1 o LR 20 (0.0012) - - - 1
40 20.012) - - - 1
60 0.355) - - - 1
25 ¢ 20 0.003) - - 1
40 0.008) - - - 1
60 0.137) - - - 1
12 X o LSS 20 '(0.063) - - - 1
. 40 0. 153) - - - 1
. 60 (1.547) - - - 1
6
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Table 12.—Half-life in hours

tem- mean standard | coefficient
pH pera- value devi- of varation, range n* of results
ture, °C ation %

30 e 20 '(1656) - - - 1
40 (1612.85) - - - 1
60 (54.30) - - - 1

7.0 e 20 | (7553.1) - - - 1
40 2511.81) - - - 1
60 (140.38) - - - 1

> X o ORI 20 (305.55) - - - 1

' 40 (125.71) - - - 1
60 (12.44) -7 - - 1

. (4) Principle of the test method. (i) In the environment, chemicals
usually occur in dilute solution, which means that water is present in large
excess, and, therefore, that the concentration of water remains essentially
constant during hydrolysis. Hence, the kinetics of hydrolysis are generally
pseudo-first order at fixed pH and temperature. B

(ii) The hydrolysis reaction may be influenced by acidic or basic spe-
cies H3O+, (H+), and OH-, in which case it is referred to as specific acid
or specific base catalysis. 7

(iii) The concentration of the test substance is determined as a func-
tion of time. The logarithms of the concentrations are plotted against time
and the slope of the resulting straight line (assuming first-order or pseudo-
first order behavior) gives the rate constant from the formula (if log;o
is used):

kobs = — slope x 2.303

(iv) When it is not practicable to determine a rate constant for a par-
ticular temperature directly, it is usually possible to estimate the constant
through the use of the ‘Arrhenius relationship in which the logarithm of
rate constants at other temperatures is plotted against the reciprocal of the
absolute temperature (K).

(5) Quality criteria—(i) Reproducibility. Measurements of hydroly-
: §is rate constants on 13 classes of organic structures can be of high preci-
sion, often with less than 2 percent standard deviation (see paragraph (f)(2)
of this guideline). The rate constants for one pPH and one temperature
should be determined in duplicate with a deviation of less than 2.5 percent
unless unusual circumstances (e.g. analytical difficulties) prevent achieving
this and then the details of these circumstances should be reported. The
reproducibility can be improved by an improved control of the sensitive
parameters, in particular pH and oxygen.

7
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(i) Sensitivity. Most hydrolysis reactions follow apparent first order
reaction rates and. therefore. half-lives are independent of concentration

tizz = 0.693/Kops

This usually permits the application of laboratory results determined at
10-2-10-3> M to environmental conditions (<10-6 M) under paragraph
(£)(2) of this guideline.

(iii) Specificity. Several examples of good agreement between rates
of hydrolysis measured in both pure and natural waters for a variety of
chemicals providing both pH and temperature have been measured (see
paragraph (f)(2) of this guideline). ,

(d) Description of the test procedure. (1) If the water solubility of
the substance is less than 2 x 10-2 M, a half-saturated solution in water
is -prepared. If the solubility is greater than 2 x 10-2, the test solution
is prepared at less than 10-2 M. Substances known to be hydrolytically
unstable are tested at at least two temperatures between 0—40 °C. Other
substances are put through preliminary testing. Substances found to be sta-
ble under these conditions are considered hydrolytically stable (tiz at
25 °C is greater than 1 year). Those not stable at 50 °C for one week
are submitted to testing at at least two temperatures between 0-40 °C,
or, as appropriate, at at least three elevated temperatures, and the data
extrapolated to produce k at 25°C. ’

(2) Preparations—(i) Materials—(A) Buffer solutions. (1) The hy-
drolysis test should be performed at four different pH’s: at pH 1.2 (if phys-
iologically important); pH 4.0; pH 7.0; and pH 9.0. Either buffers as de-
scribed below or a pH-stat may be used. Use of a pH-stat avoids potential
problems due to buffer catalysis.

(2) For this purpose, 0.05 M sterile buffer solutions should be pre-
pared using reagent grade chemicals and distilled, sterile water. The buffer
systems are based upon the analytical requirements for the chemical being
tested. It should be noted that the buffer system used may influence the
rate of hydrolysis and where this is observed an alternate buffer system
should be employed. The use of borate or acetate buffers instead of phos-
phate has been recommended under paragraph (f)(2) of this guideline. The
PH of each buffer solution must be checked with a calibrated pH meter
at the required temperature to a precision of at least 0.1 pH units. Some
useful buffer systems are presented in the following Tables 13., 14., and
15.:

Table 13.—Butfer Mixtures of Clark and Lubs?',2

Composition

0.2 N HC! and 0.2 N KC!
47.5 ml HC1 + 25 ml KC1 diluted 10 100 M ..c.ocvurvurrrvrcrnncereeeenseresseens e oossoeees oo
32.25 mi HC1 + 25 ml KC1 diluted t0 100 Ml cecocvvrremreromoooooeeoeeeoeeee oo

—
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Table 13.—Buffer Mixtures of Clark and Lubs'>—Continued

Composition pH
20.75 ml HC1 + 25 ml KC1 diluted 10 100 Ml .....uvevrevuummneeeeeenmseeseesoooo 1.4
13.15 ml HC1 + 25 ml KC1 diluted 10 100 M .....coueemmmmmmerreeeromooseseessesemeeerer e 1.6
8.3 mIHC1 + 25 Ml KC1 diluted 10 100 Ml ...ooveemeermrrermmmmncoooooesosesssmsmeeeneeneee e 1.8
5.3 ml HC1 + 25 ml KC1 dilUted 10 100 Mi ...vvvveemeerermmememsssossserssseseosemsmneeeeeeee 2.0
3.35 ml HC1 + 25 mi KC1 diluted to 100 mi e Esens ettt e ae s st e e canrennn e bt sanne s rnaeasenasons 2.2
0.1 M potassium biphthalate + 0.1 N HC1
46.70 mi 0.1 N HC1 + 50 mi biphthalate to 100 mi 22
39.60 ml 0.1 N HC1 + 50 mi biphthaiate to 100 mi 2.4
32.95 ml 0.1 N HC1 + 50 ml biphthalate to 100 mi 26
26.42 mi 0.1 N HC1 + 50 mi biphthaiate to 100 mi 2.8
20.32 m! 0.1 N HC1 + 50 ml biphthalate to 100 mi 3.0
14.70 ml 0.1 N HC1 + 50 ml biphthalate to 100 ml : . 3.2
2-90 ml 0.1 N HC1 + 50 mi DIphthalate 10 100 Ml c.vveeeeemeenomooooosssssssesseesseesmeneee e 3.4
5.97 ml 0.1 N HC1 + 50 mi biphthalate to 100 m! . 3.6
2.63 mi 0.1 N HC1 + 50 ml biphthalate to 100 mi ........ 38
0.1 M potassium biphthalate + 0.1 N NaOH
0.40 ml 0.1 N NaOH + 50 ml biphthalate t0 100 Ml ....vvvveeeeeeeeeeeesemmeemsmmesesosseoeeoesse oo 4.0
3.70 mi 0.1 N NaOH + S0 mi giphthalate to 100 mi . " 4.2
7:50 mi 0.1 N NaOH + 50 mi biphthalate 10 100 Ml ccoeeerrerrerrrrorrroooooooereeeseeeeeeeeeereeerrere e 44
12.15ml 0.1 N NaOH + 50 mli biphthalate to 100 mi .................. Stresenressartreessrereennns 46
17.70 ml 0.1 N NaOH + 50 mi biphthalate to 100 ml .................. " e 4.3
0.1 M potassium biﬂhthalate + 0.1 NaOH
23.85 ml 0.1 N NaOH + 50 ml biphthalate to 100 ml 5.0
29.95 ml 0.1 N NaOH + 50 ml biphthalate to 100 mi 5.2
35.45 mi 0.1 N NaOH + 50 mi biphthalate to 100 mi 54
39.85 ml 0.1 N NaOH + 50 mi biphthalate to 100 ml 5.6
43.00 ml 0.1 N NaOH + 50 ml biphthalate to 100 mi 5.8
45.45 ml 0.1 N NaOH + 50 ml biphthalate to 100 m| 6.0
0.1 M monopotassium phosphate + 0.1 N NaOH *
.70 ml 0.1 N NaOH + 50 mi phosphate t0 100 Ml .u.....veeeneeeroroeoeoooooeeooooo, 6.0
8.60 mi 0.1 N NaOH + 50 mi Phosphate to 100 mi ....... 6.2
12.60 ml 0.1 N NaOH + 50 mi phosphate to 100 mi ................. 6.4
17.80 ml 0.1 N NaOH + 50 ml phosphate to 100 mi ............... 6.6
23.45 mi 0.1 N NaOH + 50 ml phosphate to 100 mi ............... 6.8
29.63 ml 0.1 N NaOH + 50 mi phosphate to 100 ml . . 7.0
35.00 mi 0.1 N NaOH + 50 ml phosphate to 100 mi ... 7.2
39.50 mi 0.1 N NaOH + 50 mi PhOSPhate 10 100 M .....cvveererrererrreeereeesemsessossooene 7.4
42.80 ml 0.1 N NaOH + 50 mi PhOSPNAte 10 100 M ......eu. et 7.6
45.20 mi 0.1 N-NaOH + 50 ml PhOSPHat8 t0 100 Ml cerrroorrrroooooooomsrreeeeeeeereerer 7.8
46.80 ml 0.1 N NaOH + 50 ml phosphate t0 100 Ml ..........ororrrrooooomemeeneererrr 8.0
0.1 M H;B0, in 0.1 M KC1 + 0.1 N NaOH
2.61 ml 0.1 N NaOH + 50 m! boric acid to 100 mi 7.8
3.97 ml 0.1 N NaOH + 50 ml boric acid to 100 mi 8.0
5.90 mi 0.1 N NaOH + 50 mi boric acid to 100 ml 8.2
8.50 mi 0.1 N NaOH + 50 mi boric acid to 100 ml ...... 8.4
12.00 ml 0.1 N NaOH + 50 ml boric acid to 100 mi ... 8.6
16.30 ml 0.1 N NaOH + 50 ml boric acid to 100 mi 8.8
21.30 mi 0.1 N NaOH + 50 mi boric acid to 100 mi 9.0
26.70 mt 0.1 N NaOH + 50 m! boric acid to 100 mi 9.2
32.00 ml 0.1 N NaOH + 50 ml boric acid to 100 mi! . 9.4
36.85 m! 0.1 N NaOH + 50 mi boric acid to 100 ml 9.6
40.80 ml 0.1 N NaOH + 50 mi boric acid to 100 mi 9.8
43.90 m! 0.1 N NaOH + 50 ml boric acid to 100 mi 10.0

