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Abstract: Lactobacillus helveticus KLDS1.8701 isolated from Chinese traditional fermented dairy
product has been shown earlier to possess probiotic potentials but it is important to evaluate its
safety in view of its possible use as a probiotic. The aim of the present study is to critically assess
the safety of L. helveticus KLDS1.8701 through multiple perspectives. The complete genome of
L. helveticus KLDS1.8701 was sequenced to mine for safety-associated genes. The minimum inhibitory
concentrations of 15 antimicrobials and the adverse metabolites were determined. Standard acute oral
and subacute toxicity studies were conducted in rats. The results in silico disclosed that the genome
of L. helveticus KLDS1.8701 carries no transferable antibiotic resistance genes, no virulence factors and
only 3 genes related to adverse metabolites. In vitro results showed that L. helveticus KLDS1.8701 was
resistant against 6 antimicrobials and did not raise safety concerns about biogenic amine, D-lactic
acid and nitroreductase. The results in vivo revealed that no adverse effects on experimental rats
were observed in the oral toxicity tests. Overall, findings from this study suggest that L. helveticus
KLDS1.8701 is safe and can be used as a potential probiotic for human consumption.

Keywords: probiotics; Lactobacillus helveticus; safety assessment; genomics; oral toxicity study;
cecal microbiota

1. Introduction

Probiotics are defined as live microorganisms that confer a health effect on the host, when
consumed in adequate amounts [1]. Lactobacillus helveticus is an important industrial thermophilic
starter and also is used as a probiotic with many direct and indirect health-promoting properties,
including the antagonism of pathogens, the modulation of host immune responses, the impact on
the composition of the intestinal microbiota and the reduction the blood pressure, allergens and toxic
compounds [2]. Members of the genera Lactobacillus used as probiotics are “Generally Regarded As
Safe” (GRAS). L. helveticus strains are assigned to the Qualified Presumption of Safety (QPS) group
by the European Food Safety Authority (EFSA) guidelines, as they are a defined taxonomic group
and rarely raise safety concerns with a long history of apparent safe use [3]. However, some cases
of Lactobacillus associated infections have been reported [4-6], thus, a careful study of systematically
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relevant safety aspects for every novel probiotic strain is necessary. With the exception of traditional
oral toxicity tests [7], multidisciplinary approaches are needed for the comprehensive safety assessment
of probiotic strains. Genomics as one of the important approaches that plays an increasing role in
assessing the desired and undesired effects of microorganisms [8]. Genetic stability, antibiotic resistance
genes, virulence factors and genes related to hazardous metabolites can be investigated based on
genome sequence for safety assessment of probiotic strains. Similar analyses have been described
in the safety assessment of Lactobacillus plantarum JDM1 [9], Bifidobacterium longum JDM301 [10]
and L. helveticus MTCC 5463 [11]. Although the genotype and phenotype are generally discrepant,
a combination of genomic analysis with phenotypic tests of selected findings is highly effective. Thus,
the safety assessments of probiotics should take into consideration the genomic data, phenotypic
assays and performance in oral toxicity studies.

L. helveticus KLDS1.8701 evaluated in this study was isolated from traditional fermented dairy
product in China. Previous in vitro and in vivo studies demonstrated that L. helveticus KLDS1.8701
owns several potential probiotic functions, such as the capacity to effectively alleviate diarrhea
in mice via modulation of intestinal microflora and improve the function of immune system [12];
the potential to resist artificial gastric juice, intestinal juice, bile salts and adhere to Caco-2 cells [12];
the antimicrobial activity against four food-borne pathogens: Listeria monocytogenes, Salmonella
Typhimurium, Staphylococcus aureus, Escherichia coli [13]; the capacity to inhibit Penicillium sp. and
extend the shelf-life of fermented soybean milk [14]. The complete genome sequence of L. helveticus
KLDS1.8701 was performed and genetic basis with probiotic properties were mined in our previous
report [15]. In order to exploit this strain as potential probiotic or bioprotective adjunct culture,
the safety assessment of this strain must be guaranteed and performed to avoid raising adverse effects
and harmful questions. The aim of the present study is to critically assess the safety of L. helveticus
KLDS1.8701 based on genetic insight from the genomic data, knowledge of phenotypic assays and
performance in oral toxicity studies.

2. Results

2.1. Taxonomic Identification and Mobilomes

The top-hit information from EzTaxon suggested that the strain KLDS1.8701 shares 99.93%
similarity (16S rRNA gene sequence) with L. helveticus DSM 20075T, the value of ANI was 99.29%
between the strain KLDS1.8701 and L. helveticus CNRZ 32. These were also accordant with the
phylogenetic trees based on 16S rRNA gene sequence (Figure S1) and indicated that the strain
KLDS1.8701 belongs to species L. helveticus.

Mobile genetic elements such as conjugative plasmids, IS elements and bacteriophages are
supposed to be determinant force of horizontal gene transfer (HGT). Only a plasmid that does
not encode any genes related to risk factors was detected in L. helveticus KLDS1.8701. L. helveticus
KLDS1.8701 also encompasses 122 IS elements, 75 of which encode pseudo transposes. A questionable
and two incomplete prophage regions were identified in the genome of L. helveticus KLDS1.8701
(Table S1), which show differences in GC content compared to the average value of L. helveticus
KLDS1.8701 genome (36.89%).

Three separate CRISPR loci (Table 52) and 9 CRISPR associated sequence (cas) genes were found
in the genome of L. helveticus KLDS1.8701 by the CRISPRfinder and searching against the local cas
bank, this number are relatively higher than other complete sequenced L. helveticus. Furthermore, other
phage immune system, such as restriction modification (R/M) system was observed in the genome
(Table S3).

2.2. Antibiotic Resistance and Related Determinants

The antimicrobial susceptibility of L. helveticus KLDS1.8701 was determined by the MIC compared
with the breakpoints of L. helveticus in the EFSA and EUC guidelines (Table 1). L. helveticus KLDS1.8701
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was resistant to six antimicrobials, chloramphenicol, kanamycin, clindamycin, ciprofloxacin,
dalfopristinan and trimethoprim but showed sensitivity to other tested antimicrobials, ampicillin,
vancomycin, gentamicin, streptomycin, erythromycin, tetracycline, neomycin, linezolid and rifampicin.

Table 1. Minimum inhibitory concentrations (MICs) of L. helveticus KLDS1.8701 towards 15
antimicrobials and the microbiological cut-off values.

Antimicrobials MIC Cut-Off Values
Ampicillin <0.25 1
Vancomycin 1 2
Gentamicin 16 16
Streptomycin 8 16
Kanamycin >256 16
Erythromycin <0.25 1
Clindamycin >256 1
Chloramphenicol >256 4
Tetracycline 2 4
Dalfopristin 8 4
Linezolid; 2 4
Neomycin 4 32
Ciprofloxacin 16 4
Trimethoprim 64 32
Rifampicin 2 32

To better understand the genetic elements of the antimicrobial susceptibility, the genome was
searched to the CARD by BLAST (E < e 2, coverage > 70% and similarity > 30%) for antibiotic resistance
genes. The result of analysis in silico identified 50 putative antibiotic resistance genes in the genome of
L. helveticus KLDS1.8701, which included genes related to antibiotic efflux pump complex (22), genes
responsible for resistance to elfamycin (1), polymyxin (2), isoniazid (2), mupirocin (2), fosfomycin
(1), vancomycin (8), beta-lactam antibiotics (1), aminoglycoside (1), lincosamide (5), fluoroquinolone
(3), dalfopristin (1), trimethoprim (1) as shown in Table S4. Remarkable matches with genes that
likely encode aminoglycoside, lincosamide, fluoroquinolone, dalfopristin and trimethoprim resistance
could account for the phenotypic resistance to kanamycin, clindamycin, ciprofloxacin, dalfopristin and
trimethoprim, respectively. No genes encoding CAT responsible for chloramphenicol resistance were
identified in the genome, when compared with the CARD database. There were no matches when gene
sequences encoding Cfr that relates to modify the target of chloramphenicol were additionally searched
against the genome by BLAST. At this point, a search for multidrug transporters of MFS was conducted.
Two genes encoding MFS transporters (HUO_RS03540 and HUO_RS09200) were characterized in the
genome, which can export phenicols from the bacterial cell and impart chloramphenicol resistance to
L. helveticus KLDS1.8701. Moreover, no mobile elements such as transposases, prophages and IS were
found in the flanking regions of the antibiotic resistance genes, implying these genes could not spread
to commensal bacteria in humans, or to food-borne pathogenic bacteria.

