Dear Mrs Nedić,

Thank You for Your letter dated 1. December, 2018. We were pleased to know that our manuscript was rated as potentially acceptable for publication in Journal of the Serbian Chemical Society. As you will notice, we have revised the manuscript by modifying the sections, based on the comments made by the reviewer. Enclosed please find our point-by-point response to the comments raised by the reviewer. 


Answers to  remarks, comments, suggestions: 


P1, L6: Affiliation No 2 is not associated to any of the authors.

Affilliation No2 is associated with author. 


P2, L34: 2006 or 2002?

Year of publication is corrected into 2002. 


P2, L49-57: Why is meconium important as a source of microbes? Is the
age-specific application planned? 
The most of authors consider that LAB with human origin have greater probiotic potentila. Additionally, meconium contains high level of bile, so microbes isolated from it are resistant to bile salts, which is importnat probiotic chatacteristic.

P3, L 59-66: Enterococcus sp. Is not mentioned further in the text,
incubation temperature for bacteria is missing, medium for B. cereus is
missing.

Enterocoscus sp is removed from text, because this stran was not used as indicator strain. Incubation temperature bor B. cereus was 37oC (the same temperature as for all bacterial indicator stratins) and growth medium for B. cereus was Selective agar, Torlak Serbia. 

Related to this comment we added line 65-67: ……Selective agar for B.cereus, …….. C. albicans was incubated at 25 oC, for 72 h, while bacterial cultures were incubated at 37oC, for 48 h. The used media were manufactured by Torlak, Serbia.

P3, L68 : Authors stated that meconium samples originated from University Hospital Belgrade. This institution is not associated with any of authors, therefore it is necessary to indicate person (or contract or permission) related, even in Acknowledgements.

We indicated person in Acknowledgmet.


P3, L 77: Is bacterial strain deposited in any of the collections? 

The strain is deposed in bacterial collection of Galenika. 
We added this information in P8 line 238-239.  Section Results and Discussion – Molecular identification The strain is deposed in bacterial collection of Galenika. 


P3, L77: Nutrient or MRS agar slants?

Now P3 L 78: We appled uniform name for Lactobacillus spp as MRS agar. 


P4, L119 : It is not clear for which product Sigma is a supplier HCl or AGJ?

Now P4 L 120: One bracket was missing, we added it. All compounds in brackets are component of AGJ which is Sigma product. 


P5, L 133-136:  Test description should be rewritten.  What are A0 and A1?

Text:

In order to determine the adhesion potential of the bacterial isolate G-4 in vitro, the assay of microbial adhesion to hexadecane (MATH) was performed (Sigma Aldrich, St. Louis, USA The percentage of adhered cells was calculated using the formula: (1 – A1/A0) x 100.  The values 0-35 % indicates low hydrophobicity, 36-70 % intermediate hydrophobicity and 71-100 % high hydrophobicity.15 Standard control strain L. rhamnosus ATCC 7469 was used as control.
Now P5 line L133-142, text is rewritten into: 
The culture was grown to a stationary phase and then centrifuged (5000 x g, 10 min) in order to separate fermentation liquid and cells. Biomass was washed twice in 0.1M KNO3 (pH 6.2) and resuspended, so that the optical density (OD) at 600 nm was 0.4 (value defined as A0). To the cell suspension  (1.2 ml) was added 0.2 ml of hexadecane as solvent. After 10 min of incubation at 25 oC, the biphasic system was strongly excreted for 2 min and then incubated at 25 oC  for 15 min, after which the aqueous phase was separated and OD of treated cells was measured at 600 nm (value defined as A1). The percentage of bonded solvent cells is calculated according to the formula: (1 - A1 / A0) x 100. The values of θ of 0-35 indicate low, 36-70 and 71-100 high hydrophobicity, where the numbers indicate the percentage of bacteriathat bind for hexadecane15. Standard control was strain L. rhamnosus ATCC 7469.
What is the volume ratio of hexadecane/bacterial suspension? It is not
clear whether Sigma is a supplier for hexadecane or author of MATH test.

Volume ratio of hexadecane / bacterila suspension is that in test is used 0.2 ml of hexadecane: 1.2 ml of bacterila suspension. Sigma is supplier for hexadecane. 


P7, L209: “a new lactobacilli strains”, It is not clear whether it
refers to one strain or more strains?