1 Data taken at 20 °C.

2 The- pH values reported in these tables have been calculated from the g%tzntial r;1i1easuremettl1_|ts
.04 unit higher than the

using Sorensen's standard equations (1908). The corresponding pH values are
tabulated values.
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Table 14.—Citrate Buffers of Kolithott and Vieeschouwer'2

Composition pH
0.1 M monopotassium citrate and 0.1 N HC!
49.7 mi 0.1 N HC1 + 50 mi citrate to 100 mi 2.2
43.4 m! 0.1 N HC1 + 50 ml citrate to 100 mi .... 2.4
36.8 mi 0.1 N HC1 + 50 mi citrate to 100 m! 2.6
30.2 ml 0.1 N HC1 + 50 ml citrate to 100 mi 2.8
23.6 ml 0.1 N HC1 + 50 ml citrate to 100 ml . 3.0
17.2 mli 0.1 N HC1 + 50 mli citrate to 100 m! . 3.2
10.7 ml 0.1 N HC1 + 50 mi citrate to 100 mi . 3.4
4.2 ml 0.1 N HC1 + 50 Ml Citrate t0 100 Mi ...coouceumrrruerrenememcooosossrmsssesssossssnens oo 36
0.1 M monopotassium citrate and 0.1 N NaOH
2.0 ml 0.1 N NaOH + 50 mi citrate to 100 Ml .......ccoovrerevenvmnrennn, " 3.8
9.0 mi 0.1 N NaOH + 50 ml citrate to 100 mi fiestennnssssaensessronsnsonsrrnssssarsorranersonens 4.0
16.3 ml 0.1 N NaOH + 50 Ml CRtrate t0 100 Ml ...eu.vuencreeeemmncesssmmmsmmsoomssomsomneeee 4.2
23.7 mi 0.1 N NaOH + 50 mi citrate t0 100 Ml .........cueevemor, : . 4.4
31.5 ml 0.1 N NaOH + 50 ml citrate to 100 m! rererersaensensenenns 4.6
39.2 m! 0.1 N NaOH + 50 mi citrate to 100 mi ... 4.8
46.7 mi 0.1 N NaOH + 50 ml citrate to 100 ml . 5.0
54.2 ml 0.1 N NaOH + 50 ml citrate to 100 ml 52
61.0 mi 0.1 N NaOH + 50 ml citrate to 100 mi 5.4
68.0 mi 0.1 N NaOH + 50 mi citrate to 100 mi 5.6
74.4 ml 0.1 N NaOH + 50 ml citrate to 100 ml ... 5.8
81.2 mi 0.1 N NaOH + 50 ml citrate to 100 ml 6.0

! Data taken at 18 °C. ,
2 Add tiny crystal of thymol or a few milligrams of mercury .or mercuric iodide to prevent growth of

moids.
~

Table 15.—Borate Buffer Mixtures of Sorensen

Composition - Walbum, pH at
0.01 N HCI 0.01N S(c;lgr:%e)n
(ml) NaOH (ml) 10 C 40 C 70 °C
4.75 0.00 7.82 7.64 7.55 7.47
4.50 0.00 7.94 7.98 7.86 7.76
4.25 0.00 8.14 8.17 8.06 7.95
4.00 0.00 8.29 8.32 8.19 8.08
3.50 0.00 8.51 8.54 8.40 8.28
3.00 0.00 8.08 8.72 8.56 8.40
2.50 0.00 8.80 8.84 8.67 8.50
2.00 0.00 8.91 8.96 8.77 8.59
1.50 -0.00 9.01 9.06 8.86 8.67
1.00 0.00 9.09 9.14 8.94 8.74
0.50 0.00 9.17 9.22 9.01 8.80
0.00 0.00 9.24 9.30 9.08 8.86
0.00 0.0 9.24 9.30 9.08 8.86
0.00 1.0 9.36 9.42 9.18 8.94
0.00 2.0 9.50 9.57 9.30 9.02
0.00 3.0 9.68 9.76 9.44 9.12
0.00 4.0 9.97 10.06 9.67 9.28

(B) Test solutions. The chemical substance should be dissolved in
distilled, sterile water with sterile buffer medium added to it. The con-
centrations should not exceed the lesser of 0.01 M or half the saturation
concentration (see OPPTS 830.7840, Water solubility, shake flask meth-
od), and the purest available form of the substance should be employed
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in making up the solutions. The use of mixed solvents is recommended
only in case substances with low water solubility. The amount of solvent
should be less than | percent, and the solvent should not interfere with
the hydrolysis process.

(C) Glassware. All glassware, which must be inert in the pH range
studied, should be sterilized. Stoppered volumetric flasks (no grease)
should be used for carrying out the hydrolysis reactions. If the chemical
or buffer system is volatile, or if the test is being conducted at elevated
temperatures, sealed or septum-closed tubes are preferred and head space
should be avoided.

(3) Analytical method. The analytical method will be determined by
the nature of the substance being tested. It must be sufficiently sensitive
and specific to allow determination of the different species at the test solu-
tion concentrations and may well consist of some combination of pH elec-
trodes, UV-visible spectrophotometry, conductivity, gas chromatography,
high pressure liquid chromatography, extraction and formation of
derivative(s), and determination by a suitable analytical method.

(4) Test conditions—(i) Temperature. For extrapolation purposes,
it is important to maintain the temperature of the determinations to at least
0.1 °C. An appropriate constant temperature bath should be employed.
If the hydrolytic behavior of the substance j$ unknown, a preliminary test
at 50 °C is required. For tests beyond this preliminary stage data for tem-
peratures in the range 0—40 °C are sought. They may be obtained by meas-
urement at two temperatures in this range or by extrapolation from three
higher temperatures. In any event, the determinations should be done at
temperatures differing from each other by at least 10 °C.

(ii) Light and oxygen. All of the hydrolysis reactions should be car-
ried out using any suitable method to avoid photolytic effects. All suitable
measures should be taken to exclude oxygen (e.g. by bubbling nitrogen
or argon through the solvent for 5 minutes before preparation of the solu-

tion).

(5) Performance of the test—(i) Preliminary test. A preliminary
test should be performed on the substance at 50+0.1 °C at each of pH
4.0, 7.0, and 9.0. If less than 10 percent of the reaction is observed after
5 days (ti2 > 1 year), the chemical is considered hydrolytically stable
and no additional testing is required. If the substance is known to be unsta-
ble at environmentally relevant temperatures, the preliminary test is not
required. The analytical method must be sufficiently precise and sensitive
to detect a reduction of 10 percent in the initial concentration.

(i) Hydrolysis of unstable substances. If the substance is unstable
as defined by the preliminary test, the test procedure is to be as follows:
The buffered test solutions of the substance should be thermostatted at
the selected temperatures. To test for first-order behavior each reaction
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solution should be analyzed in time intervals which provide a minimum
of six spaced data points, normaily berween 20 percent and 70 percent
of hydrolysis of that test chemical. The reaction should be examined at
three (4, 7, 9) pH’s at each of the selected temperatures with replication
at one of them (the middle temperature in the case of elevated temperature
determinations). )

(iii) Hydrolysis at pH 1.2. The above test for a hydrolytically unsta-
ble compound should also be carried out at pH 1.2, employing a single,
physiologically significant temperature (37 °C).

(e) Data and reporting—(1) Treatment of results—(i) Confirma-
tion of first order kinetics. The data’obtained should be plotted at
logio C, versus t and the reaction rate constant kobs calculated by regres-
sion analysis or from the slope: '

kobs = 2.303 X slope

(ii) Interpretation of results. If the data do not fall on a straight
line, the reaction is not first order, and the data must-be analyzed by meth-
ods beyond the scope of this test principle.

(2) Test report. (i) The test report should include information on:
Ve

(A) Sample purity.

(B) Any results appropriate to the procedure employing reference sub-
stances. »

(C) Detailed test procedure including the temperature, pH and, buffer
for each set of experiments.

(D) Detailed analytical method used for the tested substance, includ-
ing detailed method of extraction and recovery data if an extraction method
is used to separate the chemical from the aqueous phase.

(E) All concentration-time data points for reactions which were ob-
served to originate a nonlinear log concentration-time plot.

(F) Possibility of acid or base catalysis.

(ii) A suggested format for sample reporting form, which can be du-
plicated, is presented:
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in making up the solutions. The use of mixed solvents is recommended
only in case substances with low water solubility. The amount of solvent
should be less than | percent, and the solvent should not interfere with

the hydrolysis process.

(C) Glassware. All glassware, which must be inert in the pH range
studied, should be sterilized. Stoppered volumetric flasks (no grease)
should be used for carrying out the hydrolysis reactions. If the chemical
or buffer system is volatile, or if the test is being conducted at elevated
temperatures, sealed or septum-closed tubes are preferred and head space
should be avoided.

(3) Analytical method. The analytical method will be determined by
the nature of the substance being tested. It must be sufficiently sensitive
and specific to allow determination of the different species at the test solu-
tion concentrations and may well consist of some combination of pH elec-
trodes, UV-visible spectrophotometry, conductivity, gas chromatography,
high pressure liquid chromatography, extraction and formation of
derivative(s), and determination by a suitable analytical method.

(4) Test conditions—(i) Temperature. For extrapolation purposes,
it is important to maintain the temperature of the determinations to at least
£0.1 °C. An appropriate constant temperature’ bath should be employed.
If the hydrolytic behavior of the substance is unknown, a preliminary test
at 50 °C is required. For tests beyond this preliminary stage data for tem-
peratures in the range 0—40 °C are sought. They may be obtained by meas-
urement at two temperatures in this range or by extrapolation from three
higher temperatures. In any event, the determinations should be done at
temperatures differing from each other by at least 10 °C.

(ii) Light and oxygen. All of the hydrolysis reactions should be car-
ried out using any suitable method to avoid photolytic effects. All suitable
measures should be taken to exclude oxygen (e.g. by bubbling nitrogen
or argon through the solvent for 5 minutes before preparation of the solu-
tion).

(5) Performance of the test—(i) Preliminary test. A preliminary
test should be performed on the substance at 50+0.1 °C at each of pH
4.0, 7.0, and 9.0. If less than 10 percent of the reaction is observed after
5 days (ti2 > 1 year), the chemical is considered hydrolytically stable
and no additional testing is required. If the substance is known to be unsta-
ble at environmentally relevant temperatures, the preliminary test is not
required. The analytical method must be sufficiently precise and sensitive
to detect a reduction of 10 percent in the initial concentration.

