s Intended Use

For detection of Polychlorinated Biphenyis - Lower Chlorinated
{PCB-LEY. Please refor to the attached specific procedures for
walar {groundwater, surface water, woll water, effluent), ané
soil. Application grocedures for other sample matrices can ba

obtained from Abraxis.

* Principle

The Abraxis PEB-LC Assay applies the principles of erzyme
iinked immunosozbent assay (ELISA) to the determination of
PCB-LC. The sample to be tested {5 added, alang with an
enzyma canjugate, to a disposable test tube, followed by
paramagnatic particles with antibodies specific to PB-LC
attached. Soth the PCB-LC fwhich may be in the sanyple} and
the enzyme Iabeled PCB-LC (the enzyme canjugatel compete for
antibody binding sites on the magnetic particles. At the end of
an ncubation period, a magaetic field is applied to held the
paramagnetic particles (with PGB-LC and labeled PC8-LC analoy
bound to the antibodias on the particles, in praportion to their
original concentrationt in the fube and aliow the unbound
reagants to be decanted. After decanting, the particles arg
washed with Washing Sclution.

The presence of PCB-LC is detected by adding the eazyme
substzate {hydrogen peroxida) and the chromayen (3.3%5.5"
tetramathyihenzidine). The enzyme-labeled FCB-LC analag
hound ta the PCB-LE antibody catalyzes the cenversion of the
substratel shromogen mixture to a celored product. After an
incubation pericd, the reaction is stepped and stabilizeil by the
adiition of ackl. Since the {abeled PCB-LC [conjugate} was in
compotitian witls the urtabeled PEB-LC (sample] for the
antibody sites, the color developed is inversely propostional
ta the concentration of PEB-LG in the sample.

¢ Reagents

1. PDB-LL Antibody Coupled Paramagnetic Particles
Tha PCB-LC antibody (sheap anti-PCB-LC} is covalently bound te
paramagnatic particles, whicl: are suspended in buffered saling
centaining preservative and stahilizers.
100 test kit: cne 60 mL vial
2 PLOLC Enzyme Conjugats
The horseradish peroxidase {HRP} labeled PCB-LC analog is
dilirtad in huffered saline containing preservative and stabilizers.
100 test kit: one 30 mL vial

3. PLB.LE Standards
Theee concentratians {5, 50, 500 ppb) of PCB-LC {as Aroclor
1221) standards in a methanolic solution with preservative and
stabilizers are supplied. Other aruclor standasds can be supplied
as per customer request. Each vial contains 2.0 ml.
4. Controf
A concentration (approximately 258 ppb} of PCE-LC (as Arvclor
12211 in a mathanalic solution containing preservative and
stabilizers. Other arocler conteols can be supplied as requasted
by the customer. A 2.0 ml volume is supplied in ona vial.
5. Oituant/Zory Standard
Buffered saline containing preservative and stabilizers without
any deteetable PCR-LC.

100 test kit: one 35 ail, vial
6. Color Solution
A solution: of hydrogen peroxide and 3,3',5,5"
tetrametlyibenzidine in an organic base.

100 test kit: cae 85 ml vial
7. Stogaing Soltion
A solution of sulfurie ackd (0.5%).

100 test kit: one 60 L vial
& Washing Solution
Preserved deionized water.

100 test kit: one 250 ml vial
9. Tost Tuhos
Palystyrena tubes (36} are packed in a bex.

100 test kit: three 36 tube boxes

¢ Reagent Storage and Stability

Stare all reagents at 2-8°C. Do not freeze. Reagents may be
usad unti the expiration date on the box. The tost tihes reqtite

PCB-LC

no special storage condifion and may he stered separately from
the reagents to conserve refrigeratar space.

Consult state, local and fedeal regulations for proper disposat
of all reagents.

» Materials Required but Not Provided

in addition 1o the reagents provided, the fellowing items ase
pssentiat for the performanee of the test:
Pipets* Precision pipets capable of

delivering 208, 250 and 500 ul.

and a 1.0 sl repeating pipet.

Thermotyne Maxi Mix, Scientific
industries Vortex Genie, or
t|uivalent

Voztex Miver®

Magnetic Separation Rack®
Photometric Analyzer™ capable of readings at 450 am

* These items are available from Ahraxs,
s Sample Information

Aefer to sample preparation formation contained under
indlividual pracedure e, water, soit} or application notes.