2.3. Putatively Adverse Metabolites and Associated Genes

Assessment of deleterious metabolic activities has been indicated as safety consideration by
the guidelines for probiotics [1]. The genes related to adverse metabolites were identified by
searching against the genome. No genes encoding (3-glucosidase, 3-glucuronidase, arylsulphatase
and azoreductase were found in L. helveticus KLDS1.8701 genome. The genes encoding nitroreductase
were HUO_RS07380 and HUO_RS08970 (pseudogene). D-lactate dehydrogenase (HUO_RS01270) was
also found in the genome. However, the phenotypic results showed that the nitroreductase was not
detected in the fermented supernatant and the optical purity of the produced lactic acid by the assay
kit was estimated to be 98.5% L-lactic acid using L/ D-lactic acid enzymatic test kit, implying that the
production of D-lactic acid may be too little to be considered hazardous to consumers.
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Histamine, tyramine, phenylethylamine, and cadaverine are produced by a one-step
decarboxylation reaction with their respective active amino acid decarboxylase enzymes, genes
encoding these enzymes were absent in the genome of L. helveticus KLDS1.8701, those genes
encoding the conversion of arginine into putrescine (arginine deiminase, HUO_RS05500; ornithine
carbamoyltransferase, HUO_RS05505; carbamate kinase, HUO_RS05510) existed as pseudogenes,
leading to a nonfunctional pathway, genes encoding the pathway from agmatine to putrescine
were not found in the genome of L. helveticus KLDS1.8701. HUO_RS06750 (pseudogene) and
HUO_RS06750 encode for ornithine decarboxylase, which catalyze the biosynthesis of the putrescine
directly from ornithine, furthermore, the strain carried a cluster for spermidine/purescine ABC
transporter (HUO_RS08405 to HUO_RS08420). It is likely that these genes endow the potential of
putrescine biosynthesis to the strain. However, the results from HPLC revealed that biogenic amines
were not produced by L. helveticus KLDS1.8701.

2.4. Putative Virulence Factors

The result of virulence factors (Table S5) showed that 12 genes associated with virulence factors
were identified by searching against the VFDB. These virulence factors were mainly related to
chaperonin, adherence, transcriptional regulation and carbohydrate synthesis, which could not confer
virulent properties on this strain. No genes encoding invasion or toxin, which are actually offensive
virulence factors, were found in the genome of L. helveticus KLDS1.8701.

2.5. Acute Oral Toxicity Study

The results of the acute oral treatment of rats showed that signs of toxicity or mortality were not
caused in any of the animals by a single dose of 6 x 10'° CFU L. helveticus KLDS1.8701/kg BW through
the oral route. There were no changes in general behavior or in physical activity during the 14 days of
observation, body weight change and feed consumption of treatment were not significantly different
with the control group. Regarding necropsy, no treatment-related pathological changes of all internal
organs were detected by macroscopic observations. In general, there were no abnormalities in rats
received L. helveticus KLDS1.8701 in the acute oral toxicity study (data not shown).

2.6. Subacute Oral Toxicity Study

2.6.1. Clinical Observations

There were no abnormal clinical observations in any of the animals throughout the 28-day
experimental period. The results of body weight gain, daily food consumption and food efficiency of
both sexes are presented in Table S6. In body weight gain, daily food consumption and food efficiency,
there were no treatment-related effects or statistically significant differences of both genders between
the control and the experimental groups.

2.6.2. Gross Necropsy and Histopathological Examination

No gross pathological findings were detected in rats of all the groups. The relative organ weights
were similar in the control and the experimental groups (Table S7), statistical analysis showed that there
was no significant difference in the relative organ weights of the experimental groups when compared
to the control group. As shown in Figure 1, a single-blind histopathology in all the groups revealed
that no histopathological abnormalities were related to L. helveticus KLDS1.8701 administration. There
were no signs of inflammation, degeneration or necrosis of organs in the control or experimental
groups of both genders as determined by the light micrographs of organs, which include heart, liver,
spleen, lung, kidney, brain and jejunum of rats.
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Figure 1. Representative photomicrographs of organs of rats after oral administration of L. helveticus
KLDS1.8701 for 28 days. Control, sterile normal saline; Low, 1 X 10° CFU of L. helveticus KLDS1.8701/ kg
BW; High, 1 x 10'° CFU of L. helveticus KLDS1.8701 /kg BW; (A) heart, (B) liver, (C) spleen, (D) lung,

(E) kidney, (F) brain, (G) jejunum. Bar = 50 pm.

2.6.3. Hematology and Serum Biochemistry Analysis

The hematological parameters showed that there were no significant alterations of both genders
between the control and the experimental groups (Table 2). The results of the serum biochemistry
parameters are shown in Table 3. Repeated-dose subacute oral administration of L. helveticus
KLDS1.8701 also did not cause any significant changes in the serum biochemistry parameters compared
with the control group, which are used as biochemical markers of organ damages, the results of this
part revealed that all hematological and serum biochemical parameters were situated within the

reference ranges.
Table 2. Hematological parameters of male and female rats after oral administration of L. helveticus

KLDS1.8701 for 28 days.

Males Females
Treatment
Control Low High Control Low High
RBC (x106/uL) 7.73 £ 0.42 7.93 £ 0.55 8.26 + 0.99 7.47 +0.45 7.63 +0.32 7.64 +0.39
WBC (><103/},1_L) 1337 £ 1.2 1210 £2.25 10.77 +1.34 11.97 + 1.56 10.63 +1.92 13.17 £ 1.95
HGB (g/L) 148.30 + 6.05 150.93 + 5.47 149.47 £ 9.05 142.57 +2.80 142.3 £5.51 141.87 +3.02
PLT (x103/uL) 909.23 £ 101.57 920.80 = 146.94 957.33 +193.27 1226.67 £213.73 1350.18 &£ 156.90  1292.33 £ 237.05
MCV (fL) 56.03 + 1.50 55.27 £ 2.61 57.00 £9.54 55.12 £1.28 5437 £1.26 55.27 +£2.78
MCHC (g/L) 331.43 +£10.81 333.37 £11.15 336.33 + 9.61 340.83 £ 5.01 340.33 +£7.23 337.67 £8.02
Neutrophils (%) 19.47 £2.35 20.80 £ 0.95 21.97 £3.24 24.84 £ 4.06 25.73 £ 0.67 21.13 £2.90
Lymphocytes (%) 71.43 £5.61 7217 £2.20 73.97 £ 1.70 73.73 £ 3.12 75.73 £3.17 7421 £ 6.26
Monocytes (%) 3.83 +£0.31 391+0.44 412 4+0.43 5.17 £ 0.45 497 £1.16 4.87 £0.67
Eosinophils (%) 1.40 +0.44 1.13 £ 0.30 1.39 +£ 047 1.30 £ 0.61 1.23 +£0.45 1.05+0.13
Values are presented as mean + standard deviation (1 = 6). Control, sterile normal saline; Low, 1 x 10° CFU of

L. helveticus KLDS1.8701/kg BW; High, 1 x 1019 CFU of L. helveticus KLDS1.8701/ kg BW; RBC, red blood cell count,
WBC, white blood cell count; HGB, hemoglobin; PLT, platelet count; MCV, mean corpuscular volume; MCHC, mean

corpuscular hemoglobin concentration
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Table 3. Serum biochemical parameters of male and female rats after oral administration of L. helveticus

KLDS1.8701 for 28 days.
Males Females
Treatment
Control Low High Control Low High

