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Abstract

Nowadays the uterine infections are considered as one of the principal disorders of bitch’s reproductive system. For
this reason, the utilization of lactobacillus spp. as probiotic and aimed at substituting in the uterus as an inhibiting factor
against the uterine infections due to the production of metabolites such as  hydrogen peroxide and lactic acid be useful
and should be investigated (13). For this reason, in order to isolate the lactobacillus spp. from the vaginas of healthy
bitches beings, an attempt was made to obtain specimens using double guard swab under sterile conditions from twenty
healthy bitches which had been primarily confirmed through radiograph, ultrasonography and clinical examinations.
Subsequent to the acquisition of specimens, the swabs were immediately placed in MRS-broth medium and after
transferring to laboratory they were incubated firstly for 48 to 72 hours in anaerobic condition under 37°c. Thereafter,
from the specimens grown on MRS-agar, cultures were prepared and further incubated under above conditions for
more 48 t072 hours. Utilizing direct observation, biochemical tests and ultimately PCR and sequencing the genus of
lactobacillus spp. was discerned from the colonies grown on the surface. Following this step, the lactobacillus spp.
were subjected to isolation and propagation. On the other hand, in a bid to test the effect of isolated lactobacillus on
regular pathogens occurring in uterine infections, a certain number of afflicted bitches beings referred to medical clinics
existing all over Alborz province were selected for obtaining specimens of uterine secretions. In continuation, the degree
of created inhibition zone resulting from separate proximity of lactobacilli and antibiogram discs with main isolated
pathogens including Staphylococcus intermedius, E. coli, Proteus mirabilis, Pseudomonas aeruginosa, Staphylococcus
aureus and Trueperella were compared. The findings demonstrated that the Lactobacilli had a significant effect on
a multitude of pathogenic bacteria for the creation of inhibition zone from growth in laboratory conditions. Most of
isolated pathogens (83.3%) in the vicinity of 2.5ul of fresh culture medium of Lactobacillus showed susceptibility which
indicates a significant difference in comparison with susceptibility of all antibiogram discs under investigation (34.16%).
In the light of acquired results in laboratory conditions (in vitro), it seems that the application of Lactobacillus spp. in bitch
vagina as a preventive factor from uterine infections or as a factor for mitigating the disposition to such infections should

also be surveyed under clinical conditions which might possibly be a suitable replacement for antibiotic treatments.

Key words: lactobacilli, Endometritis, Dog



oty sl S g AT L dwslie jo alles sla Sew (3519 5 oudd lua (6L Jaruls g3SY  Jioaas oSBT &l i)

slgeasaxr 55 L ls Lol 58V (g olee Cols w0 Lal O]

ANIL N3 0555008 LS Jlio Ol g s 0T sl 5

B NE-TY)
SlaKe M3 Yo 051y 5l b fewl SV (gilulis S
TS g Salns il 3w b s S Wl
38 s Ol b 50l Jt 4 plBl Silazil S
Juwaliuafjuchﬁl@l.m&jm@\,;@a
Shesléad b eew 035 Ssie Ao |y vulva a>U
aws sl mla b g3, 5 oS O Oy il
LS 5 Bl Sl Y JUs 4 il il Juls
3,8 Ol dhony s A 4 ol Ol sk
il a4 JEsl e 4 s S Sl e o
MRS-Broth Lo ;5 (Colu ¥ 51 2SS e G ,b)
Sil 8 b B e o3ls 55 el FA B YF ke 4
Lo 5105ce OF 31w 5,8 s b Ll SV
ssh o wslol MRS-agar .25 Lo=s 4 MRS-broth
Lo K s cel FA L YF e 4 5 V% les s
Add o 4l an aerophilic L 5 Micro aerophilic
D G S gas o sl Sba SIS Sl s 4w (b 5l ey
ool 55y Koo b s otalin 5 5 el foe
gl Aol Sl e s o3 S s e SL Oy IS
et Sl b S e s bt se SlislesT
PCR lilosl eas Al Ll 2SY 65 5 bacals
o ¢l>_u'\ (Qiagen ;LS Tag DNA polymerase kit)
&b dy &y s Biotech (MWG) s .5 Sequencing
53 gk LOISL il sk 4 day e s
Sl 5 5l el Al sl s Ko o) Slai sis
ol e glacise 4 Yo Ko o6 Ve Ol
Cell TE JNA Sde 50 g3k 6 BHI Lasma s
Lasws 53 0T 51 e 5 LA g 03ls 5l 3YVOC L 5L STl s
5Ce S g Ayl cis BT S8 ey BT

