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DIRECTION INSERT

B |mmature adulis
{5-6 months post-infection)

Antigen Negative — Microfilaria Pasitive

® Microfilaria are not D, immitis

® No, or undetectably low levels of heart-
worm antigen are present

® |mmune clearance of antigen-antibody
complexes

B Adults dead and antigen ¢leared, but
microfilaria still present

m Microfilarial contamination of lysing
solution, dye, or filter chamber

® Transfused with microfilaremic blood

m Prenatal transfer of microfilariag

® Antigen destroyed due 1o improper storage
or treatment of sample

V. PREDICTING HEARTWORM BURDEN

Level of color in sample wells will intensify
with increasing level of heartworm antigen.
Level of heartworm antigen correlates with
the number of heartworms present, although
it is more closely related o the actuat weight
of worms present {a product of both the num-
ber and size of worms},

REFERENCES

Courtney GH, Zeng {1, Bean ES. Predicting Heartworm
Burdens with the DiroCHEK® Heartworm Antigen Test
Kit. J &m Anim Hosp Assoc 158%:25:643-646

Hriternik, TN: Canine and Feline Heartworm
Disease, In Kirk (ed.) Current Veterinary Therapy X
263-270: 1989

Proceedings of the American Heartworm Society,
1892, AHS, Batavia. IL.

I. HEARTWORM DISEASE

Heartworm disease is caused by Dirofifaria
immitis, a filarial nematode whose immature
stages are transmitted between animals by
mosguitoes. The adult heartworms live in the
heart and adjacent large blood vessels.
Although primarily a disease of dogs, the
parasite can also infect cats, ferrets and other
mammals, such as the red fox and the coyote.

il. DESCRIPTION AND TEST PRINGIPLES
DiroCHEK® is an enzyme-linked

immunosorbent assay {ELISA) for the dstection

of adult D. /mnaitis antigen in caning and
feline plasma or serum. DiroCHEK® is highly
specific, sensitive and simple to use. Test
resuits can he obtained in 15 minutes.

The reaction wells are coated with
antibodies directed against D. immitis antigen.
Another antibody is labeled with the enzyme
horseradish peroxidase. Any antigen presentin
the specimen (plasma or serumn) is bound by
the antibody coated well and the enzyme-linked
antibody to form a specific complex. Any free
enzyme-linked antibody is washed away and
a chromogenic substrate is added. In the
absence of 3 immmitis antigen, no color
change will be observed. The development of
a blue color specifically indicates the presence
of D immitis antigen and heartworms.

VI. CONTENTS OF DiraCHEK® TEST KIT

Anti-D. immitis Regular Lab Pack

Coated Wells ...........c.ocrven A8 144
Tri-Continent Precision pipetter...1............1
Pipette Tips .o 800150
Positive Gontro}

{Red Cap}.....cccccorerenevore 1.0 MIL.2. 5 mi
Megative Control

(Gray Cap).......cocovevvevcvrenre 1.0 2.5 m
Reagent 1 - HRP Antibady Conjugate

(Blug Gap) .oco.cocorvrerrirern 2.5 ml 7.0 ml
Reagent 2 - Chromogenic Substrate Buffer

{Purple Cap}.oovvevcne 7.0ml 14 .0 ml

Materials required but not provided
distilled or deionized water
Patent No. 4,789,631

VIl. PRECAUTIONS

1. Allow kit to come to room temperature
(217-25° G, 70°-78" F) prior to use.

2. Do not expose kit to direct sunlight.

3. Do not use expired reagents or mix from
different kit lots.

4. Foliow instructions exactly. tmproper
washing or contamination of reagents may
produce nonspecific color development.

5. FOR VETERINARY USE ONLY.

lll. COMMON HEARTWORM DIAGNOSTIC
QUESTIONS AND ANSWERS
How soon can heartworms be detected?

In dogs, immature adults may be detected
with DiroCHEK™ 5 o 6 months afier infaction;
microfilaria may be seen after 6 months. In
cats, 7 to 8 months or more may be needed
for either test.

How fong do heartworms and microfilaria live?

Heartworms live about 5 years in dogs;
probably less than 2 to 3 years in cats.
Microfilaria can five up to 2 years in dogs and
are very short-lived in cats.

After the adulticide is given, can one still
detect antigen from dead heartworms?

Antigen from dead heartworms has been
detected for up to 3 to 4 months; therefore
a positive test done within that 4 month period
should be repeated at a later date.

