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Standard Practice for
Detection of Mycoplasma Contamination of Bovine Serum
by the Large Volume Method *

This standard is issued under the fixed designation E 1536; the number immediately following the designation indicates the year of
original adoption or, in the case of revision, the year of last revision. A number in parentheses indicates the year of last reapproval. A
superscript epsilonej indicates an editorial change since the last revision or reapproval.

1. Scope nants of cell cultures. Contamination can be detected by the

1.1 This practice covers the procedures used for detection ¢#rge volume method?
mycoplasma contamination in serum by direct microbiological 4-2 Heatinactivated serum need not be tested for mycoplas-
culture. mas. Heating serum to 56°C for 30 minutes will kill myco-

1.2 This practice does not cover procedures used for deteflasmas. _ _

1.3 This practice does not cover indirect methods forS€rum but may not be detected because of inadequate sample
detection of mycoplasma contamination. size; thus, negative test results do not provide absolute assur-
1.4 This practice does not cover methods for identificatiorBNCe that the test serum is free of mycoplasmas.
of mycoplasma cultures. - . .
1.5 This standard does not purport to address all of the5' Liquid Medium Preparation
safety concerns, if any, associated with its use. It is the 9-1 Add 105-g mycoplasrro]a broth base, 5-g glucose, 5-g
responsibility of the user of this standard to establish appro-2rginine, and 20 mL of a 0.5 % solution of phenol red to 4080

priate safety and health practices and determine the applicamL Of distilled water. Mix to dissolve ingredients.

bility of regulatory limitations prior to use. 5.2 Dispense medium, in 400-mL amounts into 500-mL
screw-capped bottles.
2. Referenced Documents 5.3 Autoclave.
2.1 ASTM Standards: 5.4 Sterile refrigerated medium is stable for four months.

E 1531 Practice for the Detection of Mycoplasma Contami-6
nation of Cell Cultures by Growth on Agarose Medftim ; ) .
E 1532 Practice for the Detection of Mycoplasma Contami- 6-1 Prior to testing large volumes of bovine serum, check
nation of Cell Cultures by the Use of the BisbenzamideSterility and ability of liquid medium to support mycoplasma
DNA-Binding Fluorochrom@ growth. o
E 1533 Practice for Indirect Detection of Mycoplasma in _6-2 Strains used to test for growth suppdwt: arginini,

Cell Culture by 4-6-Diamidino-2-2 Phenylindole (DAPI) G230,M. bovis Donetta;A. laidlawii, PG8.

. Quality Control

Staining 6.3 For quality control, a portion of the base liquid medium

is supplemented with 20 % of newborn calf serum. This batch

3. Terminology of serum must be extensively tested to ensure that it is free of
3.1 Definitions: mycoplasma contamination and it should be in sufficient
3.1.1 direct mycoplasma detectipm—demonstration of guantity to last f(_)r an extended period of time. Challenge
characteristic colonial growth on axenic agar medium. mycoplasma strains for the quality control test should be
3.1.2 large volume testingn—using a large volume inocu- dlluteq so_that a_pprOX|mater 100 colony-forming units are

lum in an enrichment culture. contained in the inoculum.

3.1.3 mycoplasma (Mollicuter—smallest prokaryotes ca- 7 Test Procedure

pable of self replication. , i , , )
7.1 The sample is 100 mL of uninactivated bovine or equine

4. Significance and Use serum. Multiple samples will increase the probability of
4.1 Mycoplasmas of bovine origin are prevalent contami-mycoplasma detection.
2 Barile, M. F., and Kern, J., “Isolation dflycoplasma argininfrom Commer-
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7.2 Inoculate one 100-mL sample of fetal bovine serum into 7.4 Serum is considered contaminated if typical myco-
400 mL of medium, and incubate for 21 days at 37°C. plasma colonies grow on the agar medium.

7.3 After incubation for 5, 10, and 21 days, 0.1 mL is
subcultured to each of two agar plates (see Practice E 15313, Keywords
Incubate one plate anaerobically and one plate aerobically.

Examine all plates after incubation for 5 and 14 days. 8.1 mycoplasma; serum

The American Society for Testing and Materials takes no position respecting the validity of any patent rights asserted in connection
with any item mentioned in this standard. Users of this standard are expressly advised that determination of the validity of any such
patent rights, and the risk of infringement of such rights, are entirely their own responsibility.

This standard is subject to revision at any time by the responsible technical committee and must be reviewed every five years and
if not revised, either reapproved or withdrawn. Your comments are invited either for revision of this standard or for additional standards
and should be addressed to ASTM Headquarters. Your comments will receive careful consideration at a meeting of the responsible
technical committee, which you may attend. If you feel that your comments have not received a fair hearing you should make your
views known to the ASTM Committee on Standards, at the address shown below.

This standard is copyrighted by ASTM, 100 Barr Harbor Drive, PO Box C700, West Conshohocken, PA 19428-2959, United States.
Individual reprints (single or multiple copies) of this standard may be obtained by contacting ASTM at the above address or at
610-832-9585 (phone), 610-832-9555 (fax), or service@astm.org (e-mail); or through the ASTM website (www.astm.org).