AST (U/L) 148.80 £5.99 151.67 +20.03  148.67 +14.05 91.27 +8.75 94.67 £11.85 93.47 +5.08
ALT (U/L) 72.77 £+ 8.88 72.56 £+ 6.24 75.33 £+ 5.69 5253 +736 5513+459 5333 £3.79
ALP (U/L) 159.33 £9.29 161.67 +=14.19 168.00 & 10.54 88.33 850 88.67 £10.97 92.67 + 5.51
TBIL (umol/L) 1.00 £ 0.36 0.89 +0.11 1.07 £ 0.25 1.03 £0.21 1.01 £0.29 1.02 +0.10
TP (g/L) 53.33 + 3.68 53.16 + 4.54 54.01 £+ 6.53 67.77 450 6853+326 67.33+7.70
ALB (g/L) 4213 +3.44 38.41 +3.61 36.73 £+ 4.65 4293 +£2.60 43.63 £4.40 44.87 £4.96
GLU (mmol/L) 5.86 + 1.60 6.37 +0.97 6.60 + 0.75 8.97 +0.87 8.37 +0.92 8.65 + 0.74
TG (mmol/L) 0.48 4 0.05 0.53 +0.12 0.49 + 0.07 0.51 4 0.02 0.51 + 0.05 0.49 + 0.05
TC (mmol/L) 142 £0.11 1.47 +£0.18 1.53 +0.35 2.23 £0.25 217 £0.31 2.33 +0.57
HDL (mmol/L) 1.68 £ 0.25 1.70 £ 0.02 1.37 +£0.31 1.77 £0.31 171 £0.18 1.87 +£0.35
LDL (mmol/L) 0.21 4 0.09 0.21 +0.10 0.15 + 0.07 0.33 4 0.08 0.32 +0.03 0.31 + 0.04
UREA (mmol/L) 6.47 +1.32 7.03 +0.15 6.63 + 0.61 6.63 + 0.38 6.47 4+ 0.31 6.53 + 0.67
CRE (umol/L) 52.70 4 4.93 56.67 + 5.86 52.67 £+ 5.69 7317 +235 72134375 71.53+3.18
Na (mmol/L) 14093 £2.35  142.01 £ 3.00 143.87 £796 14217 £325 14207 +£7.87 144.33 +£6.03
Cl (mmol/L) 10540 £2.33  100.33 £ 2.52 101.33 £7.57  100.67 £2.37 98.73 +£228 100.73 £ 3.55
Ca (mmol/L) 2.69 +0.13 245+ 0.22 2.55+0.32 2.56 £ 0.07 2.55 + 0.06 2.54 +0.11
P (mmol/L) 3.12 £ 0.30 2.87 +0.21 2.83 +0.39 2.48 £+ 0.07 2.61 +0.12 2.52 +0.03

Values are presented as mean =+ standard deviation (1 = 6). Control, sterile normal saline; Low, 1 x 10° CFU
of L. helveticus KLDS1.8701/kg BW; High, 1 x 1019 CFU of L. helveticus KLDS1.8701/ kg BW; AST, aspartate
aminotransferase; ALT, alanine aminotransferase; ALP, alkaline phosphatase; TBIL, total bilirubin, TP, total protein;
ALB, albumin; GLU, glucose; TG, triglycerides; TC, total cholesterol; HDL, high density lipoprotein cholesterol;
LDL, low density lipoprotein cholesterol; UREA, urea; CRE, creatinine; Na, sodium; Cl, chloride; Ca, calcium; P,
inorganic phosphorus.

2.6.4. Cecal Microbiota and Harmful Bacterial Enzymes

The effect of L. helveticus KLDS1.8701 on cecal microbiota diversity was evaluated by a-diversity
and B-diversity. No significant differences in «-diversity, including Simpson index, Chaol index,
Shannon index and observed species (Figure 2A-D), were observed among all the groups in male rats,
indicating that L. helveticus KLDS1.8701 administration did not influence cecal microbiota diversity
and richness of healthy male rats. To confirm this result, the (3-diversity was determined by the
principal coordinate analysis (PCoA) to explore the microbiota similarities among all the groups in
male rats. As shown in the figure from the unweighted UniFrac (Figure 2E), the majority of the
microbiota structures among all the groups in male rats were very similar. In order to further study
the changes in the safety-related genera, the heat map was created from selected genera containing
probiotics and opportunistic pathogens (Figure 3), in these genera, Bifidobacterium and Lactobacillus
were predominant compared to Akkermansia, Escherichia/Shigella, Desulfovibrio, Helicobacter, Olsenella,
Parabacteroides, Blautia, Enterococcus, Butyricicoccus and Lactococcus, however, Anaerococcus, Enterobacter,
Finegoldia, Peptoniphilus and Pseudomonas were not inhabited in these three groups. Almost all genera
fluctuated between groups treated with L. helveticus KLDS1.8701 and the control group, the groups
treated with L. helveticus KLDS1.8701 in male rats showed an increase in genera containing probiotics,
such as Bifidobacterium, Akkermansia and Lactobacillus and a decrease in genera containing opportunistic
pathogens, such as Escherichia/Shigella, Desulfovibrio, Helicobacter, Olsenella and Parabacteroides when
compared with the control group. Particularly, Bifidobacterium was remarkably increased in the high
dose group, whereas the low dose group showed a less pronounced effect on this genus. In addition,
the relative abundances of Blautia, Enterococcus, Butyricicoccus and Lactococcus in high and low dose
groups were not different with the control group. Based on these analyses, repeated-dose subacute
oral administration of L. helveticus KLDS1.8701 could increase certain genera containing probiotics
and decrease certain genera containing opportunistic pathogens in the cecal microbiota, implying the
benefit of this strain. Similar results from all the groups in female rats were obtained as well (data
not shown).
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Figure 2. Cecal microbiota «-diversity and -diversity in male rats after oral administration of
L. helveticus KLDS1.8701 for 28 days. Control, sterile normal saline; Low, 1 x 10° CFU of L. helveticus
KLDS1.8701/kg BW; High, 1 x 10! CFU of L. helveticus KLDS1.8701/kg BW. (A) Simpson index,
(B) Shannon index, (C) observed species, (D) Chaol index, (E) Principal coordinates analysis (PCoA) of
unweighted UniFrac distances.
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Figure 3. Heat map of safety-related genus in male rats after oral administration of L. helveticus
KLDS1.8701 for 28 days. Control, sterile normal saline; Low, 1 x 10° CFU of L. helveticus KLDS1.8701/ kg
BW; High, 1 x 10'° CFU of L. helveticus KLDS1.8701/kg BW.

The effect of the L. helveticus KLDS1.8701 on the harmful cecal bacterial enzymes (3-glucosidase
and B-glucuronidase) was evaluated and the results are shown in Table S8. The concentrations
of B-glucuronidase in the cecal contents of both the experimental groups were significantly lower
(P < 0.05) than the control group. The activities of 3-glucosidase in the cecal contents of both the
experimental groups showed non-significant differences from the control group.
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3. Discussion

There has been increased interest in the use Lactobacillus as probiotic ingredient in foods and
drinks to improve the health of consumers. L. helveticus KLDS1.8701 was isolated from Chinese
traditional fermented dairy product and its potential probiotic properties were evaluated in our
previous study. It thus becomes needful to evaluate the safety of this strain before it uses as a novel
commercial probiotic [1]. In this study, the indepth safety assessment of L. helveticus KLDS1.8701 was
performed using multiple methods. The precise taxonomic characterization is the first step in the
safety evaluation for tracking the applied standards (e.g., EUC and EFSA) of the strain. The 16S rRNA
sequence-based division into higher taxa is currently the most widely used classification system for
prokaryotes. However, the sequence of 165 rRNA gene is too conserved to distinguish between closely
related species [16]. ANI has been proposed as the best alternative for a gold standard for prokaryotic
species circumscriptions at the genomic level [17]. Our strain was identified as L. helveticus using ANI
and the phylogenetic trees based on the 16S rRNA gene.

Genomic stability is a key factor to keep attributions of probiotic. L. helveticus KLDS1.8701 contains
only a plasmid without any risk factors. However, IS elements are generally regarded as active
participators in genomic rearrangement, contributing to the variant generation of genetic diversity [18].
Our results show that L. helveticus KLDS1.8701 harbors 122 copies of IS elements. Similarly, the 154
and 213 IS elements are loaded to the genome of L. helveticus MTCC 5463 [11] and L. helveticus DPC
4571 [18], respectively, which have been demonstrated exceptional stability. CRISPR/Cas system and
R/M system are the important barriers to resist to HGT. L. helveticus KLDS1.8701 carries CRISPR/Cas
system and Type I R/M system, which are in line with no intact prophage and make a contribution to
keep the genome stable.

