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1.0 gCORE

This method describes the determination’of CGA-131036, N-(§5-
methoxy-4-methyl-1l,3,5-triazin=-2-yl-aminocarbonyly)-2-(2-
cnloroethoxy) benzenesulfonamide, in water. The limit of detecticn
is 0.10 pph. : . : )

2.0 PERINCIPLE

A rapresantative watar sample is adjusted to pH 2.5 with 1%
HCl and then extracted with methylene chloride. The methylers
chloride is then evaporated to near dryness and the CGA-131936 :is
back-ext:racted into a carbenate:bicarbonate bufler solution. The °
pH of thae buffaer is then adjusted to 2.5 and the sample is cleaned
- up using C-18 solid phase extraction. Tha CGA-131036 concentrati=:
is determined using HPLC with a photo-conductivity detector.

3.0  ARPARATUS

3.1 Bend Elut c-18 zleanup coldmns.  Jeal {Analytichea
International, Inc., Harbor City, CA). :

1.2 Extrelut reservoir.
1.1 Beaker, 250-mL and 100-mL.

3.4 Separatory funnel, 250-mL and 125/60 mL, with Teflon stop
cock. -

!

Page 62 of 151

508GW ‘ o
- o ‘ . Paqge 247 2f 355



Amber in Watar

Fiask, round bottom, 250-mlL..

3.8

3.6 Rotary evaporator, ﬁaaki Buchler PE-6 or equivalant.

3.7 pH meter, Orion model 701 or equivalent,

3.8 vials, Wheaton, 2-aL. ‘

3.9 Filter, O.Slun solvent resist.

3.10 Test tube, screwcap with Taeflon tacnd'septa.

3.11 Solid Phase Extfaction Vacuum Manifold, supclc; catalog

. $3-7030, or qqu;valent. :

3.12 Vortex mixer. i '

3.13 Plastic adaptor. ’ . -

3.14 Solvent guide needle. ‘ ' '

REAGENTS .

4.1 Cyclohexane, Fishar HPLC grada.

4.2 Methancl, Fisher HPLC grade. '

4.3 Isopropancl, Fisher HPLC gradae. .

4.4 Methylene Chloride, Pesticide residue grade.

4.5 Ethyl Acetata, Fisher HPLC grade. | _ ;

4.6 0.1 M Sodium carbonata, 0.1 ¥ Sediun ﬁicarbonatn buffer (12.4
9 Na,COy - H,0/ 8.4 g NaHCO; in one liter dsionized water).

4.7 GlaciallAcenic acid.

4.8 Solution I (750 parts cyclohexane, 115 parts methanol, 125
parts 2-prapanol).

4.9 'Solution II (1000 parts 2-propanol, 1 part glacial aceéic
acid, 1l part deionized watar). :

4.10 HPLC mobile phase (329 parts Solution I, 30 parts Solution

4.11 1% Hydrochloric acid.

iI). :

4.12 Sodium bicarbonate, reagent grade.
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4.13 Sodium carbonate, reagent grade.

4.14 Standard CSA-121036 (available from CIBA-GEIGY Corperation,
P.Q. Box 18300, Greenshoro, NC 27413).

. 4.15 Water, deionized. : ‘

.1.1 Filter tha watar sampla through a Hxllxpor. HVLP
04700 filter. .

§...2 Measure individual 100.0 gram samples, to Tha nearest
0.91 g, into a 2:50-alL beaker.

5.2 pH Adjystaent

5.2.1 Adjust the pH of the sample to 2.5 +/-0.02 by dropwise
additian of 1% HCl.

S-i Mathylene Chlorida Partition

5.3.1 Transfer the sample from Section $.2.1 to a 2%50-aL
. geparatory funnel.

$.3.2 Rinse the 250-aL beaker with 50 Bl of me:hylcno chloride
and pour it into the separatory funnel.

5.3.] Shake the contants of the scparatary tunnel vigorously for
one mipute.

5.3.4 QDrain the bottom. methylene chloride layu: into a zso-nL
round hottom boiling flask.

. ' 5.3.5 Add another 50 ml, portion of methylene chloride tao
the separatory funnel; repeat Sections 5.3.3, 5.3.4, and
5.3.5 two more times, for a total of 150 al methylens
chloride.

5.1.% Ewvaporate the methylene chloride extracts asxng a rotary
evaporatag Wwith a water bath tamperature 27 15°C until
approxizately 2-5 mL remains. DO NOT TAKE SAMPLE TO

- ORYNESS.
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5.4 Aguecus Buffex Partition

Transfer the methylene chleride from the 250-mL boiling
flask from Section 5.3.6 to a 60-wl separatory funnel.

S5.4.1

5.3

3.5.1

Rinse the 250-mL boiling flask with three I-al
portions methylene chloride. <Combine all rinses into the
separatory tunnel.

Add 5 =L of carbonate:bicarbonate buffer to the
separatery funnsl. Shake =oderately for one sinute.

Prain “he bottom methylene chloride layer Into a 100-al
teaker. Urain the buffer solution inte another 100-aL
beaxker.

