product information

Absolute specificity for Cryptosporidium and Gi

a staining

1. Introducing EasyStain™

EasyStain™ is an immunofluorescence reagent designed
for use in testing water samples for the presence of
Cryptosporidium oocysts and Giardia cysts. When a
water sample is stained with the EasyStain™ reagent
all oocysts or cysts present in the sample will fluoresce
bright green. Stained samples can then be examined
using fluorescence microscopy’, flow cytometry? or laser
scanning cytometry®.

The detection of oocysts and cysts in water is extremely
difficult. There are many particles present in water
samples that cross-react with Cryptosporidium and
Giardia-specific antibodies. These particles can easily be
mistaken for Cryptosporidium oocysts or Giardia cysts®.
Unlike other Cryptosporidium and Giardia antibodies,
EasyStain™ does not cross-react with particles present
in water samples. This superior specificity is achieved by
using monoclonal antibodies (mAbs) of the IgG1 isotype®.

Until now, all commercially available Cryptosporidium-
specific and Giardia-specific mAbs were IgM or 1gG3
isotype antibodies®, which bind to algae, mineral particles,
bacteria, yeast and many other particles.

EasyStain™ utilises a patented method for producing
IgG1 antibodies to Cryptosporidium and Giardia. These
antibodies have been demonstrated to be far superior to
other available antibodies®®.

The antibodies in the EasyStain™ have been purified
to a very high level to ensure that there is no
contamination. The conjugated antibody is stored in a
specially designed buffer that includes a novel blocking
agent and a preservative.

2. Product description

EasyStain™ is a mixture of two monoclonal antibodies
(mAb): a Cryptosporidium-specific IgG1 mAb and a
Giardia-specific IgG1 mAb. The reagent is supplied as a
working solution and does not require dilution.

A Wash Buffer is supplied that is used to wash excess
antibody from slides or membranes. The Wash Buffer has
been specially designed to increase fluorescence and
reduce fading. It does not require dilution.

A Positive Control, containing both irradiated
Cryptosporidium oocysts and Giardia cysts is supplied.
Cysts and oocysts are at a concentration of approximately
200 to 400 per 50 .

Mounting Medium is supplied that is applied to the
microscope slide before adding a coverslip. The Mounting
Medium has been specially designed to reduce fading of
the prepared sample.

3. Quality Control

Two forms of quality control are performed on EasyStain™:

1. The mean fluorescence intensities (MFI) of oocysts and
cysts stained with EasyStain™.

2. Quality control of the non-specific binding properties
of the antibody.

EasyStain™ is supplied with a Certificate of Analysis.

Each batch of EasyStain™ must meet the following standards:

Mean fluorescent intensity > 700
of Giardia (A)

Mean fluorescent intensity > 500
of Cryptosporidium (A)

A) Measured using flow cytometry

B) Number of Cryptosporidium and Giardia like particles
detected by flow cytometric analysis of a standardised
water sample stained with the antibody®.

4. Materials required but not supplied

Glass Teflon coated well slides

Pipettes

Coverslips
DAPI:(diamino4’,6-diamidino-2-phenylindole
dihydrochloride hydrate) - Sigma Chemical Co. Ltd
Dissolve in methanol at a concentration of 2mg/ml
e This stock is stable at 4°C for 4 months

e To prepare a working solution dilute 1 in 1000 in
PBS. The working solution is stable at 4°C for 2 weeks.

If staining is to be performed on a membrane rather
than a microscope slide then the following materials
are required:

e NMembranes; 13mm diameter, 0.8um pore-size
— Millipore ATTP01300 or equivalent.

e Flat-bladed forceps

e Either a Membrane Manifold and a vacuum source,
OR

e A vacuum source with a liquid trap connected to a
13mm Swinnex filtration unit (Millipore SX0001300).

5. Instructions for use

A. Using EasyStain™ to stain a water sample on a
membrane

The following method describes how to stain a water

sample on a 13mm diameter membrane.

1. Apply a vacuum to the membrane (<-0.4 bar) and
carefully pipette the sample onto the surface of the
membrane.

2. Rinse the membrane with 1ml of distilled water.

3. Add 50pl of DAPI stock (2mg/ml) into 50ml PBS
to make a working strength solution of DAPI.

4. Turn off the vacuum and add 100pl of the working
strength DAPI solution and leave for 2 minutes.

5. Turn on the vacuum to remove the DAPI.

6. Turn off the vacuum and apply 100p! distilled water.
Leave for 1 minute.

7. Turn on the vacuum to remove the water.



8. Turn off the vacuum and apply 100ul of EasyStain™
(Antibody solution).

9. Incubate at room temperature for 30 minutes or at
37°C in a humidified chamber for 15 minutes.

10.Turn on the vacuum to remove the antibody.