Lactobacillus may act as reservoir of antibiotic resistance genes, which can spread to commensal
bacteria in humans or animals, or to food-associated pathogens [19]. When microbial strains used in
food applications show resistance to clinically relevant antimicrobials, the antibiotic resistance genes
and probability of occurrence of HGT must be evaluated [20]. The present study has shown that
L. helveticus KLDS1.8701 was resistant against 6 antimicrobials and equipped 50 putative antibiotic
resistance genes, most of them are genes related to antibiotic efflux pump complex. As indicated
in literatures [9,10], there are discrepancies between the phenotype and the genotype in antibiotic
resistance. For example, L. helveticus KLDS1.8701 was sensitive to ampicillin but contained the
beta-lactam antibiotic resistance gene, it could be explained by inhibition by its detected repressor Blal
(HUO_RS00790), which regulates resistance to beta-lactams. L. helveticus KLDS1.8701 was also sensitive
to very low dose of vancomycin, despite the determinant genes of vancomycin were characterized in the
genome. This result is in consonance with B. longum JDM30 and L. helveticus IMAU60226 [10,21]. It is
possible that these genes were not sufficiently expressed or only induced under certain circumstances,
including environmental stimulus or surrounding signals. Additional studies will be needed to
determine this discrepancy, because there are many other reasons for the discrepancies between the
phenotype and the genotype in antibiotic resistance, it can also be assumed that genes retrieved
by in silico analysis were modified after transcription or pseudogenes or only partially similar
to known resistance genes, but do not represent a harmful trait of this bacterium. Interestingly,
no chloramphenicol resistance genes were found in the genome of L. helveticus KLDS1.8701 when
compared with the CARD database, but this strain was highly resistant to chloramphenicol (Table 1),
which was in agreement with a previous report on L. helveticus NNIE [22]. Chloramphenicol
binding sites cluster at the peptidyl-transferase centre (PTC) of the ribosome large (50S) subunit,
which is composed by 34 ribosomal proteins and 55 and 23S rRNA genes, and chloramphenicol
resistance mechanisms include chloramphenicol modification, mutation and modification of the target,
and multidrug-resistance efflux pumps [23]. CAT can detoxify the antibiotic chloramphenicol by
attaching an acetyl group to chloramphenicol, which prevents chloramphenicol from binding to
ribosomes [24]. Cfr can monomethylate the C8 atom of the 23S rRNA nucleotide A2503 (located
in the PTC), conferring resistance to chloramphenicol [25]. MFS transporters can export phenicols
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from the bacterial cell [23]. After ruling out the presence of the genes encoding CAT and Cfr as
being responsible for the exceptionally high resistance to chloramphenicol in L. helveticus KLDS1.8701,
the reason for chloramphenicol resistance is the attendance of the MFS transporters. Our findings show
that the determinant antibiotic resistance genes of L. helveticus KLDS1.8701 could not be transferred
to pathogens due to the absence of mobile elements in their flank. Furthermore, the attendance of
CRISPR loci can restrict the dissemination of antibiotic resistance gene by eliminating multiple route
of HGT [26].

Higher alimentary intake of biogenic amines have adverse effects on the health of consumers [27],
thus, the assessment of this strain’s capacity to produce biogenic amines is required. Although
L. helveticus KLDS1.8701 has putrescine biosynthesis genes based on genomic data, no biogenic amines
were detected by HPLC. L. helveticus CNRZ 32 with similar genetic elements does not convert ornithine
to putrescine, indicating that the genes are either not functional or ornithine decarboxylase does not
possess activity [28]. In this study, a gene encoding D-lactate dehydrogenase was found in the genome
of this strain, but it was demonstrated that the production of D-lactate was insufficient to cause the
D-lactic acidosis by the optical purity of the produced lactic acid.

Safety assessment in vivo can provide more effective information, because the physiology of
rats is similar to the corresponding human condition in many cases [29]. In this study, standard
acute oral and subacute toxicity studies in rats were conducted. In the acute oral toxicity study, there
was no mortality or signs of toxicity, there were also no changes in weight losses, feed consumption,
general behavior or pathology in all rats. In order to further evaluate the safety of L. helveticus
KLDS1.8701, a 28-day repeated-dose subacute oral toxicity study with two dose levels was performed.
Changes in food consumption, body weight and organ weights are considered as indicators of toxic
effects of a test material [30]. In this study, there were no significant differences in these aspects
between the control and experimental groups. Analysis of hematological and serum biochemical
parameters is relevant for risk evaluation, because these values could reflect the problems in organs [31].
No significant differences between the control and experimental groups in terms of hematological
and serum biochemical parameters were observed in this study. Histopathology can provide clear
clinical advantage, L. helveticus KLDS1.8701 intake did not lead to any histopathological abnormalities
or changes.

Cecal content is a good material for safety assessment in the subacute oral toxicity study,
on one side, the harmful bacterial enzymes were studied, the concentrations of 3-glucosidase
and p-glucuronidase in the cecal contents were significantly lower and not significantly different,
respectively, when compared to the control group. On the other hand, the cecal bacterial populations
that play crucial roles in maintaining the host’s health, were studied by sequencing the 165 rRNA
gene V4 region. L. helveticus KLDS1.8701 administration did not influence cecal microbiota diversity
and richness of healthy male rats, as no significant differences in - and 3-diversity were detected.
Our data are consistent with previous studies which highlighted no marked effects of probiotics
on the gut microbiota diversity and richness [32]. To further analyze the special bacteria taxa
associated with L. helveticus KLDS1.8701 administration, the heat map was used to compare the
bacterial taxa abundance between the experimental groups and the control group. The high and low
dose groups in male rats showed an increase in genera containing probiotics, such as Bifidobacterium,
Akkermansia and Lactobacillus compared with the control group. Numerous species belonging to
Lactobacillus and Bifidobacterium have been reported as safe and effective in improving the host’s
health for a long history [33]. A. muciniphila belonging to Akkermansia has been considered as
a next-generation probiotic, which can have ameliorative effects on obesity and reverse high fat
diet-induced obesity [34]. No changes in Blautia and Butyricicoccus were observed in different groups,
short-chain fatty acids produced by which can act as main fuel for enterocytes and influence diverse
cellular functions [35,36]. Differently, an opposite trend was found for genera containing opportunistic
pathogens such as Escherichia/Shigella, Helicobacter, Desulfovibrio, Olsenella and Parabacteroides, which
abundances were decreased when compared to the control group. Helicobacter, Escherichia/Shigella
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and Desulfovibrio are often associated with the pathogenesis of inflammatory bowel disease (IBD) and
ulcerative colitis (UC), both of which have deleterious effects on the immune system and enhance
intestinal inflammation [37,38]. Some species of Olsenella and Parabacteroides represent opportunistic
pathogens in infectious diseases [39,40]. As a result, these changes can be considered as positive
marks due to L. helveticus KLDS1.8701, which seems to bring healthy benefit to rat by modulating gut
microbiota. To our knowledge, we are the first to use this strategy in the subchronic rodent study for
safety assessment.

4. Conclusions

This study demonstrated that L. helveticus KLDS1.8701 does not raise safety concerns about
transferable antibiotic resistance genes, virulence factors, production of biogenic amine and D-lactic
acid, activity of nitroreductase by the combination phenotypic profiles with genomic data. Furthermore,
no adverse effects were observed regarding clinical observations, hematological and serum biochemical
parameters, histopathological study, cecal harmful bacterial enzymes or cecal bacterial populations by
safety assessment in vivo. The comprehensive results suggest that L. helveticus KLDS1.8701 is safe and
can be used as a potential probiotic for human consumption.

5. Materials and Methods

5.1. Bacteria Strain and Growth Condition

L. helveticus KLDS1.8701 was isolated from traditional fermented dairy product in China and
stored in Key Laboratory of Dairy Science (KLDS), Ministry of Education, China. The strain was
anaerobically incubated in deMan Rogosa and Sharpe (MRS) broth at 37 °C for 18 h. The bacterial
strain was sub-cultured twice prior to the experiment. The bacteria were harvested by centrifugation
(10 min, 5000 % g, 4 °C) and the resulting cell pellets were washed three times with ultrapure water
and re-suspended at the desired concentration in sterile normal saline.

5.2. Genome Sequencing and Taxonomy

The genomic DNA of L. helveticus KLDS1.8701 was extracted by the DNeasy Tissue kit (Qiagen,
Germany). The details of genome sequencing were described by our previous report [15]. The top-hit
strain with L. helveticus KLDS1.8701 was identified using the web-based EzTaxon server [41] on the
basis of 165 rRNA gene, then the 16S rRNA gene sequence was aligned with those of top-hit strain and
related strains by CLUSTAL W. The phylogenetic trees were constructed by MEGA 6.0 software [42]
using Neighbour-joining method. Average nucleotide identity (ANI) of two genome sequences was
valued by ANI Calculator using the OrthoANIu algorithm [43].