(ii) Hydrolysis of unstable substances. If the substance is unstable
as defined by the preliminary test, the test procedure is to be as follows:
The buffered test solutions of the substance should be thermostatted at
the selected temperatures. To test for first-order behavior each reaction
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solution should be analyzed in time intervals which provide a minimum
of six spaced data points, normally between 20 percent and 70 percent
of hydrolysis of that test chemical. The reaction should be examined at
three (4, 7, 9) pH’s at each of the selected temperatures with replication
at one of them (the middle temperature in the case of elevated temperature
determinations). )

(iii) Hydrolysis at pH 1.2. The above test for a hydrolytically unsta-
ble compound should also be carried out at pH 1.2, employing a single,
physiologically significant temperature (37 °C).

(e) Data and reporting—(1) Treatment of results—(i) Confirma-
tion of first order kinetics. The data’obtained should be plotted at
logio C. versus t and the reaction rate constant ko calculated by regres-
sion analysis or from the slope: '

Kobs = 2.303 X slope

(ii) Interpretation of results. If the data do not fall on a straight
line, the reaction is not first order, and the data must-be analyzed by meth-

ods beyond the scope of this test principle.
(2) Test report. (i) The test report should include information on:

(A) Sample purity. 4
(B) Any results appropriate to the procedure employing reference sub-
stances. :

(C) Detailed test procedure including the temperature, pH and, buffer
for each set of experiments.

(D) Detailed analytical method used for the tested substance, includ-
ing detailed method of extraction and recovery data if an extraction method
is used to separate the chemical from the aqueous phase.

(E) All concentration-time data points for reactions which were ob-
served to originate a nonlinear log concentration-time plot.

(F) Possibility of acid or base catalysis.

(ii) A suggested format for sample reporting form, which can be du-
plicated, is presented:
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DATA SHEET FOR HYDROLYSIS STUDIES

Laboratory:
Date:
Test Substance:
Formula:
Name (TUPAC):_
Test protocol
A. Preliminary test ’
yes
" no '
buffer systems used: |
pH 4.0 '
pH 7.0 o
pH 9.0 7
Approximate saturation concentration pH
mole/L 4.0 7.0 9.0
Co: Initial concentration S—— versermsenensanses
C:: Final concentration after £days; tnex = 5 | trrssneenrsmninnees | seressesnsscsnnerens | sueereseneecenneens
o G o3 0 s o T e B D
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B. Determination

Separate runs at pH 4.0, 7.0, and 9.0 at the chosen temperature(s)
with replication at one of these (the middle temperature in the case of
determination at elevated temperature). The same format whould be used

for each pH.

Buffer solution used

Temperature

Approximate saturation concentration, _

t{ ]Jo
(S0 (L1171 PSSR PSRRI (sl [N (S VT
L [ 0. VRPN PrORSVRRURA (VRO ISRl IO IS
Hydrolysis at pH 1-2 y
Buffer solution used <
pH
Temperature
Approximate saturation concentration
t[ ]jo
(S0 (L[ RS f (PRRRRS [FSSOSU [N sl O
89 Ct wovervcece | eteeveeeenveins | e SIPSRRSSRIRY [ORR [PTO SR I
Final data
‘ temperature | initial con- reaction half-iife, t\»
centration, rate con- coefficient
pH Co stant, Kops of correla- -
°C [h] tion, r2
[mole/L] [1/s x 109]




C. Report on test method

Provide detailed description of the experimental conditions, e.g. for main-
taining sterility; to avoid photolytic effects; to exclude oxygen; to prepare
the test solution, etc. (Please use separate sheet of paper.)

Analytical combinations used

h : h

PH @IECIIOAES ....coovvies [ ittt st saeesseeene st s essesnest s s e see et ee e

UV-visible
spectrophotometry e as s s e r e ne e s e sr b e sh ek sa s b s s e e n e enas

CONAUEHVILY ..o | ittt nenenereneneesesessesesesesesessesssesesessenessssesssemssesmsee e
Gas chromatography | .......c.ccocecnccnnnnnnnnenenesneseesrseesns aseeresnestetesnnrrne et eaesarese st ene

High pressure liquid
chromatography ..... | .eccecvececrccnrecsrennnressesissnessenn sieeee et

Extraction and forma-
tON Of AEMVALVE(S) | .ucveiicriiriinicncniinenerieneeeeseeseseseseessesassassssasesessensensnsssseesens

Details of the analvtical perform;nce:

Type of apparatus

Test conditions

Was tl;e accuracy of this result determined in any additional way ?
Particular incidenté:

€Comments:
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(f) References. The following references should be consulted for ad-
ditional background material on this test guideline.

(1) Kolthoff, .M. and Laitinen, H.A. pH and Electro-Titrations, 2nd
Ed,, Wlley, pp 34-36 (1941).

2) Mabey, W.and Mill, T., Cnucal Review of Hydrolysis of Organic
Compounds in Water Under Environmental Conditions. Journal of Phys-
ical Chemistry Reference Data 7:383-415 (1978). '

(3) Gomaa, HM. et al. Kinetics of Hydrolysis of Diazoxon. Residue
Reviews 29:171 (1969).

(4) OECD Document A80.30, Summary of OECD-EEC Laboratory
Intercomparison Tesung Programme, Part 2, Umweltbundesamt, Berlin,
May 1980.
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3M ENVIRONMENTAL LABORATORY

METHOD

DETERMINATION OF THE STABILITY OF MEFOSEA IN AQUEOUS BUFFERS
USING GAS CHROMATOGRAPHY WITH ATOMIC EMISSION DETECTION

Method Number: ETS-8-90.0 Adoption date: & { /a 3 l‘{“
Revision Date: NA

Author: Thomas Hatfield, Ph.D./Cleston Lange, Ph.D./Gregory Maisel/Jeanette Wink

| Approved by:
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% ﬂw\’ ‘/ 7/ 7
Laboratory Manager Date

= clpz
Group Leader D

Mo P& 6/ 5

Technical Réwlewer Date

1. OPE AND APPLICATION

1.1 This procedure defines the steps for preparation and analysis of 2-(N-
methylperfluorooctanesulfonamido)-ethyl acrylate (MeFOSEA) from aqueous
hydrolysis by gas chromatography with atomic emission detection (GC/AED).

1.2 Acceptable Matrices: Aqueous solutions at various buffered pHs.

Word 6.0/95 Method ETS-8-90.0 Page 1 of 13
Stability of MeFOSEA by GC/AED
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2.0 SUMMARY OF THE METHOD

2.1

One milliliter of buffered aqueous sample from the hydrolysis of MeFOSEA is
quenched with 0.5 mL isopropyl alcohol (IPA) and extracted with 10 mL hexane. A
portion (1-2 mL) of the separated hexane phase is dried through an anhydrous
sodium sulfate column and then analyzed on a gas chromatograph with an atomic
emission detector.

3.0 _DEFINITIONS

3.1

32

33

34

35

3.6

Duplicate analyses. Analyses or measurements of the analyte of interest performed
identically on the same sample. The results from duplicate analyses are used to
evaluate analytical or measurement precision but not precision of sampling,
preservation or storage internal to the laboratory.

Sample duplicates. Two samples taken from and representative of the same sample
source and carried through all steps of the sampling and analytical procedures in an
identical manner. Duplicate samples are used to assess variance of the total method,
including sampling and analysis.

Matrix spike. Prepared by adding a known mass of target analyte to specified
amount of a sample matrix for which an independent estimate of target analyte
concentration is available. Matrix spikes are used to determine the effect of the
matrix on the method’s recovery efficiency.

Solvent blank. A sample of analyte-free medium to which all reagents are added in
the same volumes or proportions as used in sample processing but is not carried
through the complete sample preparation and analytical procedure.

Continuing Calibration Verification (CCV). A standard analyzed periodicaily
during an analytical run to verify the continued accuracy of the calibration curve.
This solution may be prepared from a different source of lot number than the
calibration curve standards.

Limit of Quantitation (LOQ). The lowest concentration that can be reliably
achieved within specified limits of precision and accuracy during routine laboratory
operating conditions. It may be nominally chosen within these guidelines to simplify
data reporting. For many analytes, the LOQ analyte concentration is selected as the
lowest non-zero standard in the calibration curve. Sample LOQs are highly matrix
dependent.

Method ETS-8-90.0 Page 2 of 13
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4.0

WARNINGS AND CAUTIONS

4.1

4.2

3.0 INTERFERENCES

Health and Safety Warnings:

4.1.1 Wear the proper lab attire for all parts of these procedures. Wear gloves at
all times.

4.1.2  Handle all solvent in a hood for all parts of the described sample
preparation procedure.

4.1.3  For potential hazards of each chemical used, refer to material safety data
sheets, packing materials and 3M Environmental Laboratory's Chemical
Hazard Review.

4.14  Use care when working with GC/AED because high temperatures and
ultraviolet light are present.

Cautions:

4.2.1  Rinse with solvents all glassware used to prepare standards to reduce the
possibility of contamination.

5.1 Contaminants in solvents, reagents, glassware, and other sample processing or
analysis hardware may cause interferences. Routinely analyze laboratory solvent
blanks to demonstrate that no interferences are present during the analysis.

6.0 EQUIPMENT

6.1 Balance, capable of measuring to 0.1 mg.

6.2 Shaker, incubating, capable of holding at 50°C + 3°C.

6.3 pH meter, Corning Model 308 pH/Temperature Meter with 3-in-1 gel filled ‘
combination electrode (pH/reference/temperature) or equivalent.

6.4 Gas Chromatograph, HP 5890 Series II, with HP 5921A Atomic Emission Detector
(AED) or equivalent.

6.5 Column, J & W Scientific Incorporated, DB-5MS, 30 m x .25 mm x .25 um or

equivalent.

Method ETS-8-90.0 Page 3 of 13
Stability of MeFOSEA by GC/AED

000055



6.6

6.7

6.8

Data Recording System, HP ChemStation Rev. A.05.04 with Windows NT
software.

Autosampler, HP 7673 or equivalent.

Clock.

7.0 SUPPLIES AND MATERIALS

7.1

7.2

7.3

7.4

7.5

7.6

7.7

Autovials, crimp top, 1.5 mL.

Vials, glass screw top, 40 mL, I-CHEM or equivalent.
Labels, Avery 5160 or equivalent.

Graduated pipettes, glass, disposable, various sizes.
Pasteur pipettes, glass, disposable.

Volumetric flasks, various sizes.

Beakers, glass, various sizes.

8.0 REAGENTS AND STANDARDS

8.1

Buffer solutions

Prepare the buffer solutions in 1000 mL quantities. Adjust pH with NaOH or HCL.
Use a portable pH meter to calibrate all buffer solutions. Record final pH
measurements of buffers. Store the buffer solutions in sealed 1000 mL flasks.
Prepare buffers as follows:

8.1.1 pH 1.5 +0.3

a) 250mL of 0.1 M HC],
b) 125 mL of 0.2 M KC],
¢) Bring to a final volume of 1 L with ASTM Type I H,O.

