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Standard Practice for Large-Velume Testing—
Detection of Serum-foer-Mycoplasma Contamination of
i 1
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 epsilonef indicates an editorial change since the last revision or reapproval.
1. Scope

1.1 This practice covers the procedures used for detection of mycoplasma contamination in serum by direct microbiologica
culture.

1.2 This practice does not cover procedures used for detection of mycoplasma in cell cultures.

1.3 This practice does not cover indirect methods for detection of mycoplasma contamination.

1.4 This practice does not cover methods for identification of mycoplasma cultures.

1.5 This standard does not purport to address all of the safety—problems, concerns, if any, associated with its use. It is the
responsibility of the user of this standard to establish appropriate safety and health practices and determine the applicability of
regulatory limitations prior to use.

2. Referenced Documents
2.1 ASTM Standards:

1 This practice is under the jurisdiction of ASTM Committee E-48 on Biotechnology and is the direct responsibility of Subcommittee E48.02 oniitamaciad
Identification of Biological Systems.
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E 1531 Practice foerBirect the Detection of Mycoplasma Contamination of Cell Culturesby-Breth-Enrichmentand Agar Growth
on Agarose Mediurh

E 1532 Practice fortadirect the Detection of Mycoplasma Contamination of Cell Cultures-by-BNA-Binding with the Use of the
Bisbenzamide DNA-Binding Fluorochrome-Stain

E 1533 Practice for Indirect Detection of Mycoplasma in Cell Culture bg-Diamidino-2-2 Phenylindole (DAPI) Stainifg

3. Terminology
3.1 Definitions:
3.1.1 direct mycoplasma detectipm—demonstration ef-myceplasma—-detection—of-mycoplasma—by—cultivation—in—eulture

meeias characterlstlc colonlal qrovvth on axenlc agar medium.

fration. large

yeoplasma.

3—1—4—myeeptasma—the—sm&tlestmvcoplasma (MoIhcutej—smaIIest prokaryotes capable—ef—tmng—ireety—laekmg—a—eett—wall
S RNAS. They

e detection
4 1 Mycoplasmas et—a—smaH-ﬁtrmber of bovine onqm are prevalent contamlnants of cell cultures. Contam|nat|on can be detected
by the large volume-ef-serum. methdti Fhis-is-accomplished-by-using-atarge-vetume of
4.2 Heat inactivated serum-as-an-treculum-in-a-broth-medium.
42—This-practice-is-intended need not be tested for mycoplasmas. Heating serum to 56°C for 30 minutes will kill mycoplasmas.
4.3 Mycoplasmas may be presentin-testing-sera (to any particular lot of serum but may-retbe-used-as-a-<cell-culture medium
supplement)-for-the-presence detected because-ef-myecoptasma-contamination.
4%—'ths—praet|ee—|s madequate sample size; thus neqat|ve test results—de—net—rﬁteﬁded—feﬁtse—m—testmg—eeH—eultures for

E 1533. provide absolute assurance tha

the test serum is free of mycoplasmas

5. Quality Controf
5—1—'Fe5t—H=te—gfew+h—pfemetmg~pfepeFHes—eHheL|qU|d Medlum Preparanon

5.1 Add 105-g mycoplasm

Myeemaema—evale—Myeeptasrﬂa—a@Hm:eeNe—BBaB broth base 5- q qlucose 5- q arqrnlne—dedeptaema—pnetmﬁemae
: r above 20-mk-of a titer 0.5 % solution

of—]:ez—eFU+n°rL—phenoI red to 4080 mL of dlst|IIed water M|x to dissolve |nqred|ents.
5.2 Dispense medium, in 400-mL amounts into 500-mL screw-capped bottles.
5.3 Autoclave.
5.4 Sterile refrigerated medium is stable for four months.

6. Procedure

6-1+PreparationQuality Control
6.1 Prior to testlnq large vqumes—ef—Myeeplasma—Breth—Medlum

6—1—2—P1=ep&ratren ability of-Broth
612 1-Add34-7g liquid medium to support mycoplasma-broth-base{(BBL11458)-and-0-2-g-phenol red growth.

6.2 Strains used to-600-mi—distillet-water-and-heat-to-¢dissolve.
6-1-22-Sterilize-the-solution-by-auteclaving testfori5-min-at-121°C-and-allow-to-cooHto-room-temperature.

2 Annual Book of ASTM Standardéol 11.05.

3 Barile, M. F., and Kern, J., “Isolation dflycoplasma argininfrom Commercial Bovine Sera and Its Implication in Contaminated Cell CultuRs¢eeding of the
| Society for Experimental Biology aneé-Medicire—138 Mediclt@8, 1971, pp. 432-437.

a i B ; iseuie —os T

4 Del Giudice, R. A., Tully, J. G., “Isolation of Mycoplasmas from Cell Culturesfor-Mycoptasma-trfectidimstie-Culture-Metheds by Axenic Cultivation Techniques,”
Molecular and-AppticationsDiagnostic Procedures in Mycoplasmology, Joseph G. Tully and Schmuel Razin, Eds., Academie-Press, 1973. 1996, Vol I, pp. 411-418.
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horoughly.

. arginini, GZ3O M. bovis DonettaA laidlawii, PG8.

6 3 For quallty control a portion of the—serum-to-be-testedt6-260 mL base liquid medium is supplemented with-26 % of the
myeopltasma-broth;-er-106-mL newborn calf serum. This bateh-of the serum to must be extensively testee-to 400 mL ensure the
it is free ofthe mycoplasma-breth-medium.

6-2-2-Incubate-broth-cultures-aerobically contamination-and-anaero-bically-at-37°CHforfourweeks-and-observe-forturbidity anc
ehaﬁge |t should be m—pH

i t|on—us+ﬁg—an inverte
y directly by

9.
6.2.5.1 Subculiure a small section (1 9rextended period of the suspicious area of the agar culture into a new broth culture
and-ebserve time. Challenge mycoplasma strains—fer-turbidity-and-pH-changes.

6-2.5:2-Use the-Bienesstain{Hayflick, 1973 )-te-stain-colonies—True-mycoplasma-cotonies-will absorb quality control test shoulc
be diluted so that approximately 100 colony-forming units are contained #-the-stain. inoculum.

7. Test Procedure

7.1 The sample is 100 mL of uninactivated bovine or equine serum. Multiple samples will increase the probability of
mycoplasma detection.

7.2 Inoculate one 100-mL sample of fetal bovine serum into 400 mL of medium, and incubate for 21 days at 37°C.

7.3 After incubation for 5, 10, and 21 days, 0.1 mL is subcultured to each of two agar plates (see Practice E 1531). Incubatt
one plate anaerobically and one plate aerobically. Examine all plates after incubation for 5 and 14 days.

7.4 Serum is considered contaminated if typical mycoplasma colonies grow on the agar medium.

8. Keywords
78.1 mycoplasma; serum
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