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THE DETEERMINATION OF TRACE QUANTITIES OF BZ
(3-QUINUCLIDINYL BENZILATE) IN AIR AND WATER

5L INTRODUCTION

BZ (3-quinuclidinyl benzilate) was introduced into the United
States chemical agent munitions inventory in the early 1960's. In late
1976, a program was initiated by the US Army Toxic and Hazardous Mater-
ials Agency for the demilitarization of the remaining stores of bulk
agent, the M43 and M44 munitions, contaminated residues, and scrap.

The most promising disposal methods outlined in the Concept
Planl, prepared for the demilitarization action, were incineration and
chemical neutralization (hydrolysis or transesterification). Since the
ultimate disposal method was not specified, a sensitive and specific
analvtical method was needed that ¢could analyze for BZ in the emissions
and waste materials produced by either disposal method.

Based on earlier work on the analysis of BZ, the most promi-
sing methods appeared to be gas chromatography (GC) or spectroscopy.
GC had been investigated by both Sass? and E11in3., Sass demonstrated
that GC could be used to separate and guantitate BZ in the presence of
known process intermediates. Ellin was able to detect BZ in such com-
plex media as blood and urine by a simple extraction and concentration
technique. However, the levels analyzed in both studies were at least
1000 times greater than the levels required by current emission stand-
ards. Spectroscopic methods such as Tropaeolin 00% and iodine complex-
ation” were shown to have sufficient sensitivity, but suffered from in-
terference from the products of hydrolysis (e.g., 3-gquinuclidinol).

To determine which of the available methods should be devel-
oped further, an evaluation was performed by Battelle Columbus Labora-
tories (BCL) under contract number DAAK40-73-C-0142%. This evaluation
concluded that the best choices would be GC or gas chromatography/mass
spectrometry (GC/MS). It was found that GC, equipped with a flame
ionization, nitrogen/phosphorus, or electron capture detector had suf-
ficient sensitivity for the analysis of BZ at the emission levels., At
the time, it was anticipated that GC could be used for stack, waste
stream, and wash-down samples after a simple extraction., It was also
felt that a simple cleanup procedure would be required for more complex
samples such as hydrolysis brines. It was postulated that GC/MS, being
more specifiec, could be used to detect BZ even in complex brine samples
after a simple extraction into an organic solvent.

From the BCL study, GC was chosen over the spectroscopic
techniques as the method to be developed for most of the routine anal-
vses needed in the BZ demilitarization program. The nitrogen-phos-
phorus detector (NPD) pffered the most selectivity of the detZctors
evaluated by BCL for routine analyses. Detector selectivity was de-
sirable in that it might eliminate the need for any complex cleanup
methods. The GC/MS was to be used only for very complex samples that
could not be analyvzed by simpler GC detectors and as a referee method
for more specific analysis of BZ in any guestionable samples.



As part of the BCL evaluation, the question arose as to
whether BZ would be lost from aerosol filters during sampling. In one
test, less than 10 percent of 1 pg of a BZ spike applied to a filter
was recovered after aerating with 500 liters of air. Losses of this
magnitude would have seriously hampered the development of analytical
methods for BZ particulates.

Initiated shortly after contract DAAK40-73-C-0142 was com-
pleted, a study at Chemical Systems Laboratory (CSL) first locked at
aeration losses from filters. Based on the BCL methods evaluated, GC
with an NPD was chosen as the analvtical methed for this work. The BZ
levels and aeration times used in the CSL work? were based on the then
existing chronic exposure monitoring requirements, 4 mg-min/m3.
Assuming an 8-hour workday, the nermlsslble chronic exposure concen-—
tration would be 8.3 x 107 -3 mgfm IT a real-time monitor (RTM) were
assumed to operate at 10 1/min fnr 10 minutes, the amount of BZ on the
filter at the maximum permissible concentration would be 0.8 ng.

No firm requirements were available at the time for a per-
sonnel monitor. It was assumed that a level of one-tenth the require-
ment for a RTM would approximate the level for this purpose. The
levels used in the filter study were set at the maximum levels for the
RETM and the perscnnel monitor. The aeration volumes were set at the
assumed total volumes for the RTM and the personnel monitor.

In 1978, BCL was awarded a second contract (DAAK11-78-C-0096)
for conducting the laboratory phase studies required for the design of
the BZ munitions demilitarization facility. Part of this work involved
the development and verificaticon of analytical methods to support EZ
agent incineration and neutralization tests. BCL was also tasked to
prepare analytical methods manuals for eventual plant operation. Early
in this work, incineration became the preferred agent destruction pro-
cess, Analvtical tasks were guickly shifted to support an operating
plant utilizing incineration eguipment. Key analytical methods involved
determinations of BZ in furnace effluent gases, as an aeroscl particu-
late in the workplace and in plant washdown/scrubber ligquids.

Work was performed at CSL to supplement BCL's analyticgl
methods development., CSL's efforts were directed toward dgvelmplng
an analysis for EZ in water.

Problems with the NPD during the filter study at CSL and
later work at BCL during a detector evaluation® led to the determina-
tion that the NPD was too unstable and fragile for routine use. As a
result, GC with a flame ionization detector (FID) was chosen for sub-
sequent methods development. The FID was chosen because of its m»ugged-
ness, reliability, ease of operation, and wide linear dynamic range.

The BZ levels used in this part of the study were set at one-
quarter the maximum permissible BZ concentration (1 ppb), the maximum
concentration (4 ppb), and 10 times the maximum concentration (40 ppb)7



in water.