Method ETS-8-90.0 Page 4 of 13
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8.2

83

8.4

8.1.2 pH5.0+0.3

a) Dissolve 3.57 g ammonium acetate in 200 mL ASTM Type I H,O.

b) Add 230 mL of 0.052 M acetic acid (3 mL glacial acetic acid into 1 L
ASTM Type I H,0)

¢) Bring to a final volume of 1 L with ASTM Type I H,O.

8.1.3 pH 7.0 + 0.3

a) Dissolve 7.9 g Trizma®-HCl in 200 mL ASTM Type I H,O.
b) Adjust pH to 7.0 with 0.1N NaOH.
¢) Bring to a final volume of 1 L with ASTM Type I H,0.

8.1.4 pH 9.0 + 0.3

a) 46mL of0.1 NHCL

b) 125 mL of 0.1 M borax (sodium borate, 10 hydrate).

¢) Adjust pH to 9.0.

d) Bring to a final volume of 1 L with ASTM Type I H,0.

8.1.5pH 11.0+0.3
a) 250mL of 0.1 N NaOH.
b) 250 mL of 0.1 M borax.
¢) AdjustpHto 11.0.
d) Bring to a final volume of 1 L with ASTM Type I H,0.

Acetone, spectroscopy grade or equivalent.

IPA, spectroscopy grade or equivalent.

Hexane, 85% n-Hexane, spectroscopy grade or equivalent. Use hexane in post-
injection solvent washes for the GC/AED. Prepare a one L hexane solution

containing 10 mL of IPA (hexane-1% IPA) to use for extraction and for solvent
blanks.

Method ETS-8-90.0 Page 5 of 13
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8.5 MEeFOSEA, prepared in acetone, approximately 10,000 ppm. Weigh 0.1 g of
MeFOSEA and dissolve in 10 mL acetone. Use this solution for calibration
standards, test analyte samples and spikes.

8.6 Sodium sulfate, anhydrous, 60 mesh, reagent grade.

9.0 SAMPLE HANDLING

9.1 Handle all samples and standards in a well-ventilated area. Wear gloves when
handling solutions.

9.2 Prepare hydrolysis sample prep worksheets for each sample set. (Attachment A.)
Prepare a tracking schedule for sample extraction.

9.3 Analyze all samples as soon as possible after extraction. If samples cannot be
analyzed immediately, store in refrigerator at approximately 4°C.

10.0 QUALITY CONTROL

10.1 Solvent blank. Prepare solvent blanks (hexane-1% IPA). This serves as an
instrumental check for any analyte carryover.

10.2 Duplicates. Prepare a sample and a duplicate. Perform two injections of each.

10.3 Matrix spikes. Prepare a post-hydrolysis matrix spike for each of the pHs uséd in
the study. Perform two injections of each spike.

10.4 CCV. Run a CCV every 15 or fewer injections.

11.0 CALIBRATION AND STANDARDIZATION

11.1 Standard preparation. Prepare six calibration standards of MeFOSEA. Standards
from approximately 1.6 to 32 ppm are suggested.

11.2 Calibration standards. Analyze calibration standards at the beginning of the run.
11.3 Coefficient of Determination. The acceptable coefficient of determination (1) is

0.990 or greater. Curves should be examined closely for linearity and intercept,
particularly for accuracy of quantitation at the high and low ends of the curve.
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.0 PRO

RE

12.1 Sample preparation.

12.1.1

12.1.2

12.1.3

12.1.4

12.1.5

12.1.6

12.1.7

12.1.8

12.1.9

12.1.10

Establish time points for sample analysis. Typical time points are at days
0,1,2,7, 14,21 and 28.

For each pH to be tested, set up the 40 mL I-Chem vials to allow for a
sample, a duplicate and a spike for the duration of the experiment. Each
time point has 3 samples per pH and five pHs for a total of 15 vials per
time point.

Create labels and affix to vials. Label information should include date, a
sample number; the pH; whether the vial contains sample, duplicate or
spike; the time point; and the initials of the analyst. An example using
June 15, 1999 is: 61599-MeFOSEA-002

pH 1.5

Duplicate

Day 0

CCL

Remove vial éap. With a pipette, add 1 mL of buffer to the bottom of each
vial, taking care to avoid the walls of the vial. Always replace cap
immediately after any addition to minimize evaporation.

Using a 25 pL gas-tight syringe, add 10pL of MeFOSEA test analyte
solution to each vial with buffer, except for those marked Day 0. Tilt the
vial so the buffer runs to one side of the bottom of the vial. Add the test
analyte solution on the opposite side of the vial, away from the buffer.

Prepare time zero samples when adequate time is available to immediately
quench the samples. Set up each sample individually. Extract each one
with hexane-1% IPA before starting another to get a true time zero.

Fill out hydrolysis sample prep worksheets (Attachment A) for each
sample set.

Place the samples in the 50°C incubator. Set for 100 rpm shaking. Note
time, date, and temperature on worksheets.

At the specified time point, remove samples from the incubator. Let cool
to room temperature for 15 minutes.

Add 10 pL of the MeFOSEA spike solution to the bottom of each spike
vial so it mixes with buffer.

Method ETS-8-90.0 Page 7 of 13
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12.1.11 Add 0.5 mL of IPA to all vials. Swirl to mix.

12.1.12 Add 10 mL of the hexane-1% IPA to vials. Recap vials and shake
vigorously for 10-15 seconds. Let settle for 1 minute. The water phase is
on the bottom; the hexane phase is on the top.

12.1.13 With a pipette, pull off a portion (1-2 mL) of the top phase. Dispense the
hexane onto a column consisting of approximately 1 inch height of
Na,SO,, in a Pasteur pipette. Allow the hexane extract to flow through the
column into a prelabeled autovial. Use two autovials per sample. Cap the
vials. Store one set of vials in the freezer at approximately -20°C. Place
the other set of vials in the autosampler for analysis. If samples cannot be
immediately analyzed, store in refrigerator at approximately 4°C.

12.2 Solvent blanks.

12.2.1 To 40 mL I-Chem vials, add 10 mL of hexane-1% IPA. Analyze in the
same manner as the samples.

12.3 Sample analysis.

12.3.1 Install the analytical column and establish instrument conditions. Allow
the system to equilibrate for 30 minutes before starting the analysis.

TABLE 1. SUGGESTED GC CONDITIONS FOR SAMPLE ANALYSIS

PARAMETER SUGGESTED VALUE

Inlet temperature: 180°C
Inlet liner: 4 mm ID, single gooseneck, glass
Detect temperature: 280° )
Carrier gas: Helium
Oven Program:

Initial temperature: 50°C

Initial time: 1.00 min.

Rate: 15.0°C/min.

Final temperature: 300°C

Final time: 0.00 min.
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12.3.2 Set head pressure for a linear velocity through column between

28-32 cm/sec.

TABLE 2. SUGGESTED AED CONDITIONS FOR SAMPLE ANALYSIS

PARAMETER SUGGESTED VALUE
Transfer line: 280°C
Cavity: 280°C
Min. peak width: 0.054 min.
Data rate: 50hz
Solvent vent program:
On time: 0.00
Off time: 3.50 minutes
Elements: Carbon 193, Sulfur 181, Nitrogen 17
Spectra: Save :

12.3.3 TABLE 3. SUGGESTED AUTOSAMPLER CONDITIONS

FOR SAMPLE ANALYSIS
PARAMETER SUGGESTED VALUE

Autosampler injector: 7673
Sample washes: 1
Sample pumps: 3
Injection volume: 1.0 uL
Syringe size: 5.0uL
On column: Off
Nanoliter adapter: Off
Post Injection Solv A washes: 4 (hexane)
Post Injection Solv B washes: 4 (hexane)
Viscosity delay: 0 sec
Plunger speed: Fast

12.3.4 Enter the standard and sample information into the sequence table.
Analyze calibration standards first, then a sample set of 15 or fewer
injections, followed by either the continuing calibration verification
standard or by the full set of calibration standards. Run a solvent blank
after the highest calibration standard and after a set of 15 or fewer
injections to check for any analyte carryover.

Method ETS-8-90.0

Stability of MeFOSEA by GC/AED

000071

Page 9 of 13



12.3.5 Place the standards, samples and QC (duplicates, matrix spikes, and
blanks) into the autosampler tray according to the order they are listed in
the sequence table of the HP ChemStation.

12.3.6  Start the sequence.

13.0 DATA ANALYSIS

13.1 Matrix spike recoveries. Calculate spike recoveries using the formula below:

(spiked sample result — sample result)
% recovery = x 100
actual spiked amount

13.2 MeFOSEA concentrations. Calculate the concentration of MeFOSEA in the
hexane extract by external method using the calibration curve.

13.3 Data plot. Obtain a plot of MeFOSEA concentration in the hexane extract as a
function of time for each pH. Use these data for degradation rate determinations.

14.0 D PERFORMANCE

14.1 Solvent blanks. The measured value for the solvent blank should be less than half
the LOQ of the method.

14.2 Sample duplicates. The warning limits are the average + twice the relative percent
difference. The control limits are the average + three times the relative percent
difference. If the lower value of the warning or control limit calculates to be less
than zero, use zero as the low limit.

14.3 Matrix spikes. The recovery warning limits are the average spike recovery + twice
the standard deviation. The recovery control limits are the average spike recovery +
three times the standard deviation.

14.4 CCV. Analyze a mid-range calibration standard and a solvent blank after 15 or
fewer sample injections and at the end of the run. If the percent difference for the
amount of measured analyte exceeds + 25% of the true value, relative to the initial
standard curve, stop the run. Use only those samples analyzed before the last
acceptable calibration check standard. Reanalyze the remaining samples with a new
calibration curve.

Method ETS-8-90.0 Page 10 of 13
Stability of MeFOSEA by GC/AED

000072



14.5 Coefficient of Determination. The coefficient of determination (r*) should be
0.990 or greater. The curves should be examined closely for linearity and intercept,
particularly for accuracy of quantitation at the low and high ends of the curve.

14.6 LOQ. The LOQ is equal to the lowest standard in the calibration curve.

18, TION PREVENTION AND WASTE MANAGEMENT

15.1 Dispose of sample waste according to acceptable laboratory practice. Refer to the
3M Waste Stream procedure for further information.

16.0 RECORDS

16.1 Print out hard copies of all graphics and data analysis summaries for archiving.
16.2 Sign and date all graphics and label with instrument ID.

16.3 Record sample weights and extraction information on the hydrolysis sample prep
worksheets (Attachment"A).

16.4 Print out the sample sequence table, reduce the size with photocopying and tape the
photocopy into the instrument log. Keep all the original copies in the raw data files
package.