AIA

4 e

S S 53 O3ls b s S ledide Dlalllae
e 2l 5 el Syl 55 0 b il 5 e Ll oS i S
DS 5 LSS s S s O35 Ol 4 el
el L (Vo A) S 5 et s ) a5 (T210)
S 52035 o5 U5 0 Jolse Sl 20 B e L]
Escherichia coli. Streptococcus spp.  Staphylococeus — spp.)
5 &S aestls y (Pasteurella spp. 5 Pseudomonas acruginosa
Slacisie 55 55 ol Jelye Ol o ol Ll 2
SRl e s PN e 3,5 s ey
635 Comal Sl aciis £ ol s Oy o
SV Do Sl 3 el &S sy dals ls )
Je 3 Kl la0less o 231> Conslie 35l 0
el 428 Jolaze S pms  31 enlinad

5 bl LY 0L 5 s
Gissl blis 5o bagsL pl Suol 5L cuwls
el gl dlodon; shibe S & S8 o>, 5 O3l
5> kS Camiles S Sl s el SV oS ails
o sbisie Sl el e ol gladsl A,
el Lo (Yoo M) ELes 5 (o gls (1) s S8
G 5 bl 58V osast 3 wlie DLl
sl mla Wl e slacisie 4 Mie oo
s ol 55V 5 S 5.5 51 48 203 305 3l iy s
Sy oY () e s 1) Jls S S ool
el ol planil DLl s Slades 48 pl i aS ol
SIS aS s e 0L (Yo ) 5,000 Slidss =B
5SS el W5l 20 Bies LSS 50 2 I SL
e (1) il o Jalge opl Lo 03554 AS]
o3 B LSt as Sl Les 5 e S
5 LS BT blize U 5 S 5TL Jalye ol
L g a3 plnil sla s (D)Ll 05 0Ly ol 55N
2> s I e 5 (Yer8) 51 5 ISy



AFAY 5y o g 0 jlach a0 ) 99 (oSl Jols (Sl (5lgdin 95y ddas

Cefalexin. Cefazolin. Nalidixic acid s Amikacin)
b 515 aglie 3550 LOSSL 5 2 Loy
Cxiles adkeis) Inhibition Zone 05 S (gl 55 5 skte &
Zone il Sy 55 U556 e SU (W) Sleds
WLV s#)mm £ 6 +/0 Sl Zone &y s 5 5 (=)
Q) asas b s (+H)mm VY 3l iy 5 (++) mm
Sk 53 wle= L S Olge 4 inhibition zone > jlsf)

(V) s an S

Staphylococcus epidermidis (slad) 5L Slasbesl Jos «

Proteus mirabilis 3 E. coli s Staphylococcus intermedius 5
s Staphylococcus aureus s Pseudomonas aeruginosa
3 KA S s ey glacisie | Trueperella
plsl 5 0l o3ls L2S (la fonls S I (5 54 gas plon
ol I gla |l SN Sequencing ol JLs 4 5 PCR
b ol sV @ calis %44 L WL e o3l sl
L.plantarum, L.helveticus, L.fermentum , L. sakei , L.casei