At the time, it was believed that the aqueous analysis

would be a minor part of the analyticil program. As the BCL study
progressed, however, it became apparent that the methods for air and
water would merge into a singularity, namely, extraction from an

aqueous matrix into an organic solvent with final gquantification of
the BZ by GC or by GC/MS.

The final results of the methods development for air samples
using the NPD and for water samples using the FID are documented here-

inl

2, MATERIALS AND METHODS
2.1 Aerosel Studies.
2.1.1 Equipment:

e  Gas chromatograph - Hewlett-Packard Model 58404 with a
Hewlett-Packard Model 18847A/8A nitrogen-phosphorus therm-
ionic flame ionization and a ¢ ft x 1/8-inch ID glass
cal%mn packed with 2 percent OV10l1 on 100/120 Chromsorb
WHPF . (The 2 percent OV101 column was used because the
NPD needed a low bleed column.)

. Reflux timer - Maximum setting 120 seconds (Eagle Signal

& Company, Davenport, Iowa).

. Solenoid - Valve number V52DB2052, 10 watts, 50 psi,
3/16-inch orifice (Skinner Electric Valves Division, New
Britain, Connecticut).

. Filters - Gelman Type A/E glass fiber.

. Filter holders — Gelman product no. 1220 or the equiva-
lent.

. Svringes - (10 nl, 25 nl, 50 pl, 100 pl) Hamilton Models
701N, 702LT, 705LT, and 710LT.

. Volumetric glassware to conform to NBS Class A specifi-
cations.

2.1.2 Gas Chromatographic Conditions:

Temperatures — Oven - 230°C

Detector and injection port - 260°C
Helium - 30 £+ 1 ml/min
Air - 50 ml/min

Hydrogen = 3 ml/min




2.1.3 Reagents:

. BZ - Obtained from Analytical Branch, Research Division.

Analysis by a standard titrimetric method gave a purity of
99+ percent.

- l,4-dioxane - Distilled-in-glass (Burdick and Jackson
Laboratories, Muskegon, Michigan) or freshly purified
and distilled ACS reagent grade.

. Methancl - ACS reagent grade.

. Isopropanol - ACS reagent grade.

. Sodium hvdroxide - ACS reagent grade,
. Toluene - ACS reagent grade,

All other reagents were ACS or CP in quality.

2.1.4 Purification Procedures,

I'f distilled-in-glass, 1,4-dioxane is not available, ACS
reagent grade l1,4-dioxane may be purified and distilled by the follow-
ing procedures developed during the course of this study: this proced-
ure will produce dioxane that is suitable as a chromatographic solvent.

Three liters of 1,4-dioxane were gently refluxed for 6 to 8

hours with 50g of sodium hydroxide pellets, stoppered, and zllowed to
cool overnight.

The next morning, the material was placed into a distillation
apparatus having an 18-inch insulated Vigreaux column. The material
was . brought to boiling and allowed to reflux for 1 hour. Distillation
was then started.

All material boiling below 100°C was discarded (approximate-
ly 400 ml). The fraction boiling between 100°C and 102°C was collected

(approximately 2 liters). The remaining material in the still was dis-
carded, '

The collected fraction was placed into pint size, narrow
neck, brown glass bottles which were tightly sealed, and frozen in a
refrigerator until use.

o Water Studies. -
2.2,1 Eguipment:
» Gas chromatograph - Hewlett-Packard Model 5840A with a

Hewlett-Packard Model 18812B FID and a 4 ft x 1/8-inch
ID glass column packed with 3 percent 0V17 on 80/100
Chromsorb WHP®. (The 3 percent 0V17 column gave better
chromatographic separation than the 2 percent 0OV101 column.
The higher bleed column was not a problem with the FID),

10



Reflux timer — Maximum setting 120 seconds (Eagle
Signal Company, Davenport, Iowa).

Solenoid - Valve number V52DB2052, 10 watts, 50 psi,
3/16-inch orifice (Skinner Electric Valves Division, New
Britain, Connecticut).

pH Meter - Beckman Model 43500.

Chlorine Test Kit - LaMotte Chemical Products Company,
Model P-30 (Code 44370).

Balance - Mettler Instrument Corp., Model BS.

Volumetric glassware to conform to NBS Class A specifi-
cations,

Eppendorf Microliter Pipette - Brinkman Instruments,
Model 2235 080-3.

Adjustable Pipette - Oxford Model 8300,

Svringe - (10 pl) Hamilton Model 701N.

Gas Chromatographic Conditions:

Temperatures - Oven - 260°C
Detector and injeetion port - 300°C

Helium = 40 ml/min.

Air - 240 ml/min.

Hvdrogen - 30 ml/min.

Reapents:

L

BZ - Obtained from Analytical Branch, Research Division.
Analysis by a standard titrimetric method gave 99+ percent
purity.

Chloroform — ACS reagent grade, washed to remove ethanol
and acids as described in section 2.2.4

Sodium carbonate — ACS reagent grade.

Sodium hvdroxide - ACS reagent grade.

Sulfuric acid - ACS reagent grade.

9-Butanone (methvl ethyvl ketone) - ACS reagent grade.

11



. Toluene - ACS reagent g}ade.

. Cvclohexane - ACS reagent grade.,

. Sodium sulfate - ACS reagent grade.

- Sodium metabisulfite (NagS90s5) - ACS reagent grade.