5.3. Identification of Safety-Associated Genes in Silico

All annotated genes of L. helveticus KLDS1.8701 were additionally mapped against the
comprehensive antibiotic resistance database [44] and the virulence factors database [45]. Insertion
sequences (IS), clustered regularly interspersed short palindromic repeats (CRISPR) and prophage
sequences were identified using ISfinder [46] and the genome annotation, CRISPRFinder [47] and
PHASTER [48], respectively. The gene sequences related to the adverse metabolites (amino acid
decarboxylases, 3-glucosidase, 3-glucuronidase, arylsulphatase, azoreductase, nitroreductase and
D-lactate dehydrogenase) and chloramphenicol resistance (chloramphenicol acetyl transferase (CAT),
235 rRNA gene methyltransferase (Cfr) and major facilitator superfamily (MFS) transporters) were
downloaded from Genbank and searched against the genome by BLASTN. Hits with more than 70%
coverage and 30% identity were chosen as the positive results in this study.
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5.4. Measurement of Antibiotic Resistance Phenotypes

The minimal inhibitory concentrations (MICs) for 15 antimicrobials (ampicillin, vancomycin,
tetracycline, chloramphenicol, kanamycin, gentamicin, streptomycin, erythromycin, clindamycin,
dalfopristin, linezolid, ciprofloxacin, rifampicin and trimethoprim) of L. helveticus KLDS1.8701 were
determined by a macro dilution method according to standardized methods [49]. The antimicrobials
susceptibility was defined by the reference cut-off value in the EFSA [20] and European Commission
(EUC) guidelines [50].

5.5. Measurement of Adverse Metabolites

High performance liquid chromatography (HPLC) was employed to detect biogenic amines
(tryptamine, 2-phenyl-ethylamine, putrescine, tyramine, cadaverine, histamine, tyramine, spermidine
and spermine) production by L. helveticus KLDS1.8701. The pretreatment and derivatisation of
the samples were performed as outlined by Dadédkova et al. and Lorencovaet al. [51,52]. HPLC
measurements were conducted on Waters Alliance HPLC system (Waters 2695, Milford, MA, USA)
consisting of a binary pump and a UV /Vis detector (A = 245 nm). The separation was achieved using a
C-18 column (250 mm X 4.6 mm, 5 um, SANYO, Osaka, Japan). The specific conditions for separation
and detection of biogenic amines are as previously described [53]. Chromatogram of biogenic amines in
standard solution was shown in Figure S2. The activity of nitroreductase was measured following the
instructions on the assay kit (Nanjing Jiancheng Bioengineering Institute, Nanjing, China). The optical
purity of the produced lactic acid was estimated using L/D-lactic acid enzymatic test kit in accordance
with the recommendations of the manufacturer (Megazyme, Bray, Ireland).

5.6. Animals

Specific Pathogen Free (SPF) Sprague-Dawley rats (6—7 weeks old, male and female) were
purchased from Vital River Laboratory Animal Technology Co., Ltd. (Beijing, China) and housed in a
room under controlled environmental conditions at 23 + 2 °C, a relatively humidity of 50 £ 20% and a
12-h light/dark cycle. All the rats were put into the plastic cages for one week of acclimatization to the
laboratory conditions before beginning the experiments. Food and water were available ad libitum.
The experimental protocols were approved by the Animal Use and Ethics Committee of Northeast
Agricultural University (Harbin, China) under the approved protocol number Specific pathogen free
rodent management (SRM)-06 (30 10 2011). The care procedures for the animals were implemented
following the European Community guidelines (Directive 2010/63/EU).

5.7. Experimental Design

5.7.1. Acute Oral Toxicity Study

The acute oral toxicity study was a single-dose toxicity study. It was conducted according to
the OECD guideline [54]. Healthy rats of either sex were randomly divided in two groups of six
rats each, namely the control group received 1 mL of normal saline, experimental group was treated
with 6 x 100 CFU of L. helveticus KLDS1.8701/kg body weight (BW) in 1 mL of sterile normal
saline, which were administered a single dose by oral gavage. The animals were observed for the
signs of toxicity for continuous 4 h after inoculation and once daily for 14 days. General behavioral
observations recommended by the OECD guideline [54] were made once daily for 14 days. Body
weight and feed consumption were recorded. On day 15, all rats were fasted for 16 h and then
humanely sacrificed under diethyl ether anesthesia. Macroscopic observation of the animals was
performed during necropsy.
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5.7.2. Subacute Oral Toxicity Study

The subacute oral toxicity study was performed following the OECD guideline [55]. Healthy
rats of either sex were randomly divided in three groups of six rats each. Rats in the control group
were administered with 1 mL of sterile normal saline, while rats of low-dose and high-dose groups
were treated once daily through intragastric gavage with L. helveticus KLDS1.8701 at a dose of
1 x 10° CFU/kg BW (Low) and 1 x 10 CFU/kg BW (High), respectively. Body weights and
food consumption were measured weekly, then food efficiency was calculated as a ratio of body weight
gain to food consumption and clinical signs of morbidity or mortality were recorded daily throughout
the period administration animals.

5.8. Hematological and Serum Biochemistry Analyses

At the end of the dosing period, all animals were fasted for 16 h and then humanely sacrificed
under diethyl ether anesthesia. Blood samples were collected in heparinized tubes and assessed for
red blood cell count, white blood cell count, hemoglobin, platelet count, mean corpuscular volume,
mean corpuscular hemoglobin concentration, neutrophils, lymphocytes, monocytes and eosinophils
by automatic hematological analyzer (Nihon Kohden, Tokyo, Japan). The serum centrifuged from the
blood samples were used for clinical biochemistry measurement by automatic biochemistry analyzer
(Toshiba, Tokyo, Japan), the following parameters were tested: aspartate aminotransferase, alanine
aminotransferase, alkaline phosphatase, total bilirubin, total protein, albumin, glucose, triglycerides,
total cholesterol, high density lipoprotein cholesterol, low density lipoprotein cholesterol, urea,
creatinine, sodium, chloride calcium and inorganic phosphorus.

5.9. Gross Necropsy and Histopathological Studies

After the sacrifice, organs, including heart, liver, spleen, lung, kidney, brain, adrenal thymus,
testes (male rats), epididymides (male rats), uterus (female rats) and ovary (female rats) were collected
from each animal for gross necropsy and organ weights, the relative organ weights were calculated as
percentage of organ weights to terminal body weight, then organs (heart, liver, spleen, lung, kidney,
brain and jejunum) were dissected out and fixed in 10% neutral formalin for 18 h. Samples were then
embedded in paraffin, sliced into 5 um thickness and stained with hematoxylin-eosin for examination
by light microscopy.

5.10. Cecal Microbiota and Harmful Bacterial Enzymes

Total microbiota genomic DNA was extracted from cecal contents by a QlAamp DNA stool
mini kit (Qiagen, Hilden, Germany). The V4 region of 165 rDNA was amplified with universal
primers, sequenced by Illumina Miseq (Illumina, San Diego, CA, USA) and then analyzed using QIIME
software (v1.6) [56]. The details of this pipeline were as recently described by Xie et al. [57]. In addition,
a heat map was constructed to assess the safety status and the main genera in the different groups
studied were Bifidobacterium, Akkermansia, Lactobacillus, Escherichia/Shigella, Desulfovibrio, Helicobacter,
Olsenella, Parabacteroides, Anaerococcus, Enterobacter, Blautia, Enterococcus, Butyricicoccus, Lactococcus,
Finegoldia, Peptoniphilus and Pseudomonas. Harmful intestinal bacterial enzymes (f3-glucosidase
and p-glucuronidase) of cecal contents from the rats were evaluated by the steps as previously
described [58].

5.11. Statistical Analysisd

All values are expressed as means £ the standard deviation (SD). A minimum of three
independent experiments were carried out for each assay. Statistical significance of data comparisons
was determined using one-way analysis of variance (ANOVA), followed by Duncan’s Multiple Range
test. Values of P < 0.05 were considered to be statistically significant.
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Supplementary Materials: The following are available online at www.mdpi.com/2072-6651/9/10/301/s1,
Figure S1: Neighbour-joining tree based on the 16S rRNA gene sequences of strain KLDS1.8701 and
phylogenetically related type strains. Bootstrap values based on 1000 resampled datasets are shown at branch
nodes, Figure S2: Typical HPLC chromatograms of biogenic amines in standard solution. 1, tryptamine; 2,
2-phenyl — ethylamine; 3, putrescine; 4, cadaverine; 5, histamine; 6, tyramine; 7, spermidine; 8, spermine, Table S1:
General features of the phage regions identified in the L. helveticus KLDS1.8701 genome, Table S2: General
features of the CRISPR loci identified in the L. helveticus KLDS1.8701 genome, Table S3: Putative genes for Type
I restriction modification (R/M) system in the L. helveticus KLDS1.8701 genome, Table S4: Putative antibiotics
resistance genes in the L. helveticus KLDS1.8701 genome by searching with the comprehensive antibiotic resistance
database (CARD), Table S5: Putative virulence factors in the L. helveticus KLDS1.8701 genome by searching with
the virulence factor database (VFDB), Table S6: Body weight and food data of male and female rats after oral
administration of L. helveticus KLDS1.8701 for 28 days, Table S7: Relative organ weights (%) of male and female
rats after oral administration of L. helveticus KLDS1.8701 for 28 days, Table S8: 3-glucosidase and 3-glucuronidase
activities in the cecal contents of male and female rats after oral administration of L. helveticus KLDS1.8701 for
28 days.