11.Turn off the vacuum and apply 120pl of Wash Buffer to
the surface of the membrane. Leave for 1 minute.

12.Turn on the vacuum and rinse the membrane by slowly
applying 1ml of Wash Buffer to the surface of the
membrane.

13.Turn off the vacuum.

14.Pipette 3yl of Mounting Medium onto a microscope slide.

15.Carefully pick up the membrane with forceps and
lay it onto the Mounting Medium.

16.If a coverslip is required apply Mounting Medium to the
coverslip before placing over the membrane.

B. Using EasyStain™ and DAPI to stain a water sample on
a microscope slide.

Optimized procedure for staining cysts and oocysts with
both EasyStain™ and DAPI.

1. Place the sample onto a well slide and allow to dry at
a temperature of no greater than 37°C.

2. Add 50pl methanol to the well and allow to dry at room
temperature.

3. Add 50ul of DAPI stock (2mg/ml) into 50ml PBS to
make a working strength solution of DAPI.

4. Add 50pl of the working strength DAPI solution and
leave for 2 minutes.

5. Carefully tip the slide, long edge down to aid removal
of the DAPI. Use a Pasteur pipette to carefully remove
the DAPI. Ensure that you do not touch the surface of
the well slide with the Pasteur pipette.

6. Add 50pl of distilled water to the well and allow to
stand for 1 minute.

7. Carefully tip the slide, long edge down to aid removal
of the distilled water. Use a Pasteur pipette to carefully
remove the distilled water. Ensure that you do not touch
the surface of the well slide with the Pasteur pipette.

8. Add 50ul EasyStain™ (Antibody solution) to the well
and at room temperature for 30 minutes or at 37°C in
a humidified chamber for 15 minutes.

9. Carefully tip the slide, long edge down to aid removal
of antibody. Use a pasteur pipette to carefully remove
the antibody. Ensure that you do not touch the surface
of the well slide with the Pasteur pipette

10.Slowly add 300p! of Wash Buffer to the well and allow
to stand at room temperature for 1 minute. The Wash
Buffer should flow over the edges of the well slide.
This will help to reduce background staining around
the edges of the slide.

11.Gently aspirate the excess Wash Buffer from below the
well using a clean pasteur pipette. Whilst aspirating
the Wash Buffer, carefully tip the slide, long edge down
to aid removal of the buffer.

12.Add 2-3pl of Mounting Medium to the well and apply a
coverslip.

13.Record the date and time that staining was completed
on the bench sheet. Slides may be stored in a
humid chamber in the dark at 2°C to 8°C until ready
for examination.

6. Notes

If a sample contains a high concentration of salt, salt
crystals formed after drying can cause cysts and oocysts
to wash off the slide and may interfere with staining.
The sample should be washed in distilled water before
applying to the slide. Alternatively, the sample may be
stained on a membrane.

The Wash Buffer has been specially formulated to
minimise background and fading. It is essential that the
Wash Buffer is applied to the stained cysts and oocysts for
a minimum of 1 minute.

The Mounting Medium has been specially formulated for
use with IgG1 antibodies. The use of alternative Mounting
Mediums may result in fading of oocysts and cysts.
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Warranty

The products are warranted to the original purchaser only to conform to the
quantity and contents stated on the product labels for the duration of the stated
shelf life. BTF's obligation and the purchaser’s exclusive remedy under this
warranty is limited either to replacement, at BTF’s expense, of any products
which shall be defective in manufacture, and which shall be returned to BTF,
transportation prepaid, or at BTF’s option, refund of the purchase price.

Claims for merchandise damaged in transit must be submitted to the carrier.

This warranty shall not apply to any products which shall have been altered
outside BTF, nor shall it apply to any products which have been subjected
to misuse or mishandling. ALL OTHER WARRANTIES, EXPRESSED, IMPLIED
OR STATUTORY, ARE HEREBY SPECIFICALLY EXCLUDED, INCLUDING BUT
NOT LIMITED TO WARRANTIES OF MERCHANTABILITY OR FITNESS FOR A
PARTICULAR PURPOSE. BTF’s maximum liability is limited in all events to
the price of the products sold by BTF. IN NO EVENT SHALL BTF BE LIABLE
FOR ANY SPECIAL, INCIDENTAL OR CONSEQUENTIAL DAMAGES. Some
states do not allow limits on warranties, or on remedies for breach in
certain transactions. In such states, the limits set forth above may not apply.
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