. Water (double distilled) - distilled Ho0O was redistilled
from a well-leached, all-glass distillation apparatus.

. 4,4-bis {(dimethvlamino) benzophenone [Michler's Ketone] -
purified and recrystallized as described in 2.2.4.

All other reagents were ACS or CP in quality.

2.2.4 Purification Procedures,

Chloroferm - The ethancl which is used as a preservative in
chloroform could destroy the BZ by causing it to transesterify. Acids
which form as chloroform ages can also react with the BZ. To remove
the ethanol and acids, the chloroform was washed with a sodium carbon-
ate solution, then with double=distilled water as follows:

® Approximately 1500 ml of chloroform was washed by

vigorously stirring for at Ieast 1 hour with 200 ml
of 0.5 M aguecus sodium carbonate. The chloroform
was then separated and vigorously stirred three
times for 10 minutes each with double-distilled
water. The fourth and final double-distilled wa-
ter wash was performed by shaking for 5 minutes

in a 2-liter separatory funnel. After the agueous
and chloroform layers separated, the chlorcform
was drawn off into a brown-glass bottle.

The Michler's Ketone was dissolved in acetone, treated with
decolorizing charcoal, and gently boiled for 5 minutes. The solution
was filtered while hot to remove the charcoal. The filtrate was heated
to boiling and distilled water was added dropwise to the point just be-
fore crystallization occurred. The filtrate was then allowed to cool
undisturbed. The resulting crystals were vacuum filtered. The recrys-
tallization from acetone and water was repeated once again. The product
was vacuum filtered and dried in a wvacuum dessicator set at 40°C for 48
hours. The resulting product was pure white leaflets with a melting
point of 172°C. Merck Index cites 172°C.Y

12



3. INVESTIGATIONAL PROCEDURES

3.1 Aerosol Studies.
3.1.1 Preparation of BZ Standards,

BZ stock solution was prepared by dissolving BZ in toluene.
The solution was sealed in serum vials with Teflon® lined septa and
stored under refrigeration.

The BZ standards used for the analysis by GC were prepared
by dilution of the stock solution with dioxane. Dioxane was chosen
because BZ was soluble in it, and the dioxane gave a low background
on the NPD, The standards were sealed in serum vials with Teflon®
lined septa. The standards were prepared fresh daily for the low con-
centration, and every other day for the high concentration.

3.1.2 Internal Standard Interferences.

A problem was encountered with the internal standard chosen
(1-(N-piperidyl) isopropyl benzilate). An impurity in the concentrated
extracts had the same retention time as the internal standard on the
column used, This made quantification of the BZ using the internal
standard impossible. Time limitations precluded a search for another
standard, so efforts were made at eliminating the interference.

The Gelman glass fiber type A/E filters were extracted with
dioxane for 8 hours in a2 Soxhlet extractor. The dioxane was discarded
and the filters were extracted for 8 hours with isopropanol. The
filters were then dried for 16 hours in a heated vacuum desiccator.
This extraction eliminated some of the contamination observed in the
chromatogram and greatly improved the baseline stability but did not
completely remove the impurity interferring with the internal standard.

Both the distilled-in-glass and freshly-purified and distilled
dioxane were concentrated in the same manner as the filter extracts to
determine if the impurity was in the dioxane. The results did not con-
clusively point to the dioxane as the source of contamination.

An effort was made to identify the interferring gas chroma-
tographic peak. A concentrated filter extract sample containing this
interference was submitted to BCL for gas chromatographic and mass
spectrophotometric analysis under contract DAAK11-78-C-00961C, Com-
puter identification of the separated interference pointed to a struc-
ture similar to trioctylphosphate. Compounds of this type are widely
used as plasticizers in spinning fibers and are common pollutants.

The source of contamination was not determined. =

3.1.3 Extraction of BZ from Filters.

The first part of the study determined the efficiency of the
procedure used for extracting BZ from glass-fiber filters.

13



_ For this study, the filters were impregnated with BZ by
administering BZ solutions dropwise with a syringe and air drying for
15 minutes. The filters were transferred to a centrifuge tube and
then macerated with about 5 ml of dioxane, The sSuspension was centri-
fuged for 3 minutes. The supernatent liquid was decanted into a con-
centration tube. This extraction, maceration, and centrifugation
procedure was repeated twice more., The dioxane extracts were combined
and concentrated to about 0.5 ml by heating in a constant-temperature
water bath set at B0°C while purging with nitrogen. The nitrogen flow
was controlled by a reflux timer connected to a solencoid. This alter-
nately started and stopped the nitrogen at 30-second intervals. The
purpose 0f the interrupted flow was to set up a reflux to help wash
down the walls of the concentration tube. When the concentrates
reached a level between 0.2 ml and 0.5 ml, they were removed from the
bath and diluted to a total volume of exactly 0.5 ml with dioxane. .
The concentrates were stirred on a Vortex mixer before analyzing by GC.

It was found that the syringe used for injecting samples
into the GC had to be thoroughly rinsed with methanol between inject-
ions to remove the BZ. It was found that injections had to be made
immediately after taking a sample to prevent adsorption of the B%Z onto
the walls of the syringe barrel. It was alsco found that BZ could be
chromatographed without apparent breakdown at temperatures above its
decomposition point if the BEZ was injected directly onto the column
packing and not onto the glass wool or the dead space above the glass
wool.,

The interference problem precluded quantification of BZ using
an internal standard, so the amount of BZ in the concentrates was de-
termined by direct comparison of concentrate peak heights and areas to
standard peak heights and areas.