16.5 Print chromatograms and internal standard reports for all analyses.

16.6 Print calibration tables and curve information and store in raw data file.

16.7 Store hydrolysis sample prep worksheets in the raw data file.

16.8 Enter all standard preparation information in the standards preparation logbook.

16.9 Backup all electronic data to appropriate media.

17.0 TABLES, DIAGRAMS, FLOWCHARTS, AND VALIDATION DATA

17.1 Method validation has not been performed for this method.
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6200090

Fluorochemical Degradation (Hydrolysis) Analysis

TEST ANALYTE:
HOURS:
ISTD Spike
Time of Initial Buffer Volume  Test Analyte Solution  Solution Time of Quenching
Sampie No. Description Prep Buffer pH {mL) Solution (uL) (ul) (uL) Quenching Soivent (mL)
- - Sampie 1.5 1.0
- - Duplicate 1.5 1.0
- - Spike [ ] 1.5 1.0
- - Sample 5 1.0
- - Duplicate 5 1.0
- - Spike [} 5 1.0
- - Sample 7 1.0
- - Duplicate 7 1.0
- - Spike [ ] 7 1.0
- - Sample 9 1.0 .
- - Duplicate 9 1.0
- - Spike [ ] 9 1.0
- - Sample 11 1.0
- - Duplicate 11 1.0
- - Spike [_] 1" 1.0
Date of Initial Prep: Date of Quenching:
Test Analyte Quenching Temperature of Incubator (°C):
Solution ISTD Solution  Spike Solution  goiution Incubation Start (Date and Time):
StandardfT’raceabano. B Incubation Stop (Date and Time):
Component Total incubation Time:
Concentration (pg/ml) NA
Buffer Addition by: ’ Centrifugation Yes / No Filtration: Yes / No
ISTD Addition by: Centrifuge: By:
Test Analyte Addition by: RPM: Pore Size: um, Brand:
Quenching by: Time: min
Spike Addition by: - By: Reviewed by:
Autovial Aliquoting by:
Attachiment A Method ETS-8-90.0 Page 13 of 13 Page 13 0of 13
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Appendix C: MeFOSEA Sample Preparation Logsheets

Attomey Client/MWork Product Privileged

Do Not Copy
Do Not Disclose

0Q0076



Fluorochemical Degradation (Hydrolysis) Analysis

TEST ANAYLTE: Methyl FOSEA ( THAR3IFZ) Date 11/23/98
HOURS: day 0
ISTD Spike
Time of Initial Buffer Volume Test Analyte  Solution  Solution Time of Quenching
Sample No. Description Prep Buffer pH (mL) Solution (ulL) (ub) {ub) Quenching Solvent (mL)
"{L,xf - /101998 -MeFOSEA-001  Sample 2 popet 8 15 1.0 10 inquench 0 2 oo 10
./1 01998 -MeFOSEA-002 Duplicate 2 CU/I"] Nn-24 15 1.0 10 in quench 1] 2o 10
% 101998 -MeFOSEA-003 _ Spike [X ] 2.02 /-2 15 1.0 10 inquench 10 2. 02 10
6\\4 101998 -MeFOSEA-004 Sample 2L 5 1.0 10 in quench Q 2: o, 10
101998 -MeFOSEA-005  Duplicate , 20 5 1.0 10 in quench 0 204 10
10]998 -MeFOSEA-006  Spike [A] 204 5 1.0 10 in quench 10 e 10
101998 -MeFOSEA-007  Sample 106 7 1.0 10 in quench ] 2:00 10
998 -MeFOSEA-008 Duplicate L Vb 7 1.0 10 in quench 1] 2o 10
10§998 -MeFOSEA-009 __ Spike [T L7 0% 7 10 10 inquench 10 7-08 10
\
10*998 -MeFOSEA-010  Sample 2’08 9 1.0 10 in quench Q 2104 10
101998 -MeFOSEA-011  Duplicate _ 240 9 1.0 10 in quench [i] 2 0 10
101p98 -MeFOSEA-012 _ Spike L[A) 2:10 9 10 10 inquench 10 2o 10
101p98 -MeFOSEA-013  Sample 27 11 1.0 10 in quench 0 R/ 10
o 101P98 -MeFOSEA-014 Duplicate 2 17 11 1.0 10 in quench 0 22 10
o 101998 -MeFOSEA-015  Spike i1 1 1.0 10 in quench 10 272 10
= { Ol Date of Initial Prep: 11-2-F ) Date of Quenching: //-zv.
= ARG g Z
~3 Test Analyte SPIKE  Quenching Temperature of Incubator (°C): 50
3 Solution ISTD Solution @33dion - Solution Incubation Start (Date and Time): _,/.¢ 7 v& 2 ¢
Standard/Traceability No. 98086 - 3-16 ~F41 W3 -u 98086 -3 -11 Incubation Stop (Dateand Time): //- ¢ ¥ 9. 2"V
Component Me coseA 7 Hexane + £57D Total Incubation Time: Z
Concentration (ug/ml) 10,230 pom 9. JIYM 9-32¢ ppo
W13 7T
Buffer Addition by: TID C,_.} ki e’ Yes (\No
iAoy Cbk.: Centnfuge Rou;an By:
Test Analyte Additionby:  8CL , mMEA(pH9,1) RPM: Pore Size: um, Brand:
—~Qumachiag by:1 QoA Time: min :
vQpike Addition by: ¢ A By: Reviewed by: ,& P 2Pcrene 57//3/97

“imioviat Aliquoting - 004 |

3M Environmental Laboratory Request No: U2744 BESI cnpv AVA'mlE
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Fluorochemical Degradation (Hydrolysis) Analysis

TEST ANAYLTE: Methyl FOSEA Date 11/23/98
HOURS: day 1
ISTD Spike
Time of Initial Buffer Volume TestAnalyte  Solution  Solution Time of Quenching
Sample No. Description Prep Buffer pH (mL) Solution (uL) () {uL) Quenching Solvent (mL)

{QdoaﬁMeFOSEA-ms Sample 2 S0 /m 1.5 1.0 10 in quench 0 2:30 10

101498 -MeFOSEA-017 Duplicate 2SO LM 1.5 1.0 10 in quench 0 ) 10

101908 -MeFOSEA-018  Spike [XJ] 250 A 1.5 1.0 10 in quench 10 10

1019LB -MeFOSEA-019  Sample 65 5 1.0 10 in quench 0 10

1019P8 -MeFOSEA-020  Duplicate , 205 5 1.0 10 in quench 0 10

1019P8 -MeFOSEA-021  Spike [A] 2:0< 5 1.0 10 in quench 10 10

101 $8 -MeFOSEA-022  Sample Z:es 7 1.0 10 in quench 0 10

101998 -MeFOSEA-023  Duplicate_ , 3o 7 1.0 10 in quench [i] 10

101988 -MeFOSEA-024  Spike 2 0S 7 1.0 10 in quench 10 10°

101 498 -MeFOSEA-025  Sample 3:20 9 1.0 10 in quench Q 10

101998 -MeFOSEA-026  Duplicate 2:20 9 1.0 10 in quench 0 10

101998 -MeFOSEA-027  Spike 2:¢0 9 1.0 10 -in quench 10 10

[}

101498 -MeFOSEA-028  Sample 2: /0 11 1.0 10 inquench @ ‘L 10

101498 -MeFOSEA-029  Duplicate 2:d0 11 1.0 10 in quench 0 10

101998 -MeFOSEA-030 __ Spike 3:/0 11 1.0 10 inquench 10 %fﬂt

€/ Date of Initial Prep: //-23 -7/ Date of Quenching: ‘//-2¥. e pil
By
Test Analyte SPL Quenching Temperature of Incubator (°C):
Solution ISTD Solution  Solution Solution

Standard/Traceability No.  £10086-3-lh 9 oeB-3-/9 w3en12 9 -3 4

Component MEFOER EFAH PMFA A

Concentration (ug/mlL) 10,730 2 ‘}5,,, sk ]

Mpwpooon ty: TN ( by Ca)

3M Environmental Laboratory Request No: U2744

Yes @0)

Centrifuge: Roujan
RPM:

Time: min
By:

Pore Size: um, Brand:

Reviewed by: s L7 endl 73/%9
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Fluorochemical Degradation (Hydrolysis) Analysis

TEST ANAYLTE: Methyl FOSEA Date 11/23/98
HOURS: day 2
ISTD Spike
Time of Initial Buffer Volume Test Analyte  Solution  Solution Time of Quenching
Sample No. Description Prep Buffer pH {mL) Solution (uL) {ul) (uL) Quenching Solvent (mL)

!ﬁ-jMGMeFOSEA-OM Sample 2' S 1.5 1.0 10 in quench 0 ,2 ,'09-, 10 s <A T

101998 -MeFOSEA-032  Duplicate 252 1.5 1.0 10 in quench 0 ‘93—0952 2p 10

101998 -MeFOSEA-033  Spike 2:<a 15 1.0 10 in quench 10 ﬂ..% 2: (010

101L98 -MeFOSEA-034  Sample 3. F 5 1.0 10 in quench 0 203 10

101498 -MeFOSEA-035  Dupiicate _ 2 4 5 1.0 10 in quench 0 2:0F 10

101998 -MeFOSEA-036  Spike [ /) 4 5 1.0 10 in quench 10 21D 10

101 QLS -MeFOSEA-037  Sample 72:68 7 1.0 10 in quench 0 203 10

1019p8 -MeFOSEA-038  Duplicate | z:07 7 1.0 10 in quench 0 207 10

1019p8 -MeFOSEA-039  Spike [ V) 29 7 1.0 10 in quench 10 7] 10

101 $8 -MeFOSEA-040  Sample 320 9 1.0 10 in quench 1] 2.04 10

101998 -MeFOSEA-041  Duplicate 2:2D 9 1.0 10 in quench 0 2:67 10 a8

101998 -MeFOSEA-042 _ Spike [ /) 2:20 9 1.0 10 .inquench 10 L 10 \;

~

101498 -MeFOSEA-043  Sample 3:¢0 11 1.0 10 in quench 0 2405 10 L Y

101498 -MeFOSEA 044 _ Duplicate 3 40 11 1.0 10 in quench 0 2.00 10 N

101498 -MeFOSEA-045  Spike [\ 34D 11 1.0 10 in quench 10 A2 10 h

‘y Date of initial Prep: /) -235 -9/ Date of Quenching: _//- L5 i ¥ 2
Test Analyte SPK  Quenching Temperature of Incubator (°C): 3
Solution ISTD Solution  Solution Solution Incubation Start (Date and Time):