Acknowledgments: Present research work was financially supported by the National Key Research and
Development Program of China (No. 2017YFD0400303) and the National Natural Science Foundation of China
(No. 31401512). We would like to thank Smith Etareri Evivie for revising the manuscript.

Author Contributions: B.L., FL. and G.H. conceived the study and designed the project. B.L., D.J., N.L., EY
and L.Z. performed the experiment, analyzed the data and drafted the manuscript. S.E.E. helped to revise the
manuscript. All authors read and approved the final manuscript.

Conflicts of Interest: The authors hereby declare that, there was no conflict of interest in the present study.

References

1.  Food Agriculture Organization/World Health Organization (FAO/WHO). Guidelines for the Evaluation of
Probiotics in Food; Report of a Joint FAO/WHO working group on drafting guidelines for the evaluation of
probiotics in food; FAO/WHO: London, UK, 2002.

2. Taverniti, V;; Guglielmetti, S. Health-promoting properties of Lactobacillus helveticus. Front. Microbiol. 2012,
3,392. [CrossRef] [PubMed]

3.  European Food Safety Authority (EFSA). Opinion of the scientific committee on a request from EFSA on the
introduction of a qualified presumption of safety (QPS) approach for assessment of selected microorganisms
referred to EFSA. EFSA |. 2007, 587, 1elé.

4. Adams, M.; Mitchell, R. Fermentation and pathogen control: A risk assessment approach. Int. ].
Food Microbiol. 2002, 79, 75-83. [CrossRef]

5. Tleyjeh, LM.; Routh, J.; Qutub, M.O,; Lischer, G.; Liang, K.V.; Baddour, L.M. Lactobacillus gasseri causing
fournier's gangrene. Scand. |. Infect. Dis. 2004, 36, 501-503. [CrossRef] [PubMed]

6.  Sanders, M.E.; Akkermans, L.M.; Haller, D.; Hammerman, C.; Heimbach, ].T.; Hérmannsperger, G.; Huys, G.
Safety assessment of probiotics for human use. Gut Microbes 2010, 1, 164-185. [CrossRef] [PubMed]

7.  Bhardwaj, A.; Gupta, H.; Kapila, S.; Kaur, G.; Vij, S.; Malik, R.K. Safety assessment and evaluation of probiotic
potential of bacteriocinogenic Enterococcus faecium KH 24 strain under in vitro and in vivo conditions. Int. J.
Food Microbiol. 2010, 141, 156-164. [CrossRef] [PubMed]

8. Alkema, W.; Boekhorst, J.; Wels, M.; van Hijum, S.A. Microbial bioinformatics for food safety and production.
Brief. Bioinform. 2016, 17, 283-292. [CrossRef] [PubMed]

9.  Zhang, Z.-Y,; Liu, C.; Zhu, Y.-Z.; Wei, Y.-X; Tian, F; Zhao, G.-P.; Guo, X.-K. Safety assessment of Lactobacillus
plantarum JDM1 based on the complete genome. Int. ]. Food Microbiol. 2012, 153, 166-170. [CrossRef]
[PubMed]

10.  Wei, Y.-X.; Zhang, Z.-Y,; Liu, C.; Malakar, PK.; Guo, X.-K. Safety assessment of Bifidobacterium longum JDM301
based on complete genome sequences. World ]. Gastroenterol. 2012, 18, 479-488. [CrossRef] [PubMed]

11.  Senan, S.; Prajapati, ].; Joshi, C. Feasibility of genome-wide screening for biosafety assessment of probiotics:
A case study of Lactobacillus helveticus MTCC 5463. Probiotics Antimicrob. Proteins 2015, 7, 249-258. [CrossRef]
[PubMed]

12.  Bian, X.; Wang, T.-T.; Xu, M,; Evivie, S.E.; Luo, G.-W,; Liang, H.-Z.; Yu, S.-F; Huo, G.-C. Effect of Lactobacillus
strains on intestinal microflora and mucosa immunity in Escherichia coli O157: H7-induced diarrhea in mice.
Curr. Microbiol. 2016, 73, 65-70. [CrossRef] [PubMed]


www.mdpi.com/2072-6651/9/10/301/s1
http://dx.doi.org/10.3389/fmicb.2012.00392
http://www.ncbi.nlm.nih.gov/pubmed/23181058
http://dx.doi.org/10.1016/S0168-1605(02)00181-2
http://dx.doi.org/10.1080/00365540410015916
http://www.ncbi.nlm.nih.gov/pubmed/15307582
http://dx.doi.org/10.4161/gmic.1.3.12127
http://www.ncbi.nlm.nih.gov/pubmed/21327023
http://dx.doi.org/10.1016/j.ijfoodmicro.2010.05.001
http://www.ncbi.nlm.nih.gov/pubmed/20570005
http://dx.doi.org/10.1093/bib/bbv034
http://www.ncbi.nlm.nih.gov/pubmed/26082168
http://dx.doi.org/10.1016/j.ijfoodmicro.2011.11.003
http://www.ncbi.nlm.nih.gov/pubmed/22133564
http://dx.doi.org/10.3748/wjg.v18.i5.479
http://www.ncbi.nlm.nih.gov/pubmed/22346255
http://dx.doi.org/10.1007/s12602-015-9199-1
http://www.ncbi.nlm.nih.gov/pubmed/26223907
http://dx.doi.org/10.1007/s00284-016-1010-3
http://www.ncbi.nlm.nih.gov/pubmed/27025726

Toxins 2017, 9, 301 14 of 16

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

Bian, X.; Evivie, S.E.; Muhammad, Z.; Luo, G.-W.; Liang, H.-Z.; Wang, N.-N.; Huo, G.-C. In vitro assessment
of the antimicrobial potentials of Lactobacillus helveticus strains isolated from traditional cheese in sinkiang
china against food-borne pathogens. Food Funct. 2016, 7, 789-797. [CrossRef] [PubMed]

Bian, X.; Muhammad, Z.; Evivie, S.E.; Luo, G.-W.; Xu, M.; Huo, G.-C. Screening of antifungal potentials of
Lactobacillus helveticus KLDS 1.8701 against spoilage microorganism and their effects on physicochemical
properties and shelf life of fermented soybean milk during preservation. Food Control 2016, 66, 183-189.
[CrossRef]

Li, B,; Liu, F; Tang, Y,; Luo, G.; Evivie, S.; Zhang, D.; Wang, N.; Li, W.; Huo, G. Complete genome sequence
of Lactobacillus helveticus KLDS1. 8701, a probiotic strain producing bacteriocin. J. Biotechnol. 2015, 212, 90-91.
[CrossRef] [PubMed]

Poretsky, R.; Rodriguez-R, L.M.; Luo, C.; Tsementzi, D.; Konstantinidis, K.T. Strengths and limitations of 16s
rRNA gene amplicon sequencing in revealing temporal microbial community dynamics. PLoS ONE 2014, 9,
€93827. [CrossRef] [PubMed]

Richter, M.; Rossello-Mora, R. Shifting the genomic gold standard for the prokaryotic species definition.
Proc. Natl. Acad. Sci. USA 2009, 106, 19126-19131. [CrossRef] [PubMed]

Callanan, M.; Kaleta, P.; O’Callaghan, J.; O’Sullivan, O.; Jordan, K.; McAuliffe, O.; Sangrador-Vegas, A.;
Slattery, L.; Fitzgerald, G.F; Beresford, T. Genome sequence of Lactobacillus helveticus, an organism
distinguished by selective gene loss and insertion sequence element expansion. J. Bacteriol. 2008, 190,
727-735. [CrossRef] [PubMed]

Abriouel, H.; Muioz, M.d.C.C.; Lerma, L.L.; Montoro, B.P.; Bockelmann, W.; Pichner, R.; Kabisch, J.;
Cho, G.-S.; Franz, C.M.; Galvez, A. New insights in antibiotic resistance of Lactobacillus species from
fermented foods. Food Res. Int. 2015, 78, 465-481. [CrossRef] [PubMed]

European Food Safety Authority (EFSA). Guidance on the assessment of bacterial susceptibility to
antimicrobials of human and veterinary importance. EFSA J. 2012, 10, 2740.

