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Table 1. MLVA primers, copy number, number of alleles and index of diversity (D)
	

No
	

Sequence (5'->3')
	

Period
Size
	

Copy
Number
	

No. of alleles
	

K-value4
	Hunter-Gaston diversity index3

	Simpson’s diversity index1


	
	
	
	
	
	
	CL2
	HGDI
	CL
	SDI

	TR1
	F: TCATTATGTAAATGGTGGTGTTGA
R: TGGGTTTTATGTCCCTCTTCA
	
18
	
3.8
	
4
	
11
	0.857-0.900
	0.878
	0.847-0.890
	0.869

	TR2
	F: TGACTGTTTGTTAGAGTCACCTTGA
R: TTTGGCTTTATATGGGAGTGC
	
48
	
13.2
	
10
	
4
	0.560-0.670
	0.615
	0.553-0.663
	0.608

	TR3
	F: TTTGAAAAGTGTAACACTAGCTCCA
R: GGAGCATTCGTAGCTCTTGG
	
159

	
4.7
	
3
	
8
	0.760-0.841
	0.800
	0.751-0.832
	0.791

	TR4
	F: TTTTTAACCGCCAAGTTTCC
R: CCACTGATCAAGCAAATCAA
	
12
	
22.6
	
7
	6
	0.999-1.000
	0.683
	0.619-0.732
	0.676

	TR5
	F: GTTGATAAAGTTGATGTTCCG
R: AGCCTTCTTCAACTATAGGTG
	
18
	
5.8
	
6
	
91
	0.999-1.000
	1.000
	0.949-0.950
	0.989


1. SID: Simpson's diversity index
2. CI: Confidence Intervals
3. HGDI: Hunter-Gaston diversity index
4. K-value: Number of different repeats present at each locus in this sample set 












Table 2: Presents the relationships between Characterization of GBS using Multiple-Locus Variable-number tandem-repeat Analysis
	
Origin of isolates (No. Of isolates)
	
MLVA genotypes
	
Serotyes
	
Erythromycin resistance phenotype

	Blood
(N=13)
	Vaginal carriage
(N=34)
	Urinary
tract infections in women
(N=13)
	Spermatic fluid
(N=4)
	Pregnant women
(N=26)
	
	
	

	
	
	1
	
	
	2
	III
	cMLSB1

	
	1
	
	
	
	4
	III
	M3 

	
	
	
	
	1
	5
	III
	L4

	
	1
	
	
	
	6
	V
	L

	1
	
	
	
	
	6
	V
	M

	1
	
	
	
	
	6
	III
	M

	
	
	
	
	1
	6
	V
	cMLSB

	
	
	1
	
	
	6
	V
	cMLSB

	1
	
	
	
	
	8
	V
	M

	
	
	1
	
	
	8
	V
	cMLSB

	
	1
	
	
	
	10
	III
	cMLSB

	
	1
	
	
	
	13
	III
	cMLSB

	
	
	
	
	1
	14
	II
	L

	
	1
	
	
	
	15
	III
	cMLSB

	
	1
	
	
	
	16
	III
	cMLSB

	
	1
	
	
	
	16
	III
	cMLSB

	
	1
	
	
	
	16
	III
	cMLSB

	1
	
	
	
	
	16
	III
	cMLSB

	
	1
	
	
	
	16
	III
	L

	1
	
	
	
	
	20
	III
	M

	1
	
	
	
	
	21
	III
	iMLSB2

	
	
	
	
	1
	26
	III
	L

	1
	
	
	
	
	28
	III
	L

	
	1
	
	
	
	28
	III
	M

	
	
	
	
	1
	30
	III
	M

	
	
	
	
	1
	31
	III
	M

	
	
	
	
	1
	34
	III
	M

	1
	
	
	
	
	34
	III
	L

	
	1
	
	
	
	38
	V
	iMLSB

	
	1
	
	
	
	40
	III
	cMLSB

	
	
	1
	
	
	43
	II
	cMLSB


1. cMLSB phenotype: resistance to both erythromycin and clindamycin 
2. iMLSB phenotype: resistance to erythromycin, susceptibility to clindamycin (positive D test) 
3. M phenotype: resistance to erythromycin, susceptibility to clindamycin (negative D test)
4. L phenotype: susceptibility to erythromycin, resistance to clindamycin
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Figure 1: The polymorphism of Five VNTRs is shown by agarose gel electrophoresis of PCR products. 
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[bookmark: _GoBack]Figure2: Cluster analysis of 90 S. agalactiae  isolates using the UPGMA (unweighted-pair group method using average linkages) algorithm, generated with Bionumerics 6.0 software. Clusters are classified on the basis of the level of genetic relatedness, serotypes and pilus island genes. 
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Mohammad Aghazadeh

Immunology Research Center and Department of Medical Microbiology, Faculty of Medicine, Tabriz University of Medical
Sciences, Tabriz, Iran

Tabriz University of medical science, Tabriz, Iran

January 29, 2018

Dear Drs. Afshin Borhanihaghighi, Mojtaba Farjam, Aliasghar Karimi

We wish to submit a new manuscript entitled “Characterization of streptococcus
agalactiae using Multiple-Locus Variable-number tandem-repeat Analysis" for consideration
for publication in the Galan Medical Journal that there is no conflict of interest, and that all
authors have read and approved of the manuscript being submitted. This research was
supported by Immunology Research Center, Tabriz University of Medical Sciences, Tabriz,
Iran (94/123).
The study protocol was approved by the medical research and Ethics Committee of the Tabriz
University of Medical Science (IR.TBZMED.REC.1395.439).
We confirm that this work is original and has not been published elsewhere nor is it's
currently under consideration for publication elsewhere. The novelty of this work, the
relationship between three factors have evaluated by the MLVA method for the first time in
Iran.
Please address all correspondence concerning this manuscript to me at
[aghazadeh.m1959@gmail.com].

Thank you for your consideration of this manuscript.

Sincerely, {2
Mohammad: Aghazadeh
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