s Intended Use

For detection of Polychlosinated Bipkenyls (PCBs). Please refer
to the attached specific procedures for water {groundwater,
surface water, well water, effluent), and soil. Application
procedures for other sample matrices can be obtained from
Abraxis.

» Principle

The Abraxis PCB Assay applies the principles of enzyme finked
immurosorbent assay (ELISA} to the determination of PCB. The
sample to be Lested is added, along with an enzyme conjugate,
to 4 disposable test tube, followed by paramagnetic particles
with antibodies specific ta PCS attached. Both the PCB {which
may be in the sample) and the eazyme labeled PLE (the enzyma
conjugate) compete for antibody binding sites on the magnetic
particles. At the end of an incubatian perind, a magnetic field is
applied to hold the paramagnetic particles (with PCB and labaied
PCB aralog bound to the antibedies on the particles, in
proportion to their original concentration) in the tube ard allow
the unhound reagents to be decanted. After decanting, the
particles are washed with Washing Solution.

The presence of PCB is detected by adding the enzyme
substrate (hydregen peroxide) and the chremogen {3,3°,5,5"
tetramethylbenziginel. The enzyme-labeled PGB analog bouad to
the PCB antibody catalyzes the conversion of the substrate/
chremogen mixtare to a colered product. After an incubation
period, the reaction is stopped and stabilized by the addition of
acid. Since the labeled PCB {conjugate) was in competition with
the unlabeled #C3 {sample] for the antibody sites, the color
developed is inversely proportional to the concentration
of PCB in tha sample.

» Reagents

1. PCR Antibody Coupled Paramagaclic Particles
The PCB antibody {rabbit anti-PCB) is covalently bound to
paramagnetic particles, which are suspended i buffered sating
containing preservative and stabilizers.
160 test kit: one 60 ml, vial
2. PLA Fazyme Conjugate
The harseradish peroxidase (HAP) labeled PCB analeg is diluted
in huffered saline containing preservative and stabilizers.
108 test kit: one 30 mL vial

3. PCB Standards
Theze concentrations (0,25, 2.5, 25.0 ppb) of PCB (as Arocler
1254) standards in a methanclic solution with preservative and
stabilizers are supplied. Other aroclor standards can be supplied
as per customer request. Each vial contains 2.0 mL,
4. Control
A concentration (approximately 5 ppbi of PC8 {as Araclor 1254}
in a methanolic soluticn containing praservative and stabifizers,
Other aroclor contrals can be supplied as requested by the
customer. A 2.0 mL volume is supplied in one vial.
& Dilvent/Zere Standard
Buffered saline containing preservative and stabilizers without
any detectable PCB,

100 test kit: one 35 mL vial
8. Color Solution
A solution of hydrogen peroxide and 3,3',5,5'-
tetramethytbenziding in an organic base.

100 test kit: ene 65 ml vial
7. Stopuing Sofution
A solution of sulfurie acid (0.5%).

100 test kiz: ene 60 mi, vial
8 Washing Sofution T
Preserved deionized water with detergent.

100 test kit: one 250 mt. viat
8. Test Tvhes
Pelystyrene tubes {36) are packed in a box.

100 test kit: three 36 tube boxes

* Reagent Storage and Stability

Store all reagents at 2-8°C. Do not freeze, Reagents may be
used until the expiraticn date on the box. Fhe test tubes require
na special storage condition and may be stored separately from
the reagents to coaserve refrigerator space.

PCB

Censult state, local and federal regutations far proper disposal
af all reagents.

» Materials Required but Not Provided

In addition te the reagents peovided, the follawing items are
essential for the performence of the test:
Pipats® Pracision pipets capable of

delivering 200, 250 and 589 ul.

and a 1.0 ml, repeating pipet.

