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May 13, 2005
VETERINARY SERVICES MEMORANDUM NO. 552.3

SUBJECT:  Selection and Submission of Specimens for Laboratory Examination for
Tuberculosis

TO: VS Management Team
Area Veterinarians in Charge, VS
State Veterinarians

I. PURPOSE

The purpose of this memorandum is to provide instructions for selecting and submitting
specimens for laboratory examination for tuberculosis (TB) from reactor, suspect, or
exposed cattle and from other species of animals.

II. CANCELLATION
Veterinary Service (VS) Memorandum No. 552.3 dated July 4, 1978, is hereby canceled.
III. GENERAL

The criteria for submitting specimens of tuberculous lesions or thoracic granulomas in
regular-kill nonreactor cattle (VS Form 6-35) cases and the reporting of these submissions
is covered in VS Memorandum No. 552.2, dated April 1, 2005. All other submissions must
be approved by the Area Veterinarian in Charge (AVIC) in accordance with the criteria
contained in this memorandum.

IV.INSTRUCTIONS FOR SUBMITTING TUBERCULOUS TISSUE
A. Tissue Selection and Preservation
1. Avoid contamination. Remove excess fat.

2. Divide lesions, including adjacent normal tissue, into blocks approximately
3/8 inch thick for pathology examination. A larger section should be
provided for culture.

3. Place half of the tissue in a jar of Buffered Formalin for histopathologic
examination. Place remaining tissue in a jar of transport media (Sodium
Borate Solution) for mycobacteriologic examination. If there is insufficient
tissue to divide, send the available tissue in formalin only. (Maximum tissue
to preservative ratio = Formalin 1:10; Borate 1:1.)
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4. Prevent leakage. Tighten caps and reseal lids with masking or electrical
tape.

B. Description and Use of Three Types of Shipping Containers

1. Special two-bottle TB mailer. Used for slaughter plant submissions.

a.
b.
C.

d.
e.

No refrigeration required - DO NOT FREEZE.

Sponge - Leave in place to absorb any leakage.

Reporting Forms - Place between polystyrene container and outside
mailer.

Return Address - Provide in upper left portion of mailing label.
Mailing - Use prepaid FedEx label.

2. The yellow and black TB kit (yellow box with black stripe). Use for
shipping cattle and swine samples from slaughter plants.

Kit contains:

1-90 ml jar of 10 percent neutral buffered formalin.

1-4 ounce jar of saturated Sodium Borate Solution or other transport
medium for culture.

VS Form 6-35, Report of TB Lesions or Thoracic Granulomas in
Regular Kill Animals. The original and copy 2 are to accompany
specimens to the National Veterinary Service Laboratories (NVSL).
Copy 3, the Food Safety and Inspection Service (FSIS) copy is to be
retained by the submitter.

VS Form 1-16, TB Identification Card (orange).

VS Form 10-23, Retained (orange sticker).

FedEx Priority Overnight label.

Procedures for using the kit to submit tissue specimens for pathology:

a.

b.

Fix tissues immediately in formalin to preserve cellular detail. Use
one part tissue to 10 parts formalin to adequately fix tissue.

Cut specimens 3/8 inch thick (9 mm-the width of a government pen).
Thicker tissues do not fix properly leading to loss of cellular detail.

Do not submit whole unsliced organs such as lymph nodes or avian
spleens. Submit representative sections of organs (with lesions).
Submit the affected tissue, including normal surrounding tissue and
lymph nodes, draining the affected area.
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Identify the submitted nodes on the lab form referring to the method of
identification used. Prescapular and other body nodes should be placed
in separate containers and identified as to their anatomical location on
the animal.

d. Use a separate form linked to a specific jar for each carcass.

e. An accurate description of the lesions is very important (size, color,
location and consistency), as is information on the type of carcass
(species, sex, age, condition).

f. Prevent freezing of the mailing container. Frozen tissues are not
suitable for histopathologic examination.

Procedures for submitting tissue specimens for bacteriologic culture:

a. For microbiological examination, submit unfixed specimens in the
transport media (Saturated Sodium Borate) compartment of the mailer.
Use one part tissue to one part Sodium Borate.

b. Do not slice specimens meant for microbiological examination.

c. Correlate the diagnostic microbiological specimens to the formalin-
fixed tissues that were submitted.

For questions concerning the selection and sending of tissues for laboratory
examination call the Mycobacteriology Laboratory at 515-663-7388

(Fax 515- 663-7315) or Histopathology Laboratory at 515-663-7521

(Fax 515-663-7527).

3. The bright orange TB kit (fluorescent orange). Use for any species but
especially for deer, cats, dogs, and nonhuman primates.

Kit contains:

1-90 ml jar of 10 percent neutral buffered formalin.

1-Polar pack and Whirl-Pak bag for sample for culture (freeze sample first).
VS Form 10-4, Specimen Submission form NVSL, Ames, lowa.

VS Form 1-16, TB Identification Card (orange).

