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Kit Components

Reaction Mix 200p1

Buffer Sotution 1.0mt

Positive Temptate Control

lnternaI control DNA template 20pt

lnternal controI primers mix 1 00pt

Reagents not supptaed in the kit
- MineraL 0it
- Agarose for geI electrophoresis
- Steri[e distitted water

Equipment required
1. Thermat cycler for PCR and PCR tubes
2. SteriLe mlcrocentrifuge tubes
3. Agarose geI etecirophoresis apparatus
4. Microcentrifuge
5. Micropipettes and sterite pipette tips

Storage
Store at -20oC

Avoid repeated changes in the Reaction Mix temperature.
When in use, atways keep kit vials on icel

PrincipLe

RibosomaI RNA {rRNA] gene sequences of prokaryotes, inctuding
mycoptasmas, are wett conserved, whereas, the lengths and
sequences of the spacer region in the rRNA operon (for exampte,
the region between 165 and 23S genel differ from species to
species. The deiection procedure uti[izing the PCR process with
this primer set consists of :

'l . Amptification of a conserved and mycoptasma-specific 165
rRNA gene region using two primers.

2. Detection of the amptified fragment by agarose geL

electrop horesi s.

This system does not allow the amp[ification of DNA originating
f rom other sources, such as mammalian cetls or bacteria, which
affect the detection resu[t. Amplification of the gene sequence
with PCR using this primer set enhances not onty the sensitivity,
but also the specificity of detection.

20p t

EZ.PCR
Mycoptasma
Detection Kit
PCR Mix for the detection of
mycoplasma in cetl culture
With internaI controI

Cat. No.: 20-70A-20 [for 20 tests]
Store at: -20oC

lnstruction

EZ-PCR Mycoptasma Detection Kit is designed to detect ihe
presence of mycoptasma, since it ls common contaminant of
biological materiats incl.uding cuttured ceU.s. There are two
standard types of testing for mycoptasma contamination: the
direct culture method and nucteic acid testing {NATI. Mycoptasma
detection by the direct cutture procedure is time-consuming
and some mycoplasma species are difficutt to cul.tivate. With
the NAT method, potymerase chain reaction (pCR) is used to
amptify mycoplasma specific DNA, and the resutts are obtained
within a few hours. Using the EZ-PCR Mycoplasma Detection
Kit means that there is no need to prepare pCR primers, Labet
probes with radioisotopes, or to determine polymerase, dNTp's
or buffer concentrations. lnstead, a ready-to-use, optimized pCR

master mix lReaction Mix] is supptied. Using the Reaction Mix
attows the direct loading of PCR products onto agarose gel.. The
primer set attows detection of various mycoplasma species [e.g.,
M. fermentans, M. hyorhinis, M. arginini, M. orale, M. sativarium,
M. hominis, M. putmonis, M. arthritidis, M. bovis, M. pneumoniae,
M. pirum and M. capricol.umf, as wetl as Acholepl.asma and
Spirop[asma species, wiih high sensitivity and specificity. The
kit contains positive control IDNA temptatel and internat controI
{DNA temptatel to exclude the possibll.ity for pCR inhibition by
the test sampte ffatse negativel.
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lnstructions for use

A. Test sampte preparation:

Transfer 1.0mt cetL culture supernatant into a 1 .5mL sterile
centrifuge tube. To pettei cettutar debris, centrif uge the sample

at 250xg briefLy. Transfer the supernatant into a new sterite tube

and centrifuge at 15,000-20,000x9 for 10 minutes to sediment

mycoptasma. Carefulty decant the supernatant and keep the petlet

(the pettet wiLl not always be visiblel. Re-suspend the pellet with

50pt of the Buffer Solution supptied and mix thoroughty with a

micropipette. Heat to 95oC for 3 minutes. The test sample can be

stored at this stage at -20oC for tater use.

B. PCR amptification:

1. Testsamples: preparethe reaction mixture in a PCR tube by

combining the reagents shown betow:

Reagents Volume

HzO (for PCR) 29'pl

Reaction Mix 10pl

Test sample 5pt

lnternaI control DNA template 'l pt

lnternat controt primers mix 5pt

50pt

Negative controtr in a separate PCR tube, use 5pl of steri[e

distitled Hz0 or the Buffer Sotution supplied as tesi sampte

in the reaction mixture above.

Control DNA tempLates: prepare the reaction mixture in a

separate PCR tube by combining the reagents shown betow:

C. Analysis of ampLified products by geL

electrophoresis

It is not necessary to add loading buffer to the samptes unless

required. UseZo/oagarose get. Läy i u lu-1:'1,Jit,r1b,fi4U^.
1^ CarefuLl'y toad 20pL of the PCR product into the'get för

etectrophoresis.
2. Perform agarose gel electrophoresis with the PCR amplified

samples to verify the amptified product and its size.

The size of DNA fragments amptified using the mycoplasma

specific primers in this kit is 270bp.

D. Controt Temptates

By the use of Positive Tempiate ControL, PCR efficiency can be

checked. The size of the PCR product obtained using the positive

iemplate is 270bp. The use internaI control is to check for PCR

inhibition by the tesi sampte lfalse negativel. The size of the PCR

product obtained using the internaI contro[ templaie is 357bp.

E. lnterpretation of the resutts

1. Mycoptasma positive sample shows a 270bp band as we[[ as

357bp band.

2. Mycoptasma negative sampte shows a 357bp band onty.

3. PCR inhibition yiel.ds no band.

4. Negative controt: one band of 357bp.

5. Primerself-anneating mayyield a band of .100bp in size' This

does not affect the sensitivity and precision of the test.

Band
at 270bp

lnternatcontroI lnterpretation
band at 357bp

Positive I rreleva nt * Mycoplasma positive sampte

Negative Negative PCR inhibition Itest not val.id]

Negative Positive Mycoptasma negative sampte

Note: lf the mycoplasma concentration in the sample is high the lnternaI

Controt band might be absent due to competition

A typicat agarose get

ZJ

500bp ---)

'1. DNA size marker {100bp)

2. lnternaI and positive controts

3. Negative controI
4. Test sample: positive

5. Test sampte: negative

Totat

,

Reagents
HzO lfor PCR]

Reaction Mix

lnternat controI DNA

lnternat controI primers mix
Positive controI DNA

Votume
33pl
1 0pt

1pt

5pt

1 tLI"

4.

Totat 50pt

lf required, overlay minerat oiI lapproximately 40pl] to avoid

eva po rat io n.

Ptace at[ tubes in a thermal cyc[er. Set the parameters for

the fotlowing conditions and perform PCR.

94oC 30 secs.

940C

600c

72"C

35 cyctes

30 secs. 1
t 2o secs. L
oo secs. J

94"C 30 secs.

60"C 1 20 secs

72"C 5 min.

4'C hol.d
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