Thermofyne Maxi Mix, Scientific
Industries Vortex Genie, of
equivalent

Yortex Mixer*

Magnetic Separation Rack®
Phatometric Analyzer* capable of readings at 456 nm

* These items ara available from Abraxis,
* Sample information

Refer o sample preparation information contained uader
individual procedure {i.e. water, soil} or application notes,

Samples whick have been preserved with manechlaroacetic acid
or other acids, should be neuteatized with strong base e.q. BN
NaGH, prior to assay.

if the PCB coacentration of a sample exceeds 25 ppb {Aroclor
1254), the sample is subject ta repeat testing using a diluted
sample. A ten-fold or greater dilution of the sample is
recommended with an appropriate amount of Diluent{Zero
Standard or Sample Diluent. For example, in a separate tost
tube make a ten-fold dilution by adding 100 ui of the sample te
900 1t of Diluent/Zero Standard. Mix thoroughly before
assaying. Perform the assay according to the Assay Procedure
aad obtain final results by multipiying the value obtain by the
dilution factor .9, 10,

The presence of the following substances up to 250 ppmr were
found to have ro significant effect on the PC8 Assay results:
copper, nickel, zinc, mercury, manganese, phosphate, sulfate,
sutfite, magnesivm, calcium, nitrate and thipsuifate. Humic acid
up 10 25 ppm and iren te 138 ppm were found to have na
significant effect. In additior, sodium chioride concentrations
up ta 1.0 M showed no effect on resuits.

+ Reagent Preparation

All reagents must be aliowsd to come to 7oom teniperature and
the antibody coupled paramagnetic particles should be mixed
thoroughly before use.

# Procedural Notes and Precautions

As with all immuncassays, a consistent technigue is the key to
optimal performance. To obtain the greatest precision, be swe
to treat each tube in an ideatical manaer,

Add reagents directly to the bottom of the tube while avaiding
contact hetween the reagents and the pipet tip. This will
help assure consistent quantities of reagent in the 1est mixture,

Avoid eross-contaminations and caszyover of reageats by using
clean pipets for each sample addition and by avoiding contact
between reagent droplets on the tubes and pipet tips.

Avoid foam fesmation during vartexing.

The magnetic separation rack consists ef two pars: an uppe:
ack which will securely hold the test tubes and a lower
separator which contains the magnets used to attract the
antibedy coupled paramagnetic particles. During incubations
the upper rack is removed from the lower separator so that the
garamagnetic particies remain suspended during the incubation,
Far separation steps, the rack and the separator ara

comhined to pull the paramagnetic particles to the sides
of the tubss.

Ta obtain optimum assay presision, it is important te perform
tha separation steps carefully and consistently. Oecant the
rack by slowly inverting away from the operater using a smooth
turning action so the liquid flows consistently aleny only one
side of the test tube, While still inverted, place the rack on an
absorbent pad and allew to drain. Lifting the rack and replacing
yently onto the pad several imes will ensure complete removal
of the liquid from the rim of the tube.

Mix the antibedy coupled paramagnesic particles just prior to
pipetting.

Standard and Control vials should remain
sapped when rot in use, %o prevent
evaporation.

Do not use any reagents beyond their stated shelf life.

Avoid contast of Stepping Solution (sulfuric acid} with skin and
mucous membranes. If this reagent comes in contact with skin,
wash with water.

s Limitations

The Abraxis PGB Assay will detect PGBs to different degrees.
Refer to specificity table for data on various Araclors and
congeners. The Abraxis PCB Assay kit provides screening
results. As with any analytical technique (8C, HPLC, ete..}
positive results requiring some action should be confirmed by an -
alternative method.

The total time required for pipetting the magnetic particles
shoutd be kept to twa {2) minutes or less, therefore the totat
number of fubes that can be assayed in a run should be adjusted
accordingly.

» Quality Control

A control solutior at approximately 5 ppb of PCB {as Araclor
1254) is provided with the Abraxis PCB Assay kit, [tis
recemmended that it he ingluded in every run and treated in the
same manner as unknown samples. Acceptable limits should be
established by each labaratory.

+ Assay Procedure
Read Reagent Preparation, Procecural Notes and Precautions

before proceeding.

1. Perform the appropriate sample preparation accarding to
the attached water or soil procedure. Fer any other
sample matrices refer 16 specific procedures avaitable from
Abraxis.

2. Labe test tubes for standards, control, and samples.

Tube

Number Contenrts of Tube

1,2 GiluentfZero Starndard, 0 ppl
14 Standard 1, .25 ppb

5.6 Standard 2, 2.5 pph

1.8 Standard 3, 25.0 pph

k] Cantrol

10 Sample

8l Sample 2

12 Samgle 3

3. Add 200 ul of the approptiata standard, control, or
sample,

4, Add 250 ul of PCB Enzyme Conjugate to each tube.

5. Mix the PCB Antibody Coupled Paramagnetic Particles
thoroughly and add 500 ul to each tbe.

6. Vortex for 1 te 2 seconds minimizing foaming.