Is there any cross-reactivity wilh other
parasiles or drugs?

DiroCHEK® is highly-specific and wilt not give
false positive results due to the presence of
cther parasites, drugs, supplements or vaccines.

IV. HEARTWORM DIAGNOSTIC SITUA-
TIONS AND PDSSIBILITIES

Antigen Positive ~ Microfilaria Negative

B Unisex infection

® |mmune-mediated ciearance of microfilaria

B On monthly preventives, or after
microfilaricide treatment

VI, SAMPLE INFORMATION

50 pl {0.05 ml) of serum or plasma is
required. Serum or plasma (not whale blood)
may be stored at 2°-7°C (36"-45°F) for 7 days;
-20°C or below if stored longer. Hemolyzed
and lipemic samples may be used; however,
they may produce background color. When in
doubt, obtain a better quality sample.

IX. STORAGE AND STABILITY

Store the fest kit at 2°-7°C (36™-45F).
Do not freeze. Reagents will be stable until
expiration date provided they have been
stored properly.
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DiroCHEK® Heartworm Test Procedure

NOTE: lise PLASMA or SERUM sampias only (NQ WHOLE BLOOD).
Prior to use, allow kit componenis to come to room temperature (70™-78"F, 217-25° G).

A. PREPARATION

B. CONJUGATE

D. DEVELOP

1.

m |

Gentrols Pel Samples
- T @ ee

ve well

W

& Caleulate required number of wells:

— 1 weli for positive control
= 1 well tor negative control
=1 well for gach sample

# Remove required number of wells.

hed to each other.

m Place in well holder.

2. A.CONTROLS

u Add 1 drop Positive
Cantrol {red cap) into

the first well wey 1 Vel 2
u Add 1 drep Negative
Control {gray cap}
intg the second well.
B. SAMPLE(S)

USE OF THE 0.050 m| PRECISION PIPETTER:
Place pipette tip firmly onta pipette.
Retease hatton slowly lo aspirate.

Depress hutton to dispense.

B [raw/aspirate 0.05 ml sample.

® Dispense 0.05 ml sample
into the next well following
the contrels.

& Discard pipette tip.

® Repeat piocedure
for each sample into
subsequent wells,

3.

m Add 1 drop Reagent 1 -
Conjugate {blue cap) into
gach well.

B Tap well holder {without
splashing) for 15 seconds r:‘
1

6.

m Add 2 drops Aeagent 2
ipurple cap) to each wedl.

® Tap well holder
fwithout splashing) for
15 seconds to mix.

10 i, = WAIT 5 MINUTES.
= WAIT 10 MINUTES (:?>
» READ RESULTS.
C. BLOT AND WASH

4.

& Discard fluid from
wells into sink
or appropriate
container.

m nvert holder and
blot firmly onto
a paper tawel
to remaove final
drops.

5.

n WASH WELLS VIGOROUSLY:
- Use liberal amounts of distified or deionized water

- Direct a forceful stream into each well.
(Oversplashing will not contaminate adjacent welts).

- Shake out excess water,
- Repeat at |past 5limes
{It is impossible to overwash).

m Biot tirmly onlo a paper towel
to remove final drops.

5 _ L ]
+ - + -
CONTROL PET  PET
o @
CONTROLS
= POSITIVE contral should be distinctly blue.

u NEGATIVE control should be completely clear,
SAMPLES

u POSITIVE samples will be blue, Color intensity will vary with
level of heartworm antigen present. This may reflect worm
burden {see Section V).

B NEGATIVE samples will ba clear. Compare directly with the
negative control against a white background.

GOOD TECHNIQUES = ACCURATE RESULTS

m |se plasma or serm samples only {no whele blood).

B Seversly hemolyzed and Hpemic samples may
produce background color When in doubt, ohtain 2
better quality sample.

m When mixing well conients in Steps 3 and 6, tap well
holder rapidly for a full 15 seconds.

= Washing is the mast important step. Microwells can-
nol be overwashed. Underwashing will result in
nonspecific color deveioprnent in the negative conrol
and sample wells.

® Read rasults at 3 minutes. If no celor is seenat 5
minutes, the sample is negative.

& Do not use the test kit past the expiration date and do
nat intermix components from different serial numbers.

® Store kit at 2770 (3645 F). Allow kit to come to room
temperature before use.
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