Standard/Traceability No. F,of6- it CF/ NSl “fegee 377 4&»3«» (Data:and Timek

Component M tedi P Gl 519 MprA Jeunt [ 1/7] - Total Incubation Time: ..,

Concentration (ug/mL) 10,750 pem 9 LY gl

eoc . —

Buffer Addition by: 3N Centrifugation Yes @;_, Filtration: Yes A No

ISTD Addition by: g 0L <] »kﬁMb Centrifuge: Roujan By:

Test Analyte Addition by: NS ; RPM: Pore Size: um, Brand:

Quenching by: - TMG Time: min ,

Spike Addition by: TINMEG By: Reviewed by: ;5;& Nacaf s7,{3/9y

Autovial Aliquoting by:  “TM A&

Added ¢.5mt TPA b 2act el THEG

/7’7 L‘V

. ¢ 3M Environmental Laboratory Request No: U2744
b addition ,ﬂjw.,zw? Shhin,



Fluorochemical Degradation (Hydrolysis) Analysis

TEST ANAYLTE: Methyl FOSEA Date 11/23/98
HOURS: day 7 .
08'/ ISTD Spike
\\'Lq’ Time of Initial Buffer Volume Test Analyte  Solution  Solution Time of Quenching
Sample No. Description Prep Buffer pH {mL) Solution (ulL) (ub) {(ub) Quenching Solvent (mL)
w/ -{vﬁoa MeFOSEA-046  Sample 2:8Y 15 1.0 10 in quench 0 9. 35' 10
M 101898 -MeFOSEA-047  Duplicate 2:8Y 1.5 1.0 10 in quench [i] q:3F 10
101p98 -MeFOSEA-048  Spike [7] 2.SY 15 1.0 10 in quench 10 9:40 10
101L98 -MeFOSEA-049  Sample 307 5 10 10 in quench 0 ‘36 10
101B98 -MeFOSEA-050  Duplicate 2:0% 5 1.0 10 in quench 0 1 38 10
101p98 -MeFOSEA-051  Spike LA 7:09 5 1.0 10 in quench 10 G 10
101P98 -MeFOSEA-052 _ Sample 2:09 7 1.0 10 inquench 0 2.3 10
101p98 -MeFOSEA-053  Duplicate 3.'0% 7 1.0 10 in quench 0 q:4¢ 10
101998 -MeFOSEA-054  Spike [\ / 209 7 1.0 10 in quench 10 9:42 10
101L98 -MeFOSEA-056  Sample 28 9 1.0 10 in quench 1] 94 10
10198 -MeFOSEA-056  Duplicate g0 9 10 10 in quench 0 q:29 10
101p98 -MeFOSEA-057  Spike [~ 2:20 9 10 10 -inquench 10 T 10
101b98 -MeFOSEA-058  Sample Z:¢8 11 1.0 10 in quench 0 9:37 10
101p98 -MeFOSEA-059 _ Duplicate 3240 1 1.0 10 in quench [i] T 40 10
10yP98 -MeFOSEA-060  Spike [ ] 7u/p 11 1.0 10 in quench 10 9:43 10
g \V/ Date of Initial Prep: 7/~2.3 24 Date of Quenching: //-30.9f(
? Test Analyte ] SPI Quenching Temperature of Incubator (°C):
% Solution ISTD Solution  Solution Solution “{giuhation Start.(Date dind Time): Igw
o Standard/Traceability No. WoH-3-1¢ ?fo,s(r —ﬁ' 17) incubation Stop (Date and Time): /(9%
Component VAR RG] - L P et Incubgiion Times,
Concentration (ug/mL) 76"730 RN
 Balsiidiion by: ‘J':m(‘“""*” M Aiisiore ves (o)
1SR Agidition by» Centnfuge Roujan By: ~7
T4t Anglyte:Addition byy RPM: Pore Size: um, Brand:
Quenching by: a1 MG Time: min .
Spike Addition by: l’l’M_é, By: Reviewed by: )g Ao el S, //3/97
Autovial Aliquoting by: NG

Adaed 0.5 mL 1PA 1 2athviad
ot addihon of ?mdszm

3M Environmental Laboratory Request No: U2744

7MC—|



Fluorochemical Degradatlon (Hydrolysis) Analysis

TEST ANAYLTE: Methyl FOSEA Date 11/23/98
HOURS: day 14
ﬂ/ ISTD Spike
“3. Time of Initial Buffer Volume TestAnalyte  Solution  Solution Time of Quenching
Sample No. Description Prep Buffer pH (mL) Solution (uL) (ub) {uL) Quenching Solvent (mL)
\rg\“a\ ﬂQ!bQB ~MeFOSEA-061  Sample 2:¢b 15 1.0 10 in quench 0 [:58 pr 10
6 101998 -MeFOSEA-062 Duplicate 2:56 15 1.0 10 in quench Q 1:59 10
101998 -MeFOSEA-063  Spike [) 2:Sé 1.5 1.0 10 in quench 10 |59 10
101!98 -MeFOSEA-064  Sample 34 5 1.0] 10 in quench 0 2:67 10
101p98 -MeFOSEA-065  Duplicate 3/ 5 10 10 in quench 0 A0 10
101p98 -MeFOSEA-066  Spike [ oF 3 5 1.0 10 inquench 10 2 O] 10
101998 -MeFOSEA-067  Sample $:// 7 1.0 10 in quench 0 wivli 10
109998 -MeFOSEA-068  Duplicate 2:/7 7 1.0 10 in quench 0 R o2 10
101p98 -MeFOSEA-069  Spike [/ 7 7 1.0 10 in quench 10 2o 10
101P98 -MeFOSEA-070  Sample 2:20 9 1.0 10 in quench 0 203 10
101998 -MeFOSEA-071  Duplicate  /  7.,0 9 1.0 10 in quench 0 274 H% 10
101998 -MeFOSEA-072  Spike [ V1 42174 9 1.0 10 -in quench 10 A 04 10
101#98 -MeFOSEA-073  Sample 3: o 11 1.0 10 in quench 0 Q ZO‘f 10
101498 -MeFOSEA-074  Duplicate ; o 11 1.0 10 in quench 0  H.05 10
& 101998 -MeFOSEA-075  Spike [\ A 240 11 1.0 10 inquench _ 10 . 2'4S 10
& \V Date of initial Prep: , /_ > 2 -G v’Date of Quenching: 2a&i ‘
2 b vy
e Test Analyte r Quenching
) Solution ISTD Solution  So Solution
P Standard/Traceability No. 9. -2 b 15 LWBDK - I1F
Component Mﬁ? m @A
Concentration (ug/mL) ”M AT
CA
At Addion by 'n% (v ez -
aehdlton by S - :
FontiAnalyte Addition byr L__ RPM: Pore Size: um, Brand:
Quenching by: <M Time: min
Spike Addition by:  ~ i By: Reviewed by: ﬁ A rac el 5A3/77

Autovial Aliquoting by:  SM(, IJ
Added 0 S ml If’ﬂ Lilh , | |
vl ['}’ [IM{ M o ? W&lij 3M Environmental Laboratory Request No: U2744
P otutron. T




Fluorochemical Degradation (Hydrolysis) Analysis

TEST ANAYLTE: Methyl FOSEA Date 11/23/98
HOURS: day 21
g ISTD Spike
| njﬂ Time of Initial Buffer Volume Test Analyte  Solution  Solution Time of Quenching
Sample No. Description Prep Buffer pH {mL) Solution (uL) {uL) {uL) Quenching Solvent (mL)
cp’\a‘i 404§98 -MeFOSEA076  Sample z:cp 15 1.0 10 inquench @ 9:39 10
6\\‘) 101998 -MeFOSEA-077  Duplicate 2:58 1.5 1.0 10 in quench 0 9:39 10
101498 -MeFOSEA-078  Spike [Z] () 2:07 1.5 10 10 inquench 10 J. 4 10
1019¥8 -MeFOSEA-079  Sample 2,2 5 1.0 10 in quench 0 9. 4| 10
101998 -MeFOSEA-080 Duplicate 2:43 5 1.0 10 in quench Q0 94| 10
101998 -MeFOSEA-081 _ Spike (/] () 3./3 5 10 10 inquench 10 49 10
1019L8 -MeFOSEA-082  Sample 7:13 7 1.0 10 in quench 0 943 10
101998 -MeFOSEA-083  Duplicate FTE 7 1.0 10 in quench 0 Y:43 10
101998 -MeFOSEA-084 _ Spike LA (1) 3% 7 10 10 inquench 10 “44 10
101J98 -MeFOSEA-085  Sample 3. 30 9 1.0 10 in quench 0 Q.44 10
101998 -MeFOSEA-086  Duplicate 3: 30 9 1.0 10 in quench Q 949 10
101998 -MeFOSEA087 _ Spike L1 (i)  2:3D 9 1.0 10 .inquench 10 T 42 10
- 101198 -MeFOSEA-088  Sample 3:50 1 10 10 in quench 0 .y 10
= 101498 MeFOSEA-089 __ Dupiicate _ . 2.SD 11 1.0 10 in quench i T, 10
) 101498 -MeFOSEA-090  Spike lzr /) 3:50 11 1.0 10 inquench 10 447 10
% WV Date of Initial Prep: ,)- 2 Z2-9 Oate of Quenchlngwlwm_: p
N Test Analyte SOSf Quenching Temperature of Incubator (°C): 50
Solution ISTD Solution Ut Solution Jiizubation Start (Date and Time): #2356/ 3:30/°M
Standard/Traceability No. .2-/¢ -39 U)34%-l] O0-15-/6 Incubation Stop (Date and Time): bt/14 (3% £ 32 An~
Component AMerSeEd e FnIX Yo -hs-0 ) . Egigtincubation Time: Log i
Concentration (ug/mL) IO dﬁW} ) EF ) ' Z
. ttr
BoflerAddition by: "33} (¥ s l?(ﬂ) w —Fitraligns Yes @
ISTD Addition by: TME Centrifuge: Roujan By: N\ /
TestAnslyte Addtion b (L0 RPM: Pore Size: um, Brand:
Quenching by: TMG Time: min
Spike Addition by: TR G By: _ Reviewed by: ﬁa aceel 5/3/77
Autovial Aliquoting by. __ TMG Added 0SmL TPA 1 m%'d ng &b
0 Also S/pih%cd with 10 of M nvironngrm Lab{)ﬁt “éb:'quest ; uf744 "
N i seat 10, ppr in ace