Ll glbs s gslalaes
L 5 K3sks Jsdr sequencing mls « ax s L

ol odel s 4 RDL 5 YW F (sla aul 5l eslizul

5 s Sen Slile 3T Lo 35 O3 5L § 5 mend agr

A plowil b3l s o o pleacd s
L0355 by 31 adislsil el amlia 5 shiie & Sulgs 3
el s ST s 5 el 5SY bug
b J2tls el gSY 036 28 5125 pl e «
5 (6,108 4ai) Spotted &, 50 4 MRS-agar cuiS
celu YA U YY &us 4 Microaerophilic Ll & s
OLE OLled 5l 5 L T 4N YV e slas o
s S o ) o Vol Ay (sla SIS Lo
0550 sl S Jls o5 (W/v 0.8%) LT BHI -
Bl s 4 Wne (1 X 107 CFU/MmL) Ol 4
o8 Ol Ldd ase Jem Sy iS5 Glakae (6,
L esls SIEYVE e glos 5s 5 (gslen slas s L
L & o sl inhibition zone Ol o ste Ll s 5
Cosglre DL gy L 4 0556 e gl JeulsSY
b5 L8 68 o3l 035k L ot L (sla il 55
Jols 68 ol 8 gy T slacins i ls3l b Ol s
(Penicilin. Enrofloxacin. Gentamycin. Cobactan. Ceftiofor.
Florfenicol. Soltrin (SLT). Tetracycline. Trimethoprim +
sulfamethoxazol. Streptomycin. Lincospectin. Neomycin.
Colistin. Amoxicillin.

Erythromycin. Ampicillin.

o 03 VS TRNA 15 208 35 0FA adad Calid o 2d0) oy 5550 S o> 3 ok o (sl el SN =)

(ol %00 (3 Jsder slaaglar b s Lol pSY

4 IMAU60162

5 IMAU60201

6 PFK2

s, strain o JwbgiSY Sloo guas
1 02 Lactobacillus casei 16S ribosomal RNA gene ,partial sequence
2 090 Lactobacillus casei 16S ribosomal RNA gene ,partial sequence
3 095 Lactobacillus casei 16S ribosomal RNA gene ,partial sequence

Lactobacillus fermentum 16S ribosomal RNA gene ,partial sequence
Lactobacillus helveticus 16S ribosomal RNA gene ,partial sequence

Lactobacillus plantarum 16S ribosomal RNA gene ,partial sequence

VoF



oty sl S g AT L dwslie jo alles sla Sew (3519 5 oudd lua (6L Jaruls g3SY  Jioaas oSBT &l i)

A ol s s 5 dsle oo LOISL o) s Ll sSY SIS0 e

il Dl 5l el e a0 5l b b el 58V o slame DL ey Jis 4 o sl Inhibition Zone lw e : ¥ Jsi>

o e e e S s 4 Y S

Lo 5950 MEAN # oSE 2SD MIN MAX CLASIFICATION
Staphylococcus intermedius 15.6+0.44 1.51 14 18 +++=S
E. coli 11.4+0.50 1.14 10 13 ++=5
Proteus mirabilis 0.4 10 0 0 2 -=R
Pseudomonas aeruginosa 5.6+0.40 0.89 5 7 +=S
Staphylococcus aureus 12.4+0.40 0.89 11 13 +++=S
Trueperella 17.8+0.37 0.83 17 19 +++=S

oSE: standard error

*SD: standard deviation

50 558 0 edalin aS H5b Olas ¥ 5 ¥ Jolhr 4w i S e o Ol Ya)LwiJqu-)zaJchM:y@Lﬁ
Sode s ek e sla0S sk alS 65y s Ll pSY oS 5 Y0l L;J,_f)ngijbduoj}JL;JiS\
Aas e 0L Conlas sl | %AY/Y b oeomed 3l oo Sl DS s Jul s 51650

laisie 4 e e S3ls Sl 5 5l ebdlier SO3 5L s 2 @b S S5 A n ol S s ST @l Y sl

E ]
s o35l e e
_— ol Lwgie pslie
Antibiotic Proteus | Pseudomonas Staph. . | Staph.
R ] " E.coli Arcanobacter
mirabilis | Aeruginosa | Intermedius aureus