The extraction efficiency was caleculated by dividing the
amount of BZ recovered by the amount deposited on the filter.

3.1.4 Aeration Studv.

The second part ¢f the study compared the recovery of BZ
from aerated filters to the recovery from unaerated filters. Two
aeration volumes were studied. The low wvolume (100 liters) represented
sampling at a low rate for a long period such as in the case of a
personnel monitor. The high volume (1000 liters) represented sampling
at a very high rate such as would be done in stack sampling or area
monitoring. The low volume filters were aerated at 4.4 1/min for 25
minutes. The high volume filters were aerated at 13.5 1/min for 75
minutes.

For the aeration study, the filters were spiked with BZ and
air dried for 15 minutes. The filters were then aerated by pulling
room air through them with a vacuum pump. After aeration, the filters
were extracted, and the extracts were concentrated and analyzed in the
same manner as in the extraction study.

The recovery from the aerated filters was compared to the

recovery for the unaerated filters to determine if any loss of BE
occurred during aeration.

14



J3.1.5 Concentration Study.

E7Z solutions were concentrated in the same manner as the
filter extracts to determine if any BZ was lost during the concentra-
tion step. The two levels of BZ studied (0.1 ug and 1.4 pg) were the
same as in the extraction and aeration studies.

The BZ solutions were prepared by adding 5 ml of dicxane
and a known amount of BEZ stock solution to a concentration tuhe., Ad-
ditional dioxane was then added to bring the final volume to 12 ml.
This was done to approximate the final volume of the filter extracts.
The solutions were stirred on a Vortex mixer before they were concen-
trated. The recoveries were calculated by direct comparison ¢f the
concentrate peak heights.

3.2 Water Studies.
3.2.1 Preparation of BY Standards.
. B7Z (base) - BZ stock solutions were prepared by dis-

solving BZ in toluene. The solutions were sealed in serum vials using
Teflon® lined septa and stored under refrigeration. The BZ standards
used for the analysis by GC were prepared by dilution of the s=tock
solution with methyl ethyl ketone. The standards were dissolved in
methyl ethyl ketone because it was a readily available solvent in which
both the BZ and the Michler's ketone were scluble and stable. The
standards were sealed in serum wvials using Teflon® lined septa.

. BZ+-HC1l - A stoichiometric amount of 0.1N HC1l was added
dropwise with swirling and gentle heating to dissolve the BZ (base).
The solution was diluted to volume with double-distilled water, sealed
in a serum vial, and stored under refrigeration. The BZ+HC1l standards
used for spiking the tap water were prepared by diluting the stock
solution with double-distilled water.

3.2.2 Preparation of Michler's Ketone Standards.

The stock soclutions were prepared by dissolving Michler's
Ketone in methyl ethyl ketone and sealing in serum vials using Teflon®
lined septa. The vials were made opaque by wrapping in aluminum foil,
The stock sclutions were stored under refrigeration.

The Michler's Ketone standards that were used for the analy-
sis by GC were prepared by dilution of the stock solution with methyl
ethyl ketone., The standards were sealed in serum vials using Teflon®
lined septa.

3.2.3 Extraction of BZ from Tap Water. =

The first extraction study for tap water determined the
efficiency of the procedure for extracting BZ. One hundred grams of
sodium sulfate were added to 1 liter of tap water in a 2-liter separa-
tory funnel and dissclved by shaking for approximately 15 seconds. The
sodium sulfate was used to increase the ionic strength of the water
solution in an effort to '"salt out'" the BZ.



It was found that the amount gof active chlorine (1.0 - 1.5
ppm) in the tap water, when made alkaline to pH 10-11, was sufficient
to destroy BZ at the concentrations under study.

The active chlorine was removed by adjusting the pH of the
sample to 3.0 using 10 ml of 1N H2504 and followed by the addition of
1 ml of 0.2 percent sodium metabisulfite. The removal required less
than 30 seconds for complete reaction.

After the chlorine level was checked using the test kit. BZ
was added to the tap water in concentrations ranging froml ppb to 40 ppb.

To extract the BZ, the tap water was made basic (pH 10.5) by
adding 100 ml of a 0.5 M sodium carbonate/0.1 M sodium hydroxide solu-
tion. Fifty milliliters of chloroform were added, and the mixture was
shaken for 3 minutes. The layers were allowed to separate for 5 min-
utes before the chloroform layver was drawn off into a 250-ml separatory
funnel. Another 50 ml of chloroform was added to the water in the 2-
liter separatory funnel, and the mixture was again shaken for 3 minutes.
The layers were allowed to separate for 10 minutes before the chloroform
layer was drawn off and combined with the first chloroform extract.

Twenty-five milliliters of 0.001N H9S504 were added to the
CHCls solution in the 250-ml separatory funnel, and the mixture was
shakerr for 3 minutes. The layers were allowed to separate for 5 minutes.
The aqueous laver was transferred with a disposable Pasteur pilpette to
a 125-ml separatory funnel. Another 25 ml of O0.001N HoS504 were added
to the CHCljz, and the mixture was shaken for 3 minutes. The layers were
allowed to separate for 5 minutes before the CHClz layer was drawn off

and discarded. The aqueous layer was combined with the first agueous
extract.