@ At 0/MW paopved 1 Tha freceey wwa’ ﬂ’vﬁm

! ry( A i""'l'{‘hw: ) ,,”\ ¥t ('" .1\/’(.1‘ ll/ll, ~ 4 5

12 Ing g

-~ -
{12 A IE I A



Fluorochemical Degradation (Hydrolysis) Analysis

TEST ANAYLTE: Methyl FOSEA Date 11/23/98
HOURS: day 28
ISTD Spike
t" Time of Initial Buffer Volume TestAnalyte Solution  Solution Time of Quenching
," Sample No. Description Prep Buffer pH {mL) Solution (uL) {ul) {uL) Quenching Solvent (mL)
eFOSEA-091  Sample 3:00 15 1.0 10 in quench Q fo-9 10
v 98 -MeFOSEA-092  Duplicate T ov 15 1.0 10 in quench 0 10.49 10
o ()ﬁq 101998 -MeFOSEA093 __ Spike 7))  3' 0% 15 1.0 10 inquench 10 160~ 10
a 101198 -MeFOSEA-094 Sample 3:40 5 1.0 10 in quench 1] 10-5) 10
101498 -MeFOSEA-095  Duplicate 2:4 5 1.0 10 in quench Q 10:57 10
101998 -MeFOSEA-096 __ Spike L1 7) 7:K 5 1.0 10 inquench 10 10: 5/ 10
101498 -MeFOSEA-097  Sample 3¢ 7 10 10 in quench 0 1p: 52 10
101908 -MeFOSEA-098  Duplicate 2:1< 7 1.0 10 in quench Q io:-53 10
101998 -MeFOSEA099  Spke [\AR)  7uS 7 1.0 10 inquench 10 15.5% 10
1019L8 -MeFOSEA-100  Sample 3:39 9 1.0 10 in quench 0 { 0f5‘-f 10
101998 -MeFOSEA-101  Duplicate 72D 9 1.0 10 in quench Q Jo:54 10
101908 -MeFOSEA-102  Spike [)ff)  3:29 9 1.0 10 .inquench 10 (0.5 10
101J98 -MeFOSEA-103  Sample 350 11 1.0 10 in quench 0 j0'% 10
101998 -MeFOSEA-104  Duplicate , ¢ ' L0 11 1.0 10 in quench Q l0:5k 10
101498 -MeFOSEA-105 _ Spike L A() 3:¢d 11 10 10 inquench 10 [0:5% 10
Date of Initlal Prep:  //- 2 2-9F Date of Quenching:  /2/2) /4§
Test Analyte _ Sﬂg@ Quenching Temperature of Incubator (°C): 50
Solution ISTD Solution  Solution  gojution ingubation Stuyt (Date and Time): I BoM

Standard/Traceability No. Sore-27

Incubation Stop (Date and Time): ):554,., 12/ /]2

Component 4 - LI
Concentration (ug/mL) T 050 ¥ ARIBXEH Y 4 . 329

@ Buffer Addition by: M ! S i Firation:  Yes ( No )

&  ISTD Addition by: R Centrifuge: Roujan By: S

2  IatActyteAddionby!  CET RPM: Pore Size: um, Brand:

,o Quenching by: BRIV Time: min .

£ Spike Addition by: dn G By: _ b Reviewed by: Jé A PPracel 5‘/3/97
Autovial Aliquoting by:  TaAG Added 0.5 mL TP §; toch vited yrior

Also jpniead with ”M” athgl At O futrching 5 icfin I Sdrpl stived i e 0 d
L0, B30ppm v . _ ) ’ B
R Y g e Inabir Frecur £+ Tonp = 167
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Appendix D: GC/AED Chromatograms

See separate bound volumes.

Attomey Client"Work Product Privileged Do Not Copy
Do Not Disclose
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Appendix E: Spreadsheets: GC/AED Results

Attomey Client/Work Product Privileged Do Not Copy
Do Not Disclose
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MeFOSEA GC/AED resuilts

Note that each extract was injected in duplicate.

pH1.5 DATA
% spike recovery %RPD
day Sample number MeFOSEA (ppm) average ppm for MeFOSEA calculations
0 112398-MeFOSEA-001 9.896 9.894 0.3
112398-MeFOSEA-001 9.891
0 112398-MeFOSEA-002 9.872 9.865
112398-MeFOSEA-002 9.858
0 112398-MeFOSEA-003 9.722 9.927 n/a
112398-MeFOSEA-003 10.132
0.94 112398-MeFOSEA-016 7.590 7.806 53
112398-MeFOSEA-016 8.021
0.94  112398-MeFOSEA-017 8.079 8.232
112398-MeFOSEA-017 8.385
094  112398-MeFOSEA-018 8.919 8.957 nia
112398-MeFOSEA-018 8.994
192  112398-MeFOSEA-031 7.502 7.554 11
112398-MeFOSEA-031 7.605
1.92  112398-MeFOSEA-032 7.612 7.639
112398-MeFOSEA-032 7.666
1.92  112398-MeFOSEA-033 7.987 7.861 n/a
112398-MeFOSEA-033 7.735
672  112398-MeFOSEA-046 5.537 5.502 39
112398-MeFOSEA-046 5.467
6.72  112398-MeFOSEA-047 4.752 5.201
112398-MeFOSEA-047 5.830
6.72  112398-MeFOSEA-048 5.561 5.551 n/a
112398-MeFOSEA-048 5.540
13.90 112398-MeFOSEA-061 4.211 4.229 38
112398-MeFOSEA-061 4.248
13.90 112398-MeFOSEA-062 4.365 4.393
112398-MeFOSEA-062 4.420
13.80 112398-MeFOSEA-063 5.320 5.244 n/a
112398-MeFOSEA-063 5.168
20.71  112398-MeFOSEA-076 3.644 3.647 31.9
112398-MeFOSEA-076 3.650
20.71  112398-MeFOSEA-077 5.058 5.031
112398-MeFOSEA-077 5.003
20.71  112398-MeFOSEA-078 12.952 12.874 79.5
112398-MeFOSEA-078 12.795
27.77 112398-MeFOSEA-091 2.764 2.795 25.3
112388-MeFOSEA-091 2.826
27.77 112398-MeFOSEA-092 3.543 3.605
112398-MeFOSEA-092 3.666
27.77 112398-MeFOSEA-093 13.411 13.283 84.0
112398-MeFOSEA-093 13.154

000086



MeFOSEA GC/AED results

Note that each extract was injected in duplicate.

pH 5 DATA
% spike recovery %RPD
day Sample number MeFOSEA (ppm) average ppm for MeFOSEA calculations
0 112398-MeFOSEA-004 10.323 10.266 1.6
112398-MeFOSEA-004 10.208
0 112398-MeFOSEA-005 10.368 10.431
112388-MeFOSEA-005 10.493
0 112398-MeF OSEA-006 10.416 10.326 n/a
112398-MeF OSEA-006 10.236
0.94  112398-MeFOSEA-019 9.465 9.437 1.0
112398-MeFOSEA-019 9.408
0.94  112398-MeFOSEA-020 9.285 0.344
112398-MeFOSEA-020 9.402
094 112398-MeFOSEA-021 9.431 9.315 n/a
112398-MeFOSEA-021 9.198
192  112398-MeFOSEA-034 8.491 8576 08
112398-MeFOSEA-034 8.660
192  112398-MeFOSEA-035 8.467 8.645
112398-MeFOSEA-035 . 8.823
1.92  112398-MeFOSEA-036 8.496 8.544 n/a
112398-MeFOSEA-036 8.592
6.72  112398-MeFOSEA-049 7.910 8.251 6.8
112398-MeFOSEA-049 8.592
6.72  112398-MeFOSEA-050 7.702 7.710
112398-MeFOSEA-050 7.718
6.72  112398-MeFOSEA-051 8518 8.488 n/a
112398-MeFOSEA-051 8.457
13.90 112398-MeFOSEA-064 7.131 7.281 6.9
112398-MeFOSEA-064 7.431
13.90 112398-MeFOSEA-065 7.864 7.804
112398-MeFOSEA-065 7.744
13.90 112398-MeFOSEA-066 7.710 7.710 n/a
112398-MeFOSEA-066 bad injection
20.71  112398-MeFOSEA-079 bad injection 5.789 35
112398-MeFOSEA-Q79 5.789
20.71  112398-MeFOSEA-080 5.639 5.593
112398-MeFOSEA-080 5.546
20.71  112398-MeFOSEA-081 18.636 18.845 122.9
112398-MeFOSEA-081 19.054
2777 112398-MeFOSEA-094 5.448 5.332 45
112398-MeFOSEA-094 5.215
27.77 112398-MeFOSEA-095 5.636 5.677
112398-MeFOSEA-095 5.518
27.77  112398-MeFOSEA-096 15.199 15.166 90.6
112398-MeFOSEA-096 15.132

cQ008Y/



MeFOSEA GC/AED results

Note that each extract was injected in duplicate.

oH 7 DATA
% spike recovery %RPD
day Sample number MeFOSEA (ppm) average ppm for MeFOSEA calculations
0 112398-MeFOSEA-007 10.598 10.586 1.8
112398-MeFOSEA-007 10.573
0 112398-MeFOSEA-008 10.440 10.398
112398-MeFOSEA-008 10.356
0 112398-MeFOSEA-009 10.453 10.619 nfa
112398-MeFOSEA-01)9 10.785
0.94 112398-MeFOSEA-022 8.535 8.519 0.8
112398-MeFOSEA-022 8.503
0.94 112388-MeFOSEA-023 8.627 8.587
112398-MeFOSEA-023 8.547
0.94 112398-MefF OSEA-024 9.023 8.953 n/a
112398-MeFOSEA-024 8.882
1.92 112388-MeFOSEA-037 BT
112398-MeFOSEA-037 S
1.92 112388-MeFOSEA-038
112398-MeFOSEA-038
1.92 112398-MeFOSEA-038 _ n/a
112398-MeFOSEA-039
6.72  112398-MeFOSEA-052 6.534 6.703 201
112398-MeFOSEA-052 6.871
6.72  112398-MeFOSEA-053 5.410 5.476
112398-MeFOSEA-053 5.542
6.72 112398-MeFOSEA-054 5.947 5.874 n/a
112398-MeFOSEA-054 5.801
13.90 1123988-MeFOSEA-067 4793 4.867 14.0
112398-MeFOSEA-067 4.940
13.80 112398-MeFOSEA-0:;8 4278 4.229
112398-MeFOSEA-068 4.180
13.90 112398-MeFOSEA-069 5.507 5.546 n/a
112398-MeFOSEA-069 5.585
20.71  112398-MeFOSEA-082 4.506 4,595 28.9
112398-MeFOSEA-082 4684
20.71  112398-MeFOSEA-083 3.612 3.436
112398-MeFOSEA-083 3.360
2071 112398-MeFOSEA-084 14.152 14.047 93.5
112398-MeFOSEA-084 13.941
2777  112398-MeFQOSEA-097 1.958 2.000 20
112398-MeFOSEA-097 2.041
27.77 112398-MeFOSEA-098 2.021 2.041
112398-MeFOSEA-008 2.060
27.77 112398-MeFOSEA-099 14.490 14.290 1143
112398-MeFOSEA-099 14.089