Guo, H,; Pan, L.; Li, L.; Lu, J.; Kwok, L.; Menghe, B.; Zhang, H.; Zhang, W. Characterization of antibiotic
resistance genes from Lactobacillus isolated from traditional dairy products. J. Food Sci. 2017, 82, 724-730.
[CrossRef] [PubMed]

Botina, S.; Poluektova, E.; Glazova, A.; Zakharevich, N.; Koroban, N.; Zinchenko, V.; Babykin, M.;
Zhilenkova, O.; Amerkhanova, A.; Danilenko, V. Antibiotic resistance of potential probiotic bacteria of the
genus Lactobacillus from human gastrointestinal microbiome. Microbiology 2011, 80, 164-171. [CrossRef]
Wilson, D.N. Ribosome-targeting antibiotics and mechanisms of bacterial resistance. Nat. Rev. Microbiol.
2014, 12, 35. [CrossRef] [PubMed]

Shaw, W.; Packman, L.; Burleigh, B.; Dell, A.; Morris, H.; Hartley, B. Primary structure of a chloramphenicol
acetyltransferase specified by R plasmids. Nature 1979, 282, 870-872. [CrossRef] [PubMed]

Long, K.S.; Poehlsgaard, J.; Kehrenberg, C.; Schwarz, S.; Vester, B. The Cfr rRNA methyltransferase confers
resistance to phenicols, lincosamides, oxazolidinones, pleuromutilins, and streptogramin a antibiotics.
Antimicrob. Agents Chemother. 2006, 50, 2500-2505. [CrossRef] [PubMed]

Marraffini, L.A.; Sontheimer, E.J. CRISPR interference limits horizontal gene transfer in Staphylococci by
targeting DNA. Science 2008, 322, 1843-1845. [CrossRef] [PubMed]

Loret, S.; Deloyer, P.; Dandrifosse, G. Levels of biogenic amines as a measure of the quality of the beer
fermentation process: Data from Belgian samples. Food Chem. 2005, 89, 519-525. [CrossRef]

Christiansen, J.K.; Hughes, J.E.; Welker, D.L.; Rodriguez, B.T.; Steele, J.L.; Broadbent, ].R. Phenotypic and
genotypic analysis of amino acid auxotrophy in Lactobacillus helveticus CNRZ32. Appl. Environ. Microbiol.
2008, 74, 416-423. [CrossRef] [PubMed]

Shokryazdan, P.; Jahromi, M.E,; Liang, J.B.; Kalavathy, R.; Sieo, C.C.; Ho, Y.W. Safety assessment of two new
Lactobacillus strains as probiotic for human using a rat model. PLoS ONE 2016, 11, e0159851. [CrossRef]
[PubMed]

Raza, M.; Al-Shabanah, O.; El-Hadiyah, T.; Al-Majed, A. Effect of prolonged vigabatrin treatment on
hematological and biochemical parameters in plasma, liver and kidney of swiss albino mice. Sci. Pharm.
2002, 70, 135-145.

Petterino, C.; Argentino-Storino, A. Clinical chemistry and haematology historical data in control
sprague-dawley rats from pre-clinical toxicity studies. Exp. Toxicol. Pathol. 2006, 57, 213-219. [CrossRef]
[PubMed]


http://dx.doi.org/10.1039/C5FO01041A
http://www.ncbi.nlm.nih.gov/pubmed/26648272
http://dx.doi.org/10.1016/j.foodcont.2016.02.004
http://dx.doi.org/10.1016/j.jbiotec.2015.08.014
http://www.ncbi.nlm.nih.gov/pubmed/26307172
http://dx.doi.org/10.1371/journal.pone.0093827
http://www.ncbi.nlm.nih.gov/pubmed/24714158
http://dx.doi.org/10.1073/pnas.0906412106
http://www.ncbi.nlm.nih.gov/pubmed/19855009
http://dx.doi.org/10.1128/JB.01295-07
http://www.ncbi.nlm.nih.gov/pubmed/17993529
http://dx.doi.org/10.1016/j.foodres.2015.09.016
http://www.ncbi.nlm.nih.gov/pubmed/28433315
http://dx.doi.org/10.1111/1750-3841.13645
http://www.ncbi.nlm.nih.gov/pubmed/28182844
http://dx.doi.org/10.1134/S0026261711020032
http://dx.doi.org/10.1038/nrmicro3155
http://www.ncbi.nlm.nih.gov/pubmed/24336183
http://dx.doi.org/10.1038/282870a0
http://www.ncbi.nlm.nih.gov/pubmed/390404
http://dx.doi.org/10.1128/AAC.00131-06
http://www.ncbi.nlm.nih.gov/pubmed/16801432
http://dx.doi.org/10.1126/science.1165771
http://www.ncbi.nlm.nih.gov/pubmed/19095942
http://dx.doi.org/10.1016/j.foodchem.2004.03.010
http://dx.doi.org/10.1128/AEM.01174-07
http://www.ncbi.nlm.nih.gov/pubmed/17993552
http://dx.doi.org/10.1371/journal.pone.0159851
http://www.ncbi.nlm.nih.gov/pubmed/27467068
http://dx.doi.org/10.1016/j.etp.2005.10.002
http://www.ncbi.nlm.nih.gov/pubmed/16343876

Toxins 2017, 9, 301 15 of 16

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

Toscano, M.; De Grandi, R.; Stronati, L.; De Vecchi, E.; Drago, L. Effect of Lactobacillus rhamnosus HN001
and Bifidobacterium longum BB536 on the healthy gut microbiota composition at phyla and species level: A
preliminary study. World . Gastroenterol. 2017, 23, 2696. [CrossRef] [PubMed]

Tham, C.S.-C.; Peh, K.-K.; Bhat, R.; Liong, M.-T. Probiotic properties of Bifidobacteria and Lactobacilli isolated
from local dairy products. Ann. Microbiol. 2012, 62, 1079-1087. [CrossRef]

Ouwerkerk, J.; Aalvink, S.; Belzer, C.; De Vos, W. Preparation and preservation of viable Akkermansia
muciniphila cells for therapeutic interventions. Benef. Microbes 2017, 8, 163—-169. [CrossRef] [PubMed]

Eren, A.M.; Sogin, M.L.; Morrison, H.G.; Vineis, ].H.; Fisher, ].C.; Newton, R.].; McLellan, S.L. A single genus
in the gut microbiome reflects host preference and specificity. ISME . 2015, 9, 90. [CrossRef] [PubMed]
Steppe, M.; Van Nieuwerburgh, F.; Vercauteren, G.; Boyen, F.; Eeckhaut, V.; Deforce, D.; Haesebrouck, F.;
Ducatelle, R.; Van Immerseel, F. Safety assessment of the butyrate-producing Butyricicoccus pullicaecorum
strain 25-3T, a potential probiotic for patients with inflammatory bowel disease, based on oral toxicity tests
and whole genome sequencing. Food Chem. Toxicol. 2014, 72, 129-137. [CrossRef] [PubMed]
Mukhopadhya, I.; Hansen, R.; El-Omar, E.M.; Hold, G.L. IBD—What role do Proteobacteria play? Nat. Rev.
Gastroenterol. Hepatol. 2012, 9, 219-230. [CrossRef] [PubMed]

Rowan, E; Docherty, N.G.; Murphy, M.; Murphy, B.; Coffey, J.C.; O’Connell, P.R. Desulfovibrio bacterial
species are increased in ulcerative colitis. Dis. Colon Rectum 2010, 53, 1530-1536. [CrossRef] [PubMed]
Boente, R.F.; Ferreira, L.Q.; Falcao, L.S.; Miranda, K.R.; Guimaraes, P.L.; Santos-Filho, J.; Vieira, ].M.;
Barroso, D.E.; Emond, ].-P.; Ferreira, E.O. Detection of resistance genes and susceptibility patterns in
Bacteroides and Parabacteroides strains. Anaerobe 2010, 16, 190-194. [CrossRef] [PubMed]

Siqueira, J.; Rogas, I. Uncultivated phylotypes and newly named species associated with primary and
persistent endodontic infections. J. Clin. Microbiol. 2005, 43, 3314-3319. [CrossRef] [PubMed]

Kim, O.S.; Cho, Y.J.; Lee, K.; Yoon, S.H.; Kim, M.; Na, H.; Park, S.C.; Jeon, Y.S.; Lee, ].H.; Yi, H.; et al.
Introducing eztaxon-e: A prokaryotic 16s TRNA gene sequence database with phylotypes that represent
uncultured species. Int. J. Syst. Evolut. Microbiol. 2012, 62, 716-721. [CrossRef] [PubMed]