The pH of the aqueous extract was adjusted to 11.0 using 1 ml
of 0.5 M sodium carbonate. Five milliliters of CHCljy were added, and the
mixture was shaken for 3 minutes. The layers were allowed to separate
for 5 minutes. The CHClz layer was drawn off into a conical centrifuge
tube. Another 5 ml of CHCls layers were allowed to separate for S min-
utes before the CHCly layer was combined with the first exiract.

The combined CHCls extracts were concentrated to approximately
0.1 ml in a constant-temperature water bath set at 80°C while purging
with nitrogen. The nitrogen flow was controlled by a reflux timer con-
nected to a solenoid. This alternatively started and stopped the nitro-
gen flow at 30-second intervals. The purpose of the interrupted flow
was to set up a reflux to help wash down the walls of the centrifuge
tube. When the concentrates reached a level of approximately 0.1 ml,
they were removed from the bath, the intermnal standard (Michler's -Ketone)
was added, and the solutions were diluted to 0.2 ml with CHCl3. The -
concentrates were stirred on a Vortex mixer before analyzing by GC.

16
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Tables 1 and 2 present the BZ recovery from unaerated and
aerated filters at the two BZ levels. The recovery shows the amount
of BZ extracted from the filter as a percentage of the amount deposited
on the filter. Both the peak height measurement and the area measure-
ment recoveries are shown for the unaerated and aerated filters. The
average recovery (X) and the standard deviation (S) are given for each
measurement method. All recoveries were calculated by comparison to
the peak height and areas of the external standard run before the sample,

Tables 3 and 4 present the recovery of the two levels of BZ
from solution after concentration. This was done to check for loss of

BZ during the concentration step. HRecoveries were calculated as for
tables 1 and 2.

4.2 Water Studies.

Table 5 is a step-by-step outline of the method for water
developed by CSL. An outline of the BCL method for air is also given
for comparison. As can be seen, both methods are very similar and are
complex, time consuming, and labor intensive. The prolonged procedure
and long turnaround time makes the method not entirely suitable for
most of the routine analyses in the BZ demilitarizatiocn plant.

Figures 3 and 4 illustrate the effect of chlorine on the re-
covery of BZ from tap water. Figure 3 is a chromatogram of an extrac-
tior of BZ from tap water without chlorine. Figure 4 shows the extrac-
tion of BZ from tap water containing chlorine. The BZ concentration in

figure 4 is the same as in figure 3. In figure 3, BZ has a retention
time of 3.10 minutes and Michler's Ketone has a retention time of 7.26
minutes, In figure 4, no peak appears at the retention time of BZ, but

two extraneous peaks are evident at the retention times of 4.96 and
5.74 minutes. The peak of 7.30 minutes is Michler's Ketone. It was
not determined whether the extraneous peaks were BZ degradation products.

Table 6 presents the recovery of BZ from tap water using the
procedure described in 3.2.3. The recovery was calculated by comparison
of the amount of BZ in the extract to a prepared GC standard. The GC
standard had a BZ concentration that would approximate that in the ex-
tract if 100 percent of the BZ were recovered.

Depicted in table 7 is the recovery of BZ from tap water
in the presence of contaminants, using the procedure deséribed in 3.2.4.
The effect on the recovery with and without the c¢yclohexane is shown,
The recovery was calculated in the same manner as for table 6.

Table 8 shows the effect of salting on the recovery of BZ at

the drinking water level (4 ppb). The recovery was calculated in the
same manner as for table &, v

. Tables 9 and 10 show the detection limit as calculated by the
method of Hubaux and Vos.!

Figures 5 and 6 show the 80 percent confidence limits as
calculated by the method of Hubaux and Vos.
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Table 3. BZ Recovery After Concentration - 0.1 pg Level
Recovervy (7}
Sample Peak Height (mm) Area (counts) Peak Height | Area
External Standard 88.0 5538 - -
1 102.5 5379 105.0 97.1
2 £9.5 4752 91.3 83.8
3 88.0 5592 89.8 82.9
4 /9.5 4200 81.1 75.8
External Standard 94.5 5148 - -
5 91.0 4837 96.3 94.0
B 101.0 5319 107.0 103.0
7 89,5 5205 105.0 101.0
8 83.0 5370 107.0 102.0
External Standard 105.5 5731 - - .
9 104.0 5459 -98.8 95.3
10 G7.0 5120 91.9 i 89.9
x 95.3 - 91.0
8 8.57 3.63
Table 4, BZ Recovery After Concentration 1.4 ng Level
Hecovery (o)
sumple Peak Helgnht (mm) | Area (counts) | Peak Height| Area
[xternal Standard 111.5 93500 - -
89.5 72160 80.3 77.2
93.0 74460 83.4 - 79,6
Q5.0 76180 85.2 81.5
118.5 85160 106.0 102.0
External Standard 104.5 86740 - -
90.0 72560 36.1 R3.6
109.0 87520 104.0 101.0
External Standard 89.5 74180 - -
a7.0 79030 108.0 107.0
92.0 74640 103.0 101,0
111.0 90780 124.0 122.0
106.0 86380 118.0 116.0C
< 99.8 57.1
5 15,3 15.8
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START y 0.14

—

BZ : ———m—— 3,10

[

Michler's Ketone = 7.26

Figure 3. Chromatogram of Extraction of BZ from Tap Water

START 0.08 ] 0.14
0.892
3.46
J— = 4.96
—_— 5,74
Michler's Ketone — ——r 7.30

I

Figure 4. Chromatogram Showing Effect of Chlorine on Extraction
of BZ from Tap Water
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Table B, Effect of Salting on Recovery of BZ