(Lsloss [(ANRY (/)oloss
Penicilin R R R R R R 0=(0) 0=(0) 6=(100)
Enrofloxacin R IM s s s S 4=(66.6) 1=(16.7) 1=(16.7)
Gentamycin R R S S S R 3=(50) 0=(0) 3=(50)
Cobactan 3 3 S S 3 3 6=(100) 0=0) 0=(0)
Ceftiofor 3 3 3 3 3 3 6=(100) 0=(0) 0=(0)
Florfenicol R R 3 3 3 5 4=(66.6) 0=(0) 2=(33.4)
Soltrin (SLT) R R S M M R 1=(16.7) 2=(33.3) 3=(50)
Trimethoprim +
sulfamethoxazol R R S IM IM R 1=(16.7) 2=(33.3) 3=(50)
Tetracycline R R M M M S 1=(16.7) 3=(50) 2=(33.3)
Streptomycin R R R R R R 0=(0) 0=(0) 6=(100)
Lincospectin S S S S S S 6=(100) 0=(0) 0=(0)
Neomycin R R R R R R 0=(0) 0=(0) 6=(100)
Colistin IM 3 R S IM 3 3=(50) 2=(33.3) 1=(16.7)
Erythromycin R R R R R IM 0=(0) 1=(16.7) 5=(83.3)
Amoxicillin R R R R IM S 1=(16.7) 1=(16.7) 4=(66.6)
Ampicillin R R R R R IM 0=(0) 1=(16.7) 5=(83.3)
Cefalexin R R IM R R R 0=(0) 1=(16.7) 5=(83.3)
Cefazolin R R R R R R 0=(0) 0=(0) 6=(100)
Nalidixic acid R R R R R R 0=(0) 0=(0) 6=(100)
Amikacin S S S S S IM 5=(83.3) 1=(16.7) 0=(0)
pslie
, 15=(75) 14=(70) 9=(45) | 9=(45) | 8=(40) 9=(45)
[(ANEY

oy



AFAY 5y o g 0 jlach a0 ) 99 (oSl Jols (Sl (5lgdin 95y ddas

T SLO5SL sy ot M s el SV b oslinal 5550 S5 (5T Slacsias IS (olge 13t s aslia 1 F U

&&WJLQLAC,J}&&):

ooliinl o 90 Sig 1 sle Sws S| actobacillus
ool
41=(34.16) 25=(83.3)
(/) olass
polie
79=(65.84) 5=(16.7)
() olows
Total
120=(100) 30=(100)
(/) slass

Olse 4 04d ol b b ol SN 48 0T g0 s
S el gae ks olSas 53 S35 gL SN
0 S5 SOl Sl Sl Sl Kl 8 0 K52 w8
& 05 Sism AL alie 538 Ll 645
353 03 U1 0350 48 o 3 O s e 55 5 35 bl 5 460
Gl 1 o sloes,sl s 5 b fli sV 51 eslinal S

wdas e OLAS J«z.:.b
bdos oS 5)ls 352 osar pl 3 o3l Slaess
ol oK slacisie 4 by e sLO3HL 2550 5
&..Uf.il;- L owsls ol o) S il o 0L
S s S5 Fa S Gose s bl SY
eslixal 5,50 0L Juls Kaws sl low Oloys (Sl
3 M) G 2 6 GOl Al eslinal XS e 18
OLdl ol olKis glacisie 3l sl E coli 2S5
U ool s8N S50 Ol Blod 51(A) T o s &
Blpd 3 oS ol Sligied bl bl el 1 S 53
slgdg 5 3l WS Sl s a2 S o 50 in vitro
S5 a s ol m b eSS in Al e 55
Jxls)invivo Lyl 5 5wl sSY 5 Conlie g5k

O55L b SL Canlus Gl ¥ Jodr 4 g L

S b b anlis 5o o Joli SV L s 3550

W S g Slidss by (YY) OLs 5 (e
2 b el sSY euiS Cales iy 8 Lsls OLES
Escherisia Coli  Oyomen oL 8055k ) 55,
Sl U streptococcus spp s Staphylococcus spp s
B Jos 5 SV sl 5 D5 LS =S
b o 2 Nl e LOSSL s bl sSY
e & ul s a5 L (1) Ll 035 bid sk (slagld
53 JeelisSY o3l iS5 Y0 pl s ol gsN chale
adlas 3 4 S s Slidsd Gl 035 CAS Lo
s K 03l sla ey 55V 5 313 0L 35 il
23 g sLO3SL o b oles DA ) LS s
E.coli s cpl 53 .l Jesl 50 Koo oy o yas
S Iy o slie oy 2oy Proteous 5 Cowlas o iy

