= Intended Use

For the detection and quantitation of sulfamethazine in water
{groundwater, suzface water, well water). For other use
contact the company for application bulleting and/or specific
matrix validation guidelines.

* Principle

The Abraxis Sulfamethazire Kit apglies the principles of enzyme
linked immunosorbent assay (ELISA) to the determination of
sulfamethazina. |n the assay system, standards or samples to
be tested are added, aleng with an enzyme conjugate, and an
antibody specific for sulfamethazing, to microtiter wells coated
with Goat anti-rabbit antéhody. At this peint a competitive
reaction accurs between the sulfamethazine which may be be in
the sample and the enzyme labeled suifamathazine for the
antibady binding sites. The reaction is allowed to incubate for
sixty {60} minutes. At the end of the iacubation period, the
wells are washed with Washing Buffer,

The presence of sulfamethazine is detected by addiag the “Color
Selution”, which contains the erzyme substrata {hydregen
peroxide) and the chromogen {3,3".5,5'"-tetramethylbenzigine).
The enzyme-tabeled sulfamethazine bourd to the sulfamethazine
antibody catalyzes the conversion of the substratef chromogen
mixture to a colored praduct. After a thirty (30) minute
incubation period, the reaction is stopped and stabilized by the
addition of a difuted acid (Stepping Solution). Since the Jabeled
sulfamethazine [conjugate} was in competition with the
uniabelad sulfamethazine (sample) for the antibody sites, the
color develaped is inversely praportional to the
cengentration af sulfamathazine in the sample.

* Reagents

The Abraxis Sulfamathazina Piate Kit contains the
fotlowing itams:

1, Micratiter Piate coatad with Goat-Anti Rabbit Antihody
96 test kit: 12 strips ef 8 antibady coated wells
and strip holder (1).
2. Sulfamethazing Antibody Solution
Suifamathazine antibody (rabbit anti-Sulfamethazing) solution
in a buffzred safine salution with preservative and stabilizers.
96 test Xit: One vial containing 6 ml
J. Sulfamethazine Enzyme Confugate
Horseradish peroxidase {HRP} labeled Sulfamethazine anaiog
in a huffered solution with preservative and stabilizers.
96 test kit: One vial containing 6 mL
4. Sulfamethacine Standards
Four congentratians (0, 0.0%, 0.5, 0.25, 0.50, 1.5, 5.0 ppb)
of Sulfamethazine standards in distiled water with
preservative and stabilizers.
9% test kit: Each vial contains 1.0 mi.
5 Dilwent/Zere Standard (Sample Dilvent)
Distilled water with preservative and stabilizars without any
detectahle Sulfamethazine.
96 test kit: dne bottle contating 30 mb
& Color Solution
A solution of hydrogen geroxide and 3,3',5,5"-tatramethyl
benzidine in an organic base.
96 test kit: Ona bettle containing 12 mL
7. Stopping Solution
A solution of difuted acid.
96 test kit: Two bettles cantairiag & ml. each
& Washing Butfer (5x) Cancentrate
Buffered salts with detergent and preservatives.
96 test kit: One hottle containing 100 mL

Sulfamethazine

« Reagent Storage and Stability

Store all reagents at 2.8°C. Do not freeze. Reagants may be
used until the expication date on the bex.

Consult state, local and federal regulations for proper disposal
of aff reagents.

¢ Materials Required but Not Provided

ln addition ta the reagents arovided, the follewing items are
essential for the performance of the test:

Pracisian pipets capable of delivering 50, 79, 100, $50, and
250 ul, and tips*

Tape or Parafilm®*
Timer*®

Distilled er deionized water far diluting Wash Buffer

Storage bottle with 1000 mi capacity for sterage of 1x
Wash Bufer®

Microplate or strip reader capable of reading absosbance at
450 am*

* Please contact Abraxis for suppiier information.

¢ Sample information

This grocedure is recommended for usa with water samples.
Other samples may require modifications to the procedure and
shauld e tharoughly validated.

Sampies containing gross particufate matter should be filtered
{e.g. 0.2 um Aaotop™ 25 Plus, Whatman, Inc.) ta remave
particles.

Samples which have been greserved with menochloroacetic acid
or other acids, should be neutralized with streng base e.g. 6N
MaOH, grior to assay.

If the Suifamethazing corcentration of a sample exceeds 5.8
pph, the sample is subject ta zepeat tasting using a diluted
sample. A ten-foid or greater dilution of the sampie is
recammended with an appropriate amount of Diluent/Zero
Standard or Sample Difuant. For example, i a separate test
tube make a ten-fold dilution by adding 100 ol of the sample to
900 uL of DHuent/Zero Standard. Mix thoroughly before
assaying. Perform the assay according to the Assay Procedure
and abtai firal results by mudtiplying the vaiue obtain by the
dilution fagtor, e.g. 10

¢ Reagent Preparation

All reagents must be allowed ta 20 - *a reom temperature.,

Wash Buffer

tn a 1000 mL cantainer, dilute the wash buffer cancentrate
1:5 by the addition of distilled or deionizad water {i.e.,

100 ml of wash buffer concentrate plus 400 mL of H,0).
This solution is used fo wash the antibedy coated wells.

« Procedural Notes and Precautions

As with all immunoassays, a cansistent technigue is the key to
optimal performance. Ta altain the greatest precision, be sure
to treat each well in an identical manner.

Add reagents directly tp the bottom of the well while avoiding
contact betwean the roagents and the pipet tip. This wil
help 2ssura consistent quantities of reagent in the test mixfure.

Avoid cross-contaminations and carryaver of reagents by using
clean pigets for each sample addition and by avoiding contact
between reagent dropiets on the tubes and pipet tips.

The micratiter plate consists of 12 strips of 8 wells. |f fawer
than twelve strips are used, zemove the unneeded strips and
store refrigerated in the reseafable foil bag {with desiccant)
provided.

o not use any reagents beyond their stated shelf life.

Avoid contact of Stopping Solution {diluted sulfuric acid) with
skir and mucous membranes. |f this reagent comes in contact
with skin, wash with water.

* Limitations

The Abraxis Suffamethazine Assay will datect sulfamethazine
and other sulfonamides o different degrees. Refer to
specificity table far data on several of the sulfenamides. The
Abraxis Sulfamethazine Assay kit provides screening results.
As with any analyticat technique {GC, HPLC, etc...) positive
results requiring some action should be corfirmed by an
alternative method.

* Assay Procedure

Read Reagent Preparation, Procedural Notes and Precautions
before proceeding.
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1. Add 50 ul of the appropriate standard or sampfe. Analysis
in duplicates or triplicates is recommended.

2. Add 50 uL of Sulfamethazine Enzyme Corjugate.

3. Add 50 uL of Suliamethazine antibody solution
successively 1o each well. Cover wells witf parafilm or
tape to prevent contamination and evanoratien.
Thoroughly mix the contents of the wells by moving the
stifa holder in a rapid circutar motion an the henchtop for a
fult 20-30 seconds. Be careful not to spiff the contents.
Incubate at ambient temperature for 60 minutes.

4. After the incubation, carefully remove the covering and
vigorously shake the contents of the wells inte a waste
container. Wash the strips with the difutad Wash Suffer
{see Reagent Preparation} by adding & veiuma of at least
250 ul. of Wash Buffer to each well. Vigorously shake the
contents of the wells into a waste container. Any
remaining buffer in the wells should be remaved by patting
the plate an a dry stack of paper towels. Repeat this
wash step two times, for a totai of 3 inses.