Without Salting

. Michler's Ketone BZ Peak
BZ Concentration Peak Height Height Recovery
(ppb) (mm ) Urmm) (%)
Standard (3.98) 67.5 71.0 -
4.0 63.9 22.5 33.7
4.0 79,5 24,0 28.5
Standard (3.98) 66.0 72.5 -
4.0 821.0 33.0 37.0
x 33.1
= 4,29
With Salting
Michler's Ketone BYZ Pezk
BZ Concentration Peak Height Height RECG?ﬁfF
(ppb) () (ram) (%
Standard (4.02 69.5 72.0 -
4.0 60.0 32.75 53.0
4.0 80.5 46,25 55.8
Standard (4.02) 67.o T4.75 -
4,0 54.5 28,0 48 .4
Standard (3.98) 66.0 72.5 -
4,0 6&.0 38.5 01.5
X 52.2
s 3.08
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Table 9. Hubaux = Vos Detection Limit

Tarzet Value (ppb) Found Value (ppb)

40 34,6
40 32.5
&0 32.3
40 32.7
40 32.2
40 31.8
40 31.0
40 33.6
40 33.7
40 34.4
4 12

COOO000O0D00OONHNN NN
\ |
o

DO D O b e b b B3 RS BRI RS RS B B

Detection Limit x(d) = 3.2 ppb
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Table 10. Hubaux-Vos Detection Limit

Tareget Value (npb) Found Value (ppb)

2.12
2.23
1.94
2.06
2.10
.96
.08
77
.78
.70
.73
.71
. 48
"y
.36
.52
A6
.34

GDGGHHEHHFHHMMbeDPbbb
0 O 50000 00O 0 R

oo oo

Detection Limit x(d) = 0.95
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2. DISCUSSION OF RESULTS

5.1 Aerosol Studies.

The BZ recoveries were lower and more variable than would be
desired for routine laboratory analysis. The low and variable recovery
from the filters could be due to the polarity of the glass fiber filters
which bound the BZ to the filters and the inability of dioxane to re-
move it. Deiner, Herd, and Vigus, Munitions Division, CSL,* showed that
100 percent recoveries from glass-fiber aeroscol filters were attainable
using an aquecus acidic medium, It is concluded that dioxane employed
as a solvent is not sufficiently polar to afford complete removal of BZ
from the filter.

In addition, much of the wvariability could be due to the NPD,
The detector 1s very sensitive and selective for nitrogen and phospho-
rus compounds, but it can also be nonreproducible in its response to a
sample. The NPD does not show long-term response stability. Attempts
to guantitate BZ in a sample by comparing it to a previously injected
standard may produce variable results., It is now thought that the lack
of a suitable internal standard to help overcome the effects of the de-
tector instability may be the cause for much of the variation in the
results of the tests conducted. As a result of BCL's efforts, it was
shown that Michler's Ketone could be successfully employed as an in-
ternal standardl? with the NPD.

The results of the concentration tests did not show any appre-
ciable loss of BZ at either dosage level.

a.1.1 Statistical Analvsis of the Data.

A statistical analysis of the data was done to determine 1f
there was any significant difference at the two BZ levels between the
amount of BZ recovered from the aerated filters and the amount of BZ
recovered from the unaerated filters.

The data obtained from peak height measurements and from
area measurements were analvzed separately.

o.1.1.1 Peak Height Measurements.

The frequency distribution of the peak height measurement
data from tables 1 and 2 are shown in figure 7.

Anglyvsis of Variance.

Based upon Bartlett's test shown below, there would be a
17.2 percent risk of error if it were concluded that a significant
difference did exist in the variability of the different samples. It
was concluded that the variances of the samples were equivalent re-
gardless of the aeration or BZ level used.

*Deiner, A., Herd, R. E., and Vigus, E. S. The Utilizaticon of an Ion-
Pairing Reaction to Trace Concentrations of 3-Quinuclidinyl Benzilate

(BZ) and Application to Demilitarization Operations. (unpublished
data, June 1983).

37



00L

Z ® T SATEVI JO VIVO LUDIZH dVId H0d WVHODVIQ AONINDIHL L SandTd

AHIAOD3Y % AHINODIY % AHIAODIY %
G 05 S 0 00l S 0§ S 0 ©00L SL 0§ G2 0
00000 X "X 3000000 _ T Sooox . |°
SOOGOK X SOCOO0N X IO
XX X MK X X OO0
3K XX X X SO
X X | X X 1g
X X *
>
X
= - !
r T T T I | T I | I T T T _u
SOOBOOOOCK MOOOOOK YOO X000 XX X
XX MK XX X MO0 XXX X 0000 XK
X 00¢ X MXOOC X X SO0 X
X X XX X X X
X X | | X iq
|
] | J ol
SHILIT 000L SH3ILIT 00l
IWNTOA NOILYHIY JWNTOA NOILYHIV a31vHIVNN

L]

AJNIND3IYHA
Zg b 7L

AJNINDIHA
Za 67 Lp

38



BARTLETT'S TEST

M = 2.3025 (v log (IZ3512/v - Ivy log 542)
= 7.883
_ . 1 1 _ 1
¢ 7 1T EETD vy v
= 1.016
M/C = T7.728 = 120_17215
W = Lvj
vy = degrees of freedom of the ity sample.
Eiz = independent estimate of the ity variance.
E = number of variances compared.
Xa,g-1 = percentage point of the Chi-Square distribution

at the a point and g-1 degrees of freedom.