S Sl e iy ol oS sl 0L s Ll gSY o
VOA



oty sl S g AT L dwslie jo alles sla Sew (3519 5 oudd lua (6L Jaruls g3SY  Jioaas oSBT &l i)

References

1. Delucchi luis, Fraga, K.Perelmuter, E.Cidade,
p-Zunino 2008, vaginal lactic acid in healthy and ill
bitches and evaluation of in vitro probiotic activity of
selected isolated. pages 991-994

2. Dini p.,p.mottaghian, o.ataie, m.farhoodi, 2012,
comparison of the lactococcus lactis ptcc1403 and
isolated vaginal against uterin and udder pathogensof
dairy cows,international journal ofprobioticsand
prebiotics,vol 7,n03/4,pages 129-134

3.Donders gilbertgg,2007,definitionand classification
of abnormal vaginal flora,Elsevier,vol.21,n0.3.

4. Donders gilbert gg, 2009, probiotics innovative
strategy for better vaginal health.

5. Gunay ulgen,k.onat,a.gunay,m.ulgen,2010,vaginal
cervical and uterin bacterial flora at the different stages
of the reproductive cycle in ovariohysterectomized
bitches,jurnal ~ of  animal and  veterinary
advances,issn:1680-5593,pages478-480.

6. Laurisevicius s.,j. Siugzdaité, h.Zilinskas, 2008,
correlation between different sexual cycle stage and
vaginal bacterial flora in bitches of different breeds.
pages 76-78.

7. Lawrence allen, ,alternative treatment of vaginitis
, pages 2/5 —3/5

8. Pascual liliana m, M. Daniele, C.Pa’jaro, . Barberis,
2006,lactobacillus species isolated from the vagina
:identification,hydrogen peroxide production and non
oxynol-9 resistance,Elsevier,pages78-81.a

9. Sabri a.mohammad, A. Al-Charrakh, B.Greitty,
2011, relationship between lactobacilli and
opportunisticbacterial pathogens associated with
vaginitis. north American jurnal sciences,pages, vol
3, no 4, pages 185-192...

10. Ve’ lez M. Perea, K. Hermans, T.L.A. Verhoeven,

AIAN

S o S she S50 3l 6 S ey sl 4 (G

Al el S Ll s
03 bl sSY bug Ecoli Ay 3 ekiylsil et
F ol baS oap o Ja WUV J 51 G
Delucci .3ls s oa Slidos S5 sl s 4 ol
33 (YY) 0Ly (6 e « K 3 (Yoo A) Ol
3 Caniles ailate 58 55 (YY) 0LKen 5 o 5 ol
e YO g a b Lol g8 Lol e sl U
ol S WS S e e WY me e YV Y
wars bl LS Sl e ol G mli b mls
om0 5L 55 VAT s Ll 55N (6 5L oS
b aglie 53 45 55 bl (S8 Conilan I ghls e
T P PO I S Y- INENNEH SR O e
Ll Sib e disde LB ol 035 %VENF Ol s
O w4 el sSY Ol S5 51 a0 ol 4l
el eslizad Lol wsls cwys olel s 5l et an S
o3 3 ol el S 5T sl L Jeml s5Y
Lo ool 555V 5168 i Ol o sl 3 Ll il 5 el
L aS cosl Aol 3 g o c;U.:.»lu__:)}@ QL.«J‘)JJJ\%J,A
Caoglis Oloy 55,0 40 45 S 50 51 5l eslizal ialS
S Sosm A glianles 355 0554 slag SL
S 35, e 4 s S o 3bul | S Sl s
5 b ol 5V 51 bzl asle T340 s Oleys 1 eslinad
Olosss iy 3 5o Solad D30 4 LT (slaes 51 13

.Jﬂf)lﬁasww\s)y%&yjéuuyﬁ



AFAY 5y o g 0 jlach a0 ) 99 (oSl Jols (Sl (5lgdin 95y ddas

S.E. Lebeer, J. Vanderleyden and

S.C.J. De Keersmaecker, 2007, Identification and
characterization of starter lactic acid

bacteria and probiotics from Columbian dairy
products, Journal of Applied Microbiology, ISSN :
1364-5072 , pages 666 -674.

V5