Tamura, K; Stecher, G.; Peterson, D.; Filipski, A.; Kumar, S. Mega6: Molecular evolutionary genetics analysis
version 6.0. Mol. Biol. Evolut. 2013, 30, 2725-2729. [CrossRef] [PubMed]

Yoon, S.-H.; Ha, S.-M.; Lim, J.; Kwon, S.; Chun, ]. A large-scale evaluation of algorithms to calculate average
nucleotide identity. Antonie van Leeuwenhoek 2017, 110, 1-6. [CrossRef] [PubMed]

McArthur, A.G.; Waglechner, N.; Nizam, F; Yan, A.; Azad, M.A,; Baylay, A.].; Bhullar, K.; Canova, M.].;
De Pascale, G.; Ejim, L. The comprehensive antibiotic resistance database. Antimicrob. Agents Chemother.
2013, 57, 3348-3357, CARD. Available online: http://arpcard.mcmaster.ca/ (accessed on 20 March 2017).
[CrossRef] [PubMed]

Chen, L.; Zheng, D.; Liu, B.; Yang, J.; Jin, Q. VFDB 2016: hierarchical and refined dataset for big data
analysis—10 years on. Nucleic Acids Res. 2016, 44, D694-D697, VFDB. Available online: http://www.mgc.ac.
cn/VFs/main.htm (accessed on 20 March 2017). [CrossRef] [PubMed]

Siguier, P.; Pérochon, J.; Lestrade, L.; Mahillon, J.; Chandler, M. ISfinder: The reference centre for bacterial
insertion sequences. Nucleic Acids Res. 2006, 34, D32-D36, ISfinder. Available online: https://www-is.
biotoul.fr/ (accessed on 20 March 2017). [CrossRef] [PubMed]

Grissa, I.; Vergnaud, G.; Pourcel, C. CRISPRFinder: a web tool to identify clustered regularly interspaced
short palindromic repeats. Nucleic Acids Res. 2007, 35, W52-W57, CRISPRFinder. Available online:
http:/ /crispr.upsud.fr/ (accessed on 20 March 2017). [CrossRef] [PubMed]

Arndt, D.; Grant, J.R,; Marcu, A.; Sajed, T.; Pon, A.; Liang, Y.; Wishart, D.S. PHASTER: a better, faster
version of the PHAST phage search tool. Nucleic Acids Res. 2016, 44, W16-W21, PHASTER. Available online:
http:/ /phaster.ca/ (accessed on 20 March 2017). [CrossRef] [PubMed]

International Organization for Standardization. Milk and Milk Products—Determination of the Minimal
Inhibitory Concentration (MIC) of Antibiotics Applicable to Bifidobacteria and Non-Enterococcal Lactic Acid Bacteria;
ISO 10932 /IDF 233 Standard; ISO: Geneva, Switzerland, 2010; p. 31.

Chesson, A.; Franklin, A.; Aumaitre, A.; Skold, O.; Leclercq, R.; von Wright, A.; Guillot, J. Opinion of the
Scientific Committee on Animal Nutrition on the Criteria for Assessing the Safety of Microorganisms Resistant to
Antibiotics of Human and Veterinary Importance; Directorate C—Scientific Opinions; European Commission
Health and Consumer Protection Directorate-General: Brussels, Belgium, 2002.


http://dx.doi.org/10.3748/wjg.v23.i15.2696
http://www.ncbi.nlm.nih.gov/pubmed/28487606
http://dx.doi.org/10.1007/s13213-011-0349-8
http://dx.doi.org/10.3920/BM2016.0096
http://www.ncbi.nlm.nih.gov/pubmed/28116930
http://dx.doi.org/10.1038/ismej.2014.97
http://www.ncbi.nlm.nih.gov/pubmed/24936765
http://dx.doi.org/10.1016/j.fct.2014.06.024
http://www.ncbi.nlm.nih.gov/pubmed/25007784
http://dx.doi.org/10.1038/nrgastro.2012.14
http://www.ncbi.nlm.nih.gov/pubmed/22349170
http://dx.doi.org/10.1007/DCR.0b013e3181f1e620
http://www.ncbi.nlm.nih.gov/pubmed/20940602
http://dx.doi.org/10.1016/j.anaerobe.2010.02.003
http://www.ncbi.nlm.nih.gov/pubmed/20159050
http://dx.doi.org/10.1128/JCM.43.7.3314-3319.2005
http://www.ncbi.nlm.nih.gov/pubmed/16000454
http://dx.doi.org/10.1099/ijs.0.038075-0
http://www.ncbi.nlm.nih.gov/pubmed/22140171
http://dx.doi.org/10.1093/molbev/mst197
http://www.ncbi.nlm.nih.gov/pubmed/24132122
http://dx.doi.org/10.1007/s10482-017-0844-4
http://www.ncbi.nlm.nih.gov/pubmed/28204908
http://arpcard.mcmaster.ca/
http://dx.doi.org/10.1128/AAC.00419-13
http://www.ncbi.nlm.nih.gov/pubmed/23650175
http://www.mgc.ac.cn/VFs/main.htm
http://www.mgc.ac.cn/VFs/main.htm
http://dx.doi.org/10.1093/nar/gkv1239
http://www.ncbi.nlm.nih.gov/pubmed/26578559
https://www-is.biotoul.fr/
https://www-is.biotoul.fr/
http://dx.doi.org/10.1093/nar/gkj014
http://www.ncbi.nlm.nih.gov/pubmed/16381877
http://crispr.upsud.fr/
http://dx.doi.org/10.1093/nar/gkm360
http://www.ncbi.nlm.nih.gov/pubmed/17537822
http://phaster.ca/
http://dx.doi.org/10.1093/nar/gkw387
http://www.ncbi.nlm.nih.gov/pubmed/27141966

Toxins 2017, 9, 301 16 of 16

51.

52.

53.

54.

55.

56.

57.

58.

Dadakova, E.; Ktizek, M.; Pelikanova, T. Determination of biogenic amines in foods using ultra-performance
liquid chromatography (uplc). Food Chem. 2009, 116, 365-370. [CrossRef]

Lorencova, E.; Buiikova, L.; Matoulkova, D.; Drab, V.; Pleva, P.; Kuban, V.; Burika, F. Production of biogenic
amines by lactic acid bacteria and Bifidobacteria isolated from dairy products and beer. Int. . Food Sci. Technol.
2012, 47, 2086-2091. [CrossRef]

Sméla, D.; Pechova, P.; Komprda, T.; Klejdus, B.; Kuban, V. Chromatographic determination of biogenic
amines in dry salami during the fermentation and storage. Chem. Pap. 2004, 98, 432-437.

Organisation of Economic Cooperation and Development. Section 4 (Part 423), Acute Oral Toxicity, Acute Toxic
Class Method, Guidline for the Testing of Chemicals; OECD: Paris, France, 2001.

Organisation of Economic Cooperation and Development. Section 4 (Part 407), Repeated Dose 28-Day Oral
Toxicity Study in Rodents, Guidline for the Testing of Chemicals; OECD: Paris, France, 2008.

Caporaso, J.G.; Kuczynski, J.; Stombaugh, J.; Bittinger, K.; Bushman, ED.; Costello, EK.; Fierer, N.;
Pefia, A.G.; Goodrich, ] K.; Gordon, J.I. QIIME allows analysis of high-throughput community sequencing
data. Nat. Methods 2010, 7, 335-336. [CrossRef] [PubMed]

Xie, Q.; Pan, M.; Huang, R.; Tian, X; Tao, X.; Shah, N.P.; Wei, H.; Wan, C. Modulation of the small intestinal
microbial community composition over short-term or long-term administration with Lactobacillus plantarum
ZDY?2013. J. Dairy Sci. 2016, 99, 6913-6921. [CrossRef] [PubMed]

Lee, D.K,; Jang, S.; Baek, E.H.; Kim, M.].; Lee, K.S.; Shin, H.S.; Chung, M.].; Kim, J.E.; Lee, K.O.; Ha, N J.
Lactic acid bacteria affect serum cholesterol levels, harmful fecal enzyme activity, and fecal water content.
Lipids Health Dis. 2009, 8, 21. [CrossRef] [PubMed]

@ © 2017 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http:/ /creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1016/j.foodchem.2009.02.018
http://dx.doi.org/10.1111/j.1365-2621.2012.03074.x
http://dx.doi.org/10.1038/nmeth.f.303