Assuming a completely cross-classified, random effects model,
the® analysis of the variance presented in table 11 shows that:

(1) There would be a 31.5 percent risk of error if it were
that aeration had an effect on the process.

(2) There would be less than 0.05 percent risk of error if

it were concluded that the BZ level had an effect on the
- process,

(3) There would be a 9.5 percent risk of error if it were
concluded that there was an effect on the process due

to the interaction of the BZ level and the seration
volume.

From (1) above, it was concluded that aeration may have an
effect on the amount of BZ recovered,

From (2) above, it was concluded that the level of BZ had no
effect on the percent of recovery.

From (3) above, it was decided that more testing would bhe
necessary before any firm conclusions could be drawn concerning the
effect of the BZ level or the effect of the interaction of the BZ level
and the aeration volume on the amount of BZ recovered.
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Table 11. Analysis of Variance of Peak Height Measurement Data

Mean Level for

Degree Sum Mean square Hp
Source of freedom of squares sguare ratio rejection
BZ Level 1 3247.096 3247.096 20,922 <0.0005
Aeration 2 S358.0769 179.038 1.154 0.315
Interaction 2 788.98266 364.463 2,348 0.085
Residual 144 22347 .8088 155.193
Total 149 26681 .,9083

5.1.1.2 Sample Size,

The residual mean square shown in table 11 is an estimate of
the experimental error of the peak height measurement method. Assuming
that the residual mean square is the population variance (S2), the num-
ber of GC injections (n) needed to reliably estimate the population can
be cafeulated using the following equation:

n = (tglﬂefi, ¢ ﬁE)de

t1-a/2 ¢"{1*af2) percentile of the t distribution at ¢ degrees
’ of freedom (¢ = 144)

82 - estimate of the population variance (82 = 155.193)

d = error in the estimate of the population mean

Table 12 shows the calculated number of GC injections needed
depending upon the 100 (l-a) percent confidence level and the interval
¥ + d percent one is willing to accept. It can be seen from the table
that if the average value for a sample is to be within + 10 percent of
the true average value (X) 95 percent of the time, then at least six
injecticns would be necessary.

Table 12. Sample Size

100 (1-a)% n -
Confidence d =5 d = 10 d = 15

99 43 11 2

98 35 9 4

95 25 6 3

90 17 5 2

80 11 3 2
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2.1.1.3 Area Measurement.

The frequency distributions of the area measurement data
from tables 1 and 2 are shown in figure 8.

An analysis of variance was not done on the area measurement
data because the assumption of homogeneity of variance between samples
was proven not valid by & Bartlett's Test for the homogeneity of wvari-
ances (shown below). The results of this test showed that there would
be a 1.1 percent risk of error 1f it were concluded that a significant
difference exists in the variability of the different samples. It was,
therefore, concluded that the wvariability between samples was not con-
stant.

BARTLETT'S TEST

M= 2,3026 (v log (Euisig v) - Iv; log 512]
= 15.142
- 1 1 _ _lL)
=1t SeD (o3 v
= 1.016
_ _ 2
M/C = 14,901 = x“) 41 &

5.171.4 t-Test and F-Test,

Differences in the mean and variance between individual
samples were checked by t-tests and F-tests (see tables 13 and 14).
While differences were found to exist between the mean and wvariances
of individual samples, no pattern was found which would indicate an
effect on the amount of BZ recovered by either the aeration volume or
the BZ level used.

Table 13, t-Test of Area Measurement Data

Levels at which Hg would be rejected

AERATION VOLUME

(LITERS)
0 100 1000
= =0.033 « = 0.009
0.1 -
vy _
E E—T _ = = 0.47 _ saf
o ' =
ﬂ = ? < I
B H ? H
o] = = (J.089 = = (0,002
1‘4 — e g, — T
o =0,177
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Table 14, F-Test of Area Measurement Data
[

Levels at which Hp would be rejected

AERATION VOLUME

{LITERS)
0 100 1000
e =739 « = 0,130
E t = =0.015 - r
5] - - ]
2 B S ' S
- 1l E Il
P ﬁl =2 Ei
- x=0012 © a =0.407
1.4 — - S :: ———
B = =023
I =

Area Measurement Method Versus Peak Height Measurement Method.
Statistical analysis of the data showed that the peak height measure-
ment method was more reliable than the area measurement method. The
authors believe that this is true because it was possible to visually
determine where the BZ peak began, but the change in slope frequently
was not sufficient to trigger the electronic integrator at the true
beginning and end of the BZ peak. This caused erroneous area count
readings.

5.2 Water Studies.

The presence of active chlorine in water presents a potential
problem for accurate analysis. Though BZ is stable to oxidants at pH
3-413 used in this assay, at a pH greater than 7, BZ at the 10-fold
drinking water level is rapidly degraded. This is aptly illustrated
in figures 3 znd 4, The procedure developed to measure and destroy
active chlorine is rapid and sufficiently accurate to preclude degrada-
tion of BZ samples prior to analysis.

Shown in figure 9 is the average recovery of BZ from tap
water at various spike levels. The low recoveries at the low spike
levels are due to intrinsic solubility of BZ in water.