VS Form 10-23, Retained (orange sticker).

FedEx Priority Overnight label.

me Ao o

Procedures for using the kit to submit tissue specimens for pathology:

Follow the exact procedures described above in Section IV B 2 for
submitting cattle and swine tissues for pathology in the yellow and black
TB kit.
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Procedures for submitting tissue specimens for bacteriologic culture:

a. For microbiological examination, submit unfixed frozen specimens in
the freezer compartment of the mailer.

b. Place sample in a Whirl-Pak bag; freeze the sample and the icepacks
overnight before submitting.

C. Reporting Form (VS Form 10-4)

This Specimen Submission form must accompany all specimens submitted for
laboratory examination for TB except those from nonreactor cattle found on
routine postmortem examination. (The VS Form 6-35 is used in such cases.)
Provide all available information (owner, material submitted, animal identification,
examination requested).

Distribution of Form: Submit the original and two copies with the specimens.
(The submitter may need to make extra copies.)

Send one copy to the AVIC of the submitting State.
Retain “Submitter’s copy.”

The AVIC is responsible for ensuring that proper reporting forms and specimen
containers are available for use at both State and federally inspected slaughter
establishments.

D. All containers are to be shipped by Federal Express using the prepaid
FedEx label provided in the box to:

U.S. Department of Agriculture

Animal and Plant Health Inspection Service
National Veterinary Services Laboratories
1800 Dayton Road

Ames, lowa 50010

V. INSTRUCTIONS FOR SELECTION OF SPECIMENS TO BE SUBMITTED

When submissions that do not conform to the following guidelines are received at
NVSL, processing is delayed pending an inquiry to the National Center for Animal
Health Programs/Ruminant Health Programs (NCAHP/RHP) concerning justification
for the requested laboratory work.
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A. Specimens from Reactors, Suspect, or Exposed Cattle

FSIS personnel cannot be held responsible for determining the number of
specimens to be submitted from bovine reactor, suspect, or exposed animals.
Therefore, the AVIC in the State where the animals are slaughtered shall see that
FSIS personnel are properly informed prior to the animals arrival for slaughter.

When possible, VS personnel should be present to assist with and provide
oversight in the collection of specimens. If the animals are to be slaughtered in a
State other than where they originate, it is the responsibility of the AVIC in the
State of origin to alert the AVIC in the State where the animals are slaughtered.
Specimens shall be submitted in accordance with the following guidelines:

1. Reactors

a.

When M. bovis has not previously been isolated in a herd, specimens
may be submitted from all animals having lesions when four or fewer
animals are classified reactors on any official tuberculin test.

When a test reveals more than four reactors, and extensive evidence of
TB is found, specimens may be submitted from 10 percent of the reactors
with lesions or from four animals, whichever is greater. Never sample
No Gross Lesions (NGL) reactors when there are reactors with lesions
disclosed on the same test.

If all reactors are NGL, a composite lymph node sample (cervical,
bronchial, mediastinal, and portal) may be submitted from not more than
10 percent of the reactor animals or four animals, whichever is greater,
when deemed necessary.*

When M. bovis has been isolated in a herd that is under quarantine, submit
specimens in formalin for histopathologic examination from not more than
four animals on each test if further laboratory examination is deemed
necessary.* Bacteriologic examination may not be conducted.

2. Suspects - Suspects with gross lesions should be sampled as in 1(a) above.
If suspects are NGL, a composite lymph node sample (cervical, bronchial,
mediastinal, and portal) may be submitted from not more than 10 percent of
the suspect animals or four animals, whichever is greater, when deemed
necessary.*®

3. Exposed - Singleton exposed animals (6-4B investigations) should be
sampled as in 1(a) above.
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B. Specimens from Reactor Swine

The Department does not have a swine TB eradication program. Swine that are

tested as part of an investigation, and are classified as reactors, should be sampled
as in 1(a) above when deemed necessary.*

C. Specimens from Other Species

It is the policy of VS8 to provide diagnostic assistance for other species of animals
(from zoos, animal compounds, primate centers, roadside parks, etc.) when deemed
necessary* by the AVIC; but once infection with TB has been established,
specimen submission shall be restricted to histopathologic examination only and
then only if further laboratory examination is deemed necessary.

NVSL will charge a user fee for avian, dogs, cats, nonhuman primates,
reptiles, amphibians, environmental samples, and elephant trunk washes.
No charge will be made for other zoo mammals, when M. bovis is suspected.

If submitters need to epen an NVSL account, they can call 515-663-7571,
User Fee Help Line.

D. Specimens from Special Studies

Specimens from special studies will be processed when approved in advance by
the NCAHP/RHP.

* The Designated TB Epidemiologist or Regional TB Epidemiologist can help
determine what is deemed necessary and may decide that additional sampling is
needed to secure a correct diagnosis.

AL ﬂf%>

ohn R. Clifford
Deputy Administrator
Veterinary Services
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