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Isolation and Identification of food Probiotic
Saccharomyces boulardii by using traditional methods,
Vitek 2 system and molecular identification methods.

Rahem. AL-Zaiadi Sprgf(;ﬁg\f:_e r Majed . AL-Jelaw
College of Education College of College of Applied
for Pure Sciences Agriculture Biotechnology
Al- Muthanna University of Al-Nahrain
University Baghdad University
Abstract

This study was aimed to isolate and identify Saccharomyces
boulardii from Mangosteen fruits (Garcinia mangostana L.) by
traditional and molecular identification methods To get safe and
healthy foods probiotics for use, The isolates and two commercial
strains were subjected to cultural, morphological and biochemical
tests, The colonies of the isolates were spherical, smooth, mucoidal,
dull and white to cream colour on SD agar media .The shape of
cells was globose to ovoid and sometimes with budding, in a single
form or clustered like a beehive. The isolates and two commercial
strains were unable to metabolized galactose and lactose , Results
shows that all isolates were unable to utilize potassium nitrate and
not grow in the presence of (0.01%) cyclohexamide. Also the
isolates and two commercial strains were identified by the Vitek 2
identification system, as S. cerevisiae with probability 90-94%,
Since there are no data in this device includes S. boulardii. Because
the cultural, morphological and biochemical tests didn’t provide
sufficient evidence to distinguish between S. boulardii and S.
cerevisiae, the probiotics strains must be identified up to genus
and strain levels by internationally accepted methods, So the SbR7
isolate which shown high probiotic advantages and two commercial
strains were diagnosed molecularly by using specific primers
targeting sequence for the region (ITS) of the 5.8S rRNA gene
Genomic DNA was isolated from SbR7 Isolate and ITS region of
the 5.8S rRNA gene was amplified using PCR. PCR products was

44



4yl Alad)

(1) 222l (8) sl
Algiosall dlen 5 3 sudl &gl

2016 43

sequenced and compared with the sequence of this region in the
DNA of S. boulardii available in GenBank (NCBI) using the
program BLASTN. Results revealed, this isolate was almost
genetically identical (99%0) with S. boulardii standard strains.

Keywords: Saccharomyces boulardii, Mangosteen fruits, Vitek 2
system, 5.8S rRNA.
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- + + + - + + + - + + - + + SbR12
- + + + - + + + - + + - + + SbR13
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ddle A8y laall salgll i) Gan lpasdisiy gl Jud b o lahy Jeston 4ilé
3 Saccharomyces s (ea s Ll gls¥) o ol 2 e Jaxiog
(27) paninll Lels &5 Jasy

54



(1) 23201 (8) 2laal

: 280 )l dladl)
2016 4l

llgiad len 5 G gud) S pad

5.85  (pall ITS dudl dalill duiang il achgill Cdlas akil gilys Ll gal
clalall clls baw dusiall 4,0 BIONEER S, ) ciluf o) ae rRNA

(3edSall) saylsl)

»  ShR7 -1TS1-forward
GCAGAGGAGGCTCCCCTTTTTAAACCGGGGTTCTTITTGTTAGGCGAGAGCTAAGAGCCTTACTGGGGCCAGAA
GAATGAGTGGAGAAGCCCAGCGGGCCTGCGCTTTAATGGCGCGTAATGGCTAGGTTGGAGTTTCCTTCTTGGTA
TTCCAAAAGGGGAAAGATCTCTGTGCTTTTAATATACGACAAATAAAACCGTTTCAATACCACACATTGTGGAG
ATTCATATCTTTGCAACTTTTTCCTTGGGGATTCAAGCAATCGGGCCCCAGAGGGAACAGCCACCAACAAATTTA
TCTATTCATTTTATTTTTCTCAAAACCAAGAATTTTCGTAACTGGAAATTTCAAATATTAAAAACTTTCAACAGCG
TATCTCTTGGTTCCCGCACACATAAAAAACGCAGTGAAACGCCCCACATAATGAAAATTGCCGAATACCCAAAA
TCACGCATCCCCGACAAATCATTGAACCCCTTGATATTTCCTGGGGGCATGCCTCCGCGGAG

»  SbR7-ITS4-reverse
GGGCGTTGGGGACTCCTACCTGGATTTGAGGTCAAACTTTAAGAACATTGTTCGCCTAGACGCTCTCTTCTTATC
GATAACGTTCCAATACGCTCAGTATAAAAAAAGATTAGCCGCAGTTGGTAAAACCTAAAACGACCGTACTTGCA
TTATACCTCAAGCACGCAGAGAAACCTCTCTTTGGAAAAAAAACATCCAATGAAAAGGCCAGCAATTTCAAGIT
AACTCCAAAGAGTATCACTCACTACCAAACAGAATGTTTGAGAAGGAAATGACGCTCAAACAGGCATGCCCCCT
GGAATACCAAGGGGCGCAATGTGCGTTCAAAGATTCGATGATTCACGGAATTCTGCAATTCACATTACGTATCG
CATTTCGCTGCGTTCTTCATCGATGCGAGAACCAAGAGATCCGTTGTTGAAAGTTTTTAATATTTTAAAATTTCCA
GTTACGAAAATTCTTGTTTITGACAAAAATTTAATGAATAGATAAAATTGTTTGTGTTTGTTACCTCTGGGCCCCG
ATTGCTCGAATGCCCAAAGAAAAAGTTGCAAAGATATGAAAACTCCACAGTGTGTTGTATTGAAACGGTTTTAA
TTGTCCTATAACAAAAGCACAGAAATCTCTCACCGTTTGGAATAGCAAGAAAGAAACTTACAAGCCTAGCAAGA
CCGCGCACTTAAGCGCAGGCCCGGCTGGACTCTCCATCTCTTGTCTTCTTGCCCAGTAAAAGCTCTCATGCTCTT

GCCAAAACAAAAAAATCCATTTTCAAAATTATTAAATTTCTTTAATGATCCCTCTCCGCCAGGTTCACCCTACGG
AAAGATCC

(ITS4dTST) ITS L) dahiadl) asds malil duiag jiil) sefedl) Cdlas 3(3) JS&
. SOR7 43211 5.8S rRNA  pall (peia

CodonCode Aligner® Jlainls aylgll clilaal) dicg and (gial

e el Lgbias Ally dmddiall due il 3 el AGY cildleal) cuds 3 software
Gy 5] i sl<eill Glaly 45550 60-20 oY) colilailly dbicie dolsiidl)
Y lly surall pimill Dl gl pan gl (sl zla) ) shal) eda 05
BLASTN zalin dexiad @l aa 5o)lY) Do Lo el dinsill vie el
5ysSial) Lill Addaiall gms ) elgdll bl Ajle ey ol Glall slagy
Juesiuy NCBI i) ¢l 8 jlsiall iledl) Caisal asliles o SOR7 bl
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