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§147.14

hours of incubation, provides a pre-
sumptive conclusion of the presence of
colon bacilli organisms.

(Approved by the Office of Management and
Budget under control number 0579-0007)

[41 FR 14256, Apr. 2, 1976. Redesignated at 44
FR 61586, Oct. 26, 1979, and amended at 59 FR
12805, Mar. 18, 1994]

§147.14 Procedures to determine sta-
tus and effectiveness of sanitation
monitored program.

The following monitoring proce-
dures!! may be applied at the discre-
tion of the Official State Agency:

(a) Monitor effectiveness of sanita-
tion program.

(1) Culture the surface of cased eggs
periodically for fecal contaminating
organisms as described in §147.13.

(2) Culture a sample of dead-in-shell
eggs periodically from each breeding
flock for coliforms. Such eggs should
also be cultured for the dependable re-
covery of salmonellae. Culturing for the
dependable recovery of salmonellae
should include the use of:

(i) Preenrichment broths supple-
mented with 35 mg ferrous sulfate per
1,000 ml preenrichment to block iron-
binding, Salmonella-inhibiting effects of
egg conalbumin; and

(ii) Tetrathionate selective enrich-
ment broths, competitor-controlling
plating media (XLT4, BGN, etc.), de-
layed secondary enrichment proce-
dures, and colony lift assays detailed in
paragraph (a)(5) and illustration 2 of
§147.11.

[41 FR 48726, Nov. 5, 1976. Redesignated at 44
FR 61586, Oct. 26, 1979, and amended at 57 FR
57343, Dec. 4, 1992; 59 FR 12805, Mar. 18, 1994;
59 FR 59640, Nov. 18, 1994; 61 FR 11524, 11525,
Mar. 21, 1996; 656 FR 8019, Feb. 17, 2000; 74 FR
14718, Apr. 1, 2009; 76 FR 15797, Mar. 22, 2011]

11 T,aboratory procedures for monitoring

operations proposed here are described in the
following two publications: Isolation and
Identification of Avian Pathogens, American
Association of Avian Pathologists, Univer-
sity of Pennsylvania, New Bolton Center,
Kennett Square, Pennsylvania 19348-1692,
1980, and Culture Methods for the Detection
of Animal Salmonellosis and Arizonosis,
Iowa State University Press, Ames, Iowa
50010, 1976.
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§147.15 Laboratory procedure rec-
ommended for the bacteriological
examination of mycoplasma reac-
tors. 12

(a) Turbinates, trachea, air sacs, si-
nuses, nasal passages, respiratory
exudates, synovial fluid, eggs (includ-
ing yolk, yolk sacs, membranes and
allantoic fluid), should be directly sam-
pled with sterile swabs. Aseptic tech-
niques are very important as some or-
ganisms may not be suppressed by the
antimicrobial agents used in this pro-
cedure. Tissue suspensions from large
volumes are sometimes desirable from
the sites listed above and occasionally
from the oviduct and cloaca. Tissues
should be ground or blended completely
in 10 times their volume of Myco-
plasma Broth Medium (MBM). (See
paragraph (f) of this section.) Speci-
mens submitted to referral labora-
tories in order of preference for recov-
ery of the mycoplasma organisms are:
(1) live birds, (2) refrigerated fresh tis-
sues, (3) tissue specimens packed with
dry ice.

(b) Inoculate 5-10 ml of MBM with a
swab, wire loop or 0.1 ml of the tissue
suspension. When evidence of growth is
observed (lowered pH or turbidity of
broth) transfer each broth culture as
needed to maintain the original iso-
lates. Incubate tubes at 37 °C for at
least 21 days before discarding as nega-
tive. When growth is first observed or
if no growth occurs by the 4th or 5th
day of incubation, inoculate broth cul-
ture onto a plate of Mycoplasma Agar
Medium (MAM). (See paragraph (g) of
this section.) Several cultures may be
inoculated on one plate by using a wire
loop or a cotton swab. Incubate plates
3-5 days at 37 °C in a high humidity
chamber. If preferred, 5 percent CO,
may be added or a candle jar may be
used. Tiny circular and translucent
colonies with elevated centers are very
suggestive of mycoplasma. Indirect
lighting and a low power or dissecting

12Yoder, H. W., Jr., “Mycoplasmosis.” In:

Isolation and Identification of Avian Patho-
gens. (Stephen B. Hitchner, Chairman,
Charles H. Domermuth, H. Graham Pur-
chase, James E. Williams.) 1980, pp. 40-42,
Creative Printing Company, Inc., Endwell,
NY 13760.
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