Sarnples which have been preserved with meaochloroacetic acid
or ather acids, shauld be neutralized with slrong base a.¢. GN
NaflH, prior te assay.

if the PCB-LC concentration of a sample exceeds 500 ppb
{Aroclor 1221}, the sample is subject to repeat testing using a
dituted sample. A ten-fold or greater diution of the sample is
recommended with ai appropriate amount of Diluent/Zera
Standard or Sample Diluent. Far example, in a separate test
tube make a len-fold diluion by adding 106G ul of the samplo 10
900 uL of Dilueat/Zero Standard. Mix thoroughly before
assaying. Perform the assay according to the Assay Procedure
and obtain final results by muitiplying the value obtain by the
dilutien facter e.g. 10,

The presence of the following substances up to 18,680 ppm
wese feund to have no significant effect on the PCB-LC Assay
results: nickel, zine, mercury, manganese, phosphate, sulfate,
sulfite, magnasium, calcium, nitrate and thicsuifate. Humic acid
up te 10 ppm and copper and iron 1o 1,000 ppm were found to
have no sigrificant effect. In addition, sodiun: chleride
cancentrations up to .0 M showed no effect an results.

¢ Reagent Preparation

All reagents must be allowed to come ta room temperature and
the antibady coupled paramagnetic particles should be mixed
thoroughly Lefore use,

s Procedural Notes and Precautions

As with all immuroassays, a consistent teclnique is the key to
optimal perfcrmance. To ohtain the geeatest precision, be sure
Lo tzeat each tube in an identical manner.

Add reagents directly to the bottom of the tube while aveiding
contact hetwean the reagents and the pipet tip. This will
help assure consistent quantities of reagent in the test mixture.

Awgid cross-contaminations and carryaver af reagents by using
clean pipets for each saniple addition and Ly aveidieg cortact
between reagent draplets an the tbes and pipet tips.

Aveid foam formation during vertexing.

The magnetic separalion rack consists of twe parts: an upper
rack which will securely hold the 1ast tubes and a lower
separator which contains the magaets used to attract the
antibody coupled paramagnetic partistes. During incubaticns
the uppar rack is removed from the lower separator so that the

paramagnetic particles remain suspendad during the incubaticn,
For separatian steps, the rack and the separatar are
comhbined to pull the paramagaetic particles to the sides
of the tubes.

To obtain optimum assay precision, it is impartant to perform
the separation steps carefully and consistently. Decant the
rack by slowly inverting away from the operater usiag a smooth
turning action so the liguid flows consistently along only one
side of the test tube, While still inverted, place the rack on an
ahsorbent pad and allow to drain. Lifing the rack and replacing
genély anto the pad saveral times will ensire complate removal
of the liguid from the rim of the tube.

Mix the aatibody caupled paramagnetic articles just prior to
pipetting,

Standard and Control vials should remaii
capped when not in use, to prevent
avaporation.

1o not use any reagents beyond their stated sheli life.

Avoid contaet of Stopping Selution (sulfurie acid) with skin and
mucaus membranes. 1 this reagent comes in contact with skin,
wash with water,

s Limitations

The Abraxis PEB.LS Assay will detect PCBs to different
degrees. Refer 1o specificity table fer data on various Aroclers
and congeners. The Abraxis PLB-LC Assay kit provides
sgreening resalts. As with any analyticat technique [SC, HPLC,
ate...) positive results requiring seme action shoutd be confinred
try an alternative method,

The total time required for ipetting the magaetic parlicies
shoutd be kept to twe (2) minutes or less, therefere the total
aumber of tulses that can be assayed in a run should be adjusted
accortingly.

¢ Quality Gontrol

A control solution at appreximately 250 ppb of PCB-LE {as
Araclor 1221} is provided with the Abraxis PCB-LC Assay kit.
11 is recommended that it be included in evary run and treated in
the same manner a5 unknown sampies. Acceptable limits
should be established by each laboratory.

* Assay Procedure
Read Reagent Preparation, Procedural Notes and Precautions

before proceading.

1. Perferm the appropriate sample preparation according o
the attached water or soil procedure. For any other
sample matrices refer e specific precedures available from
Abraxis.

2. Label test tbes for standards, control, and samples.

Tube

Number Contents of Tube

i,2 DiluentZero Standard, 0 pph
3.4 Standard ¥, 5 ppb

5,6 Standard 2, 50 ppb

7.8 Standard 3, 500 pph

] Contrel

i0 Sample 1

Al Samgple 2

12 Sample 3

3. Add 250 v of the appropriate standard, control, or
samye.
4. Add 250 L of PCB.LE Enzyme Conjugate to each tube.