Add the mathylene chloride layer back to the separatory
funnel and repeat Secticns 5.4.3 and %5.4.4 TWOo mOre Times,
rinsing the 100-mlL beaker with the carbonate:bicarbonate
buffer each tine.

Solid Phage Cleanup

Wash a C-18 Bond Elut cartridge with 5 ml of meathanol
followed by 5 ml deionized water using the vacyunm
msanifold. Do not allow the cartridge to go dry.

Adjust the pH of the carbonata:bicarbonate extract from
Section 5.4.%5 to 2.5 by adding 1%t HCl dropwise. Somw
foaming may occur during thizs pH adjustment.

Attach a resesrvoir %o the top of the C-13 e¢artridge

and pour the extract from Section 5.5.2 into the reservoir.
Draw the sample through the cartridge at a rate of 2 dreops
per second. Rinse the beaker with 2 mi of DI wvater.
Transfer, and drain through cartridgs.

Elute the cartridge wiﬁh 5 mL aethyl acetate into an
apprcpriate collection vessel.

Transfer the ethyl acetaze fraction to a screwcap teat tube
and evaporate to dryness using a gentle stream of niTtrogen
and a warm water bath (a453°C).

Cap the test tube and place in a refrigeratsr until aralyses
by HPLC.

Amber in Water
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6.0 DETZEMINATION OF COA-13102¢
6.1 Preparation of gtandard cGA-131036

6.1.1 Weigh 10.0 mg of CGA-131036 analytical standard into a 100
nl volumetric flask and dilute the contents of the flask to
the markX with methylene chloride. Pipetta 1.0 mL of the
stock standard into another 100 alL volumetric flask and
gently avaporate to dryness with a stream of nitrogen.
Dilute to volume with Solution ITI and mix well. This
represants a 1 ug/ml working standard.

§.1.2 Prepare serial dilutions of the 1 ug/mL standard sclution at
0.50,.0.20, 0.19, 0.0S, 0.02, 0.01 ug/mL using Sejution II
as a diluent. .

6.2 gtandardizaticn

5.2.1 Standardize zhe high performance liquid chromatograph by
injecting 10 ul aliquots of injecticn standards under the
conditions specified in Table I. This represants a uorkinq
range of 0.10 %o 10.0 ng of CGA-1J1016. .

6.2.2 Measure the peak heights of the in)nctnd standards anad
construct a s:andard curve by plotting poak hnxghts vs
. nancgrams injected.

6.3 nssszzins&ign_gx_ﬁsgnls_nsaiﬂnsa

6.3.1 Pipette 1.0 mL of Sclution II into the tast tuba containing
tha sample, cap using a Teflon facad septa, and vortex to
dissolve the resi-jue. Assemble a syringe fitted with a 0.5
um solvent resistant membrane filter and filter the sample
into a 2 mL vial. Seal the vial with a Teflon faced septa.

6.3.2 Inject a 10 ul aligiot of the sample from Section 6.1.2 into
the 4PLC under the sz=e conditions as for standards. Compare
the peak haights of the unknown samples wvith the standard
curve to deteraine the nanograms of CGA-131036 present in the
injected aliquoct.

5.3.3 Calculate resizue results in terms of ppb CGA-I:IDJS by. :ne
fallewing equa<ion:

. 1.3 aL
ng CSA=-131036 Found X =====--
0.31 =L

PP = --- ---
grams sampla
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TABLE I: HBLC CONDITIONS FOR ANAL(OIS. OF CGA-131006

Instrunent:
Zolumn:
¥opile Phase:

Fiow raze:

Cetector:

Temperatura:

Recording Davice:

Minimum Cetaction

.
-imlT:

Retention Tinme:

Kratos Spectroflow 400 Solvent Delivery Systam,

Rheodyne Modael 7125 Injection 7alve with a 20 uL

loop LN L
Waters u-porasil (30 =3 x 1.9 mm) Catalog $27477

320 parts Solution I, 30 par=s Solution II .
The use of halium sparjing is strongly recommended

0.5 mL/minute

Tracar Model 965 Pho%oconductivity Detactor
equipped with a mercury lazsp. The detsctor is
nmodified by removing the solvent pump and the

zinc lamp transforaer. Range satting of 1 and
recorder attanuation set o accommodate the amount
of analyte inijected

1%°C using a column heater (Eldex Caéaloq #72%-1010),
or equivalent K .

Kipp and Zonen strip chart recorder Model BD40 at
a chart speed 2f 0.2 am/sec and input valtage of
0 av .
0.1 ng

19.% minutes

NOTRI: Afzer repeated injections of samples =nto the =olumn, a
reduction in sensitivity and instabpility of -he baseline
«“ill occur. To correct this problem the coluan is recondi-
tioned with a mobile phase consisting of 10 parts 2-propanol,
10 parts methanel, 5 parts glacial acetic acid and i part
water at a flow rate of . alL/min and a <emperature of S50°C
for several hours. This conditioning solvent =ust be flushed
from the column and then replaced with the noraal operating
motile chase. Generaily an hour 23f flushing a< 0.5 al,=min
“4... e sufficient. This same treat=ent wil. Ze necessary
“hen a new c¢olumn is :installed. -
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