Resuits for Day 1.92 ware not included in the graph, due to failed QC criteria.
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MeFOSEA GC/AED results

Note that each extract was injected in duplicate.

pH 9 DATA
% spike recovery %RPD
day Sample number MeFOSEA (ppm) average ppm for MeFOSEA calculations
0 112398-MeFOSEA-010 9.998 9.734 6.8
112398-MeFOSEA-010 9.469
0 112398-MeFOSEA-011 10.312 10.423
112398-MeFOSEA-011 10.633
0 112398-MeFOSEA-012 10.313 10.097 n/a
112398-MeFOSEA-012 9.881
0.84  112398-MeFOSEA-025 10.996 11.145 39
112398-MeFOSEA-025 11.293
084  112398-MeFOSEA-026 11.386 | 10.723
112398-MeFOSEA-026 10.059
0.94  112398-MeFOSEA-027 8.713 8.615 n/a
112398-MeFOSEA-027 8.517
1.92  112398-MeFOSEA-040 9.897 9.349 247
112388-MeFOSEA-040 8.800
1.92  112388-MeFOSEA-041 7.263 7.295
112398-MeFOSEA-0-+1 - 7.326
192  112398-MeFOSEA-042 7.457 7.323 n/a
112398-MeFOSEA-042 7.189
6.72  112398-MeFOSEA-055 5.036 5014 11.0
112398-MeFOSEA-055 4.992
6.72  112398-MeFOSEA-056 6.114 5.598
112398-MeFOSEA-056 5.082
6.72  112398-MeFOSEA-057 6.263 5872 n/a
112398-MeFOSEA-057 5.481
13.80 112398-MeFOSEA-070 4.436 4415 1.8
112398-MeFOSEA-070 4.394
13.90 112398-MeFOSEA-071 4.365 4.495
112398-MeFOSEA-071 4624
13.90 112398-MeFOSEA-072 2.980 2970 n/a
112398-MeFOSEA-072 2.860
2071 112398-MeFOSEA-085 2.601 2.538 10.3
112398-MeFOSEA-085 2475
20.71  112398-MeFOSEA-086 2.312 2.291
112398-MeFOSEA-086 2.269
20.71  112398-MeFOSEA-087 11.365 11.309 829
112398-MeFOSEA-087 11.252
27.77 112398-MeFOSEA-1U0 2.392 2.382 0.3
112398-MeFOSEA-100 2371
27.77  112398-MeFOSEA-101 2.415 2.388
112398-MeFOSEA-101 2.361
27.77 112398-MeFOSEA-102 11.798 11.885 88.5
112398-MeFOSEA-102 11.972
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MeFOSEA GC/AED results

Note that each extract was injected in duplicate.

pH 11 DATA
% spike recovery %RPD
day Sample number MeFOSEA (ppm) average ppm for MeFOSEA calculations
0 112398-MeFOSEA-013 12.496 11.429 13.6
112398-MeFOSEA-013 10.362
0 112398-MeFOSEA-014 9.650 9.976
112398-MeFOSEA-014 10.302
0 112398-MeFOSEA-015 10.306 9.990 nfa
112398-MeFOSEA-0'5 9.674
084  112398-MeFOSEA-028 8.971 8.810 33
112398-MeFOSEA-028 8.648
0.84  112398-MeFOSEA-028 9.218 9.103
112388-MeFOSEA-029 8.988
094  112398-MeFOSEA-030 8.596 8.562 n/a
112398-MeFOSEA-030 8.527
1.92  112398-MeFOSEA-043 7.315 8.032 11.2
112398-MeFOSEA-043 8.749
1.92  112398-MeFOSEA-044 9.143 8.988
112398-MeFOSEA-044 - 8.833
1.92  112398-MeFOSEA-045 8.525 8.480 n‘a
112398-MeFOSEA-045 8.434
6.72  112398-MeFOSEA-058 5.947 5.789 45
112398-MeFOSEA-058 5.630
6.72  112398-MeFOSEA-059 5.966 5.535
112398-MeFOSEA-059 5.103
6.72  112398-MeFOSEA-060 5315 5175 n/a
112398-MeFOSEA-060 5.035
13.90 112398-MeFOSEA-073 3.360 3.310 26
112398-MeFOSEA-073 3.260
13.90 112398-MeFOSEA-074 3.471 3.398
112398-MeFOSEA-074 3.325
13.90 112398-MeFOSEA-075 3.545 3674 n/a
112398-MeFOSEA-075 3.802
20.71  112398-MeFOSEA-088 2.144 2.249 23.2
112398-MeFOSEA-088 2.354
20.71  112398-MeFOSEA-089 2.885 2.840
112398-MeFOSEA-089 2.795
2071 112398-MeFOSEA-080 12.385 12.516 929
112398-MeFOSEA-090 12.647
27.77  112398-MeFOSEA-103 2.268 2284 8.7
112398-MeFOSEA-103 2.300
27.77 112398-MeFOSEA-104 2497 2.493
112398-MeFOSEA-104 2488
27.77 112398-MeFOSEA-105 12.028 12.235 918
112398-MeFOSEA-105 12.442
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QA/QC calculations

Matrix spike recovery calculations

Sample
112398-MeFOSEA-078
112398-MeFOSEA-093
112398-MeFOSEA-081
112398-MeFOSEA-096
112398-MeFOSEA-084
112398-MeFOSEA-099
112398-MeFOSEA-087
112398-MeFOSEA-102 .
112398-MeFOSEA-090
112398-MeFOSEA-105
Average recovery
Standard deviation
%Relative standard deviation
Lower warning limit
Upper warning limit
Lower control limit
Upper control limit

~ mw"‘"E
©©~~ o o

- s
- -

79.5
94.0
122.9
90.5
93.5
1143
829
88.5
92.9
91.8
95.1
12.7
13.4%
69.6
120.5
56.9
133.3

Sample precision calculations, using the sample and duplicate to calculate the RPD

Average RPD
Standard deviation
Lower warning limit
Upper waming limit
Lower contro! limit
Upper control limit

85
9.0
0.0
266
0.0
356
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Appendix F: Spreadsheets: Calculation of Kinetic Parameters
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ccOud

Kinetics

Equations used:

The hydrolysis rate constant, k«=[ In{RX) - In(RX) ]/t
where RX is Molar concentration

MeFOSEA was tested by the addition of 10 microliters of 10,730ppm MeFOSEA in acetone to 1.0m! of buffer.
[This is equivalent to 107.3 micrograms/ml of McFOSEA.

[The formular weight of Methyl FOSEA is equal to 611.27
[This makes the initial concentration of MeFOSEA equal to 1.7554E-4 Molar.

tiz = 0.693/ k«
pH 1.5 Data
aatural log of
Average MeFOSEA {MeFOSEA],
Day (ppm) {MeFOSEA] (Molar) [McFOSEA)[MeFOSEA], {MeFOSEA}, k tin (days)
0 9.90 1.619E-04 0.922 -0.081 - -
094 8.33 1.363E-04 u.777 -0.253 0.26%0 26
1.92 7.68 1.257TE-04 0716 . -0.334 0.1738 40
6.72 5.45 8.912E-05 0.508 -0.678 0.1008 69
13.90 4.62 7.561E-05 0.431 0.842 0.0606 11.4
R | 434 7.098E-05 0.4G4 -0.905 0.0437 15.9
21.77 3.20 5.235E-05 0.298 -1.210 0.0436 159
Average 0.1152 9.4
Standard Dev. 0.0900 58
pH 5 Data
natural log of
Average MeFOSEA [MeFOSEA] {McFOSEA],

Day (ppb) measured (Molar) [MeFOSEA}{MeFOSEA], [McFOSEA}, k t1 (days)
0 10.34 1.692E-04 0.964 -0.037 - -
0.94 9.36 1.532E-04 0.873 -0.136 0.1445 48
192 8.59 1 405E-04 0.801 0222 0.1159 6.0
6.72 8.15 1.333E-04 0.760 -0.275 0.0409 16.9
13.90 7.60 1.243E-04 0.708 -0.345 0.0248 279
20.71 5.69 9.310E-05 0.530 -0.634 0.0306 26
21.77 5.45 8.923E-05 0.508 -0.676 0.0244 284

Average 0.0635 17.8
Standard Dev. 0.0528 10.5
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60VOY

pH 7 Data

Day
0
0.94
6.72
13.90
20.71
21.77

pH 9 Data

0.94
192
6.72
13.90
20.71
27.77

pH 11 Data

-0.94
-1.92
-6.72
-13.9
-20.71
-21.71

0.94

1.92

6.72

13.90
20.71
2177

Average MeFOSEA
(ppb)
10.53
8.69
6.02
4388
4,02
2.02

Average MeFOSEA

(ppb)

10.08

10.16

799

5.49

396

24!

2.38

Average MeFOSEA
(ppb)
10.47
8.82
8.50
5.50
3.46
2,54
2.39

[{MeFOSEA|
measared (Molar)
1.723E-04
1.421E-04
9.844E-05
7.984E-05
6.569E-05
3.305E-05

[MeFOSEA]
measure.. (Molar)
1.650E-04
1.662E-04
1.367E-04
8.989E-05
6.478E-05
3.950E-05
3.901E-05

[MeFOSEA]
measured (Molar)
1.712E-04
1.444E-04
1.391E-04
8.997E-05
5.661E-05
4.163E-05
3 907E-05

Kinetics

[MeFOSEA][MeFOSEA),
0.982
0.310
0.561
0455
0374
0.188

[McFOSFAL/[MeFOSEA],
0.940
0.947
0.745
0512
0.369
0.225
0222

IMcFOSEAL{MeFOSEA|,
0976
0.823
0.792
0513
0323
0.237
0223

Page 2

natural log of

{McFOSEAL

[MeFOSEA),
0,018
-0.211
-0.578
-0.788
-0.983
-1.670

Average
Standard Dev.

natural log of
[McFOSEA].
[MeFOSEA},
-0.062
-0.054
-0.295
-0.669
-0.997
-1.491
-1.504
Average
Standard Dev.

natural log of
{MeFOSEA],
{MeFOSEA],
-0.025
-0.195
-0.233
-0.668
-1.131
-1.439
-1.502
Average
Standard Dev.

k

0.2246
0.0860
0.0567
0.0474
0.0601

0.0950
0.0739

0.0578
0.1535

0.0717
0.0720
0.0541
0.0848
0.0373

0.2078
0.1212
0.0994
0.0814
0.0695
0.0541
0.1056
0.0552

ty, (days)
31
8.1
122
14.6
11.5

9.9
45

ty; (days)
12.0
45
7.0
9.7
9.6
12.8
93
31

ty; (days)
33
5.7
7.0
8.5
10.0
128
79
33