From the data hase,T the solubility of BZ base 1n water
ranges from 11.8 ppm to 540 ppm. The data base also cites the solubil-
ity of BZ in CClyg as 4.5 gm/liter while the solubility in CHClg is
cited as 130 gm/liter. The distribution coefficient listed fof CCly
is approximately 3.3 x 102, One may expect a far more favorable dis-
tribution coefficient with CHClg due to the greater solubility of BZ
in this solvent. From the data at the lowest level, the total loss of
BZ is approximately 0.58 ppb. This reflects the ultimate efficiency
one may expect using the procedure.
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The losses observed at the low levels of spiking were mini-
mized by "salting" the BZ out of agqueous solution using 10 percent
NaoS504 Shown in table 8 are the results of using NasS804 to 'salt out”
BZ. This effect at the low level is appreciable and results in being
able to quantitate BZ at one-quarter of the drinking water level {lppb}.

It was anticipated that under field conditicons, large levels
of contaminants would be present in process water., As part of this
work, the effects of high levels of contaminants present along with the
BZ were determined using the cleanup method in section 3.2.4.

The three contaminants studied were 3-quinuclidinol, sodium
benzilate, and benzophenone., ©Sodium benzilate is highly soluble in
water. Under acidic conditions such as in scrubbing for S0p and in
venturi washing, it is converted to benzilic acid. Benzilic acid has
a solubility of 168.2 mg/l00 ml (1682 ppm).* This high solubility
could result in benzilic acid being present in the final extract.

The anticipated degradation product of BZ due to incineration
is benzophenone. This material has a solubility of 6.9 mg/100 ml (630
ppm).* Though benzophenone is a neutral, nonionic species, its in-
herent high solubility in water could result in some benzophenone not
being completely removed by the initial cyclohexane wash,.

Farly in our study we found that benzophenone and benzilic
aclid, injected on-column with BZ, results in almost complete degrada-
tion of the BZ. Monsanto, under contract DA18-035-AMC-136(A)14 and
Sassl® showed that the rate of degradation of BZ was increased when
benzophenone or benzilate was present. BCL has shown that benzilate
degrades to benzophenone when injected on-column, 1%

A study was performed to measure the adequacy of the cleanup
technique to remove this interference. Table 7 shows that removal of
these interferences by the extraction technique is reasonably adequate.
Some losses of BZ were observed, but total destruction was prevented.

The detection limit for tap water, as determined by the method
of Hubaux and Vos,19 was found to be 3.2 ppb when all data are included
(table 9)., When the wvalues at 40 ppb are excluded, a detecticon limit of
0.95 ppb is obtained (table 10)}. Detection limits were calculated at
the 90 percent confidence level,

G . CONCLUSIONS

6.1 Emplovment of NPD for BZ Analvsis,

The manufacturer of the NPD recommends that chlorinated sol-
vents not be used. BZ can be quantitatively removed from aeroscl fil-
ters with acidic aquecus solvents. Extraction of the BZ from the
aqueous phase must be performed with neutral, low-boiling, halogen-free,
water-immiscible, organic solvents if the NPD is employed. The use of
alcohols, aldehydes, ketones, and esters is precluded due to thelr water
solubility; leaving neutral hydrocarbons as the only viable extraction

47



solvents. Unfortunately, BZ has a low solubility in neutral hydro-
carbons. Due to the intrinsiec solubility of BZ in water, it is be-
lieved that even with multiple extractions of the aqueocus phase with
hydrocarbon, extraction efficiencies approaching those obtained with
a chlorinated hydrocarbon would be hard to achieve. In addition, the
inherent instability of the NPD precludes its use on a routine basis.

It is recommended that the NPD not be employed for routine
analysis of BZ.

6.2 Emplovment of FID for BZ Analvsis,.

Our studies show that sodium metabisulfite is an effective
reducing agent to remove active chlorine from process water. In order
to preserve water samples, it is recommended that the samples be acidi-
fied to a pH of 4, and that the active chlorine be removed by the pro-
cess described. At this pH, adsorption of BZ on the glass walls of
containers is negligible. As a further precaution, the samples should
be stored at 10°C or lower if there are long delays in analysis.

It has been the experience of these laboratory personnel that
the routine use of an internal standard to guantitate trace levels of
BZ by GC with any detector is a fundamental reguirement. Day-to-day
variations in the GC detector sensitivity require the employment of a
standard directly in the solution being analyzed. We find that Michler's
Ketone is a suitable material as a reference standard. It is easy to
purify, highly stable in solution, and does not react with BZ. The only
drawback is that the retention time of Michler's Ketone is longer than
desired. However, this drawback does not appreciably add to the length
of the analysis.

The effect of interferences on the analysis was investigated.
The cleanup technigque effectively removes these materials and allows
the quantification of BZ to one-quarter the drinking water level (1 ppb).

The procedures developed at CSL and at BCL are wvirtually
identical. The method must be performed by highly-trained personnel
who understand the necessity of carrying out the complex steps in the
analytical scheme correctly and diligently. The procedure is long and
labor-intensive. It appears that there are no means of shortening the
analysis. Carried out correctly, the method 1is capable of quantitating
BZ in water with good precision. It is recommended that the procedures
developed at CSL and BCL (using GC-MS with BZdypy as the internal stand-
ard) be employed to analyze process water, brines, and scrubber efflu-
ents. Presently, we do not feel that GC analysis is the best analytical
tool to analyze a large number of filter samples. It is recommended
that another analytical method be sought to analyze the large number of

filter samples that will be generated every day at the actual de-
militarization site.
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