Now P8 line 216 „a new lactobacilli strains“ chaged into „newly isolated lactobacilli strains“ 

P8, L229: Is the sequence submitted to Genbank?

The sequence was not submitted to Genbank. 


P9, L247-252: Text is almost identical to the text from previous author's article (Zavisic et al Braz.J.Microbiol (2012) 418). 
Text:

.......in the simulated conditions of the proximal and the distal part of the gastrointestinal tract1. Gastric digestion at pH 2 did not significantly affect the survival of L. fermentum G-4 and even after 120 min the number of viable cells decreased by less than 2 log units (Table 1). The similar experiment showed that the strain L. casei Shirota exhibited a significant decrease of 3-4 log units after 60 min of exposure to gastric digestion. The isolate proposed bile concentration to which a probiotic strain should be tolerant varies from 0.15 to 0.6 %.24 L. fermentum G-4 survived in the presence of 0.5% .....
 Now P9 L 256-262,  text is changed into:

.......in the simulated GIT conditions of the small intestinum and stomach1. The survival L. fermentum G-4 was not of significantly affected by gastric digestion (pH 2) - after 120 min the number of viable cells decreased by less than 2 log units (Table 1). The strain exibited better survival than the strain L. casei in study of Shirota et al, where culture exposed to gastric digestion had significant decrease of 3-4 log units after 60 min of tratment. A probiotic strain should be tolarant to concentration of bile in range from 0.15 to 0.6 %.24 L. fermentum G-4 survived in the presence of 0.5% .....
Reference No 1 is Guidance, please, insert appropriate. Also, reference related to exposure of L. casei to gastric digestion should be added
Ref No 1 is inserted common quotation for the Guidance  (from the paper BioMed Research International Volume 2018, Article ID 5063185, 15 pages https://doi.org/10.1155/2018/5063185). 

Related to the comment we understood that the reference is not cited appropriate, if the Journal do not accept citation of the Guidance, which is common reference for this papers dealing with probiotic. 
Reference related to L. casei and gastric digestion is added: Ref No 24. Pereira, D.I.; Gibson, G.R. (2002). Cholesterol assimilation by lactic acid bacteria and bifidobacteria isolated from the human gut. Appl. Environ. Microbiol. 68, 4689-4693

We correct other reference number in section Reference and in the manuscript, due to new added reference.

P9, L257: juice instead of 

We changed jus with juice. (Table I) 

P9, L262-3: It is not clear to what concerns sentence “caused by a large quantity of electrolytes in 0.1 M KNO3”

Buffer used in preparation of microbial cells for MATH test is KNO3 pH 6.2.
Now P10 line 270-271 ....Text.... “caused by a large quantity of electrolytes in 0.1 M KNO3”... changed into “caused by a large quantity of electrolytes in 0.1 M KNO3 orginated form buffer used for cell suspension in the test ”


P14, L409: Ref. 9, doi number is wrong

We check doi number of Ref No 9 and corected as:  
	M. van den Nieuwboer, E. Claassen, L. Morelli, F. Guarner, R. J. Brummer, Benef.

	Microbes. 5 (2014); 45 (https://doi.org/10.3920/BM2013.0046 )



P14, L407: Ref. 10, Names of authors are wrongly listed.

We changed list of authors in Ref 10: D. K. Dahiya,  A. K. Puniya. J. Food. Sci. Technol. 54 (2017) 792 (doi: 10.1007/s13197-017-2523-x)


Supplementary material: 
a) In all titles the isolate should be labelled as L. fermentum G-4.
We appled uniform name L. fermentum G-4 throughout the text. 


b) In Suppl Mat 1:  oxigen instead of oxygen; osmotic instead of osmotyc;
We changed oxygen into oxigen and osmotyc into osmotic.


What is the meaning of +/-?
Mark +/- is used for weak growth, we added explanation as * below the table.

c) In Suppl 2: Full substrate names should be added alongside the
abbreviations.
We added full substrate names.

We noticed mistake in Supplementary 3, we changed  “G-4 complete sequence16S rDNA“ into “L. fermentumG-4 complete of gene 16S rRNA sequence“ and we corrected file

We believe that after all changes and corrections that were made mentioned in report our manuscript is now appropriate for publication.

Sincerely,
PhD Gordana Zavisic
December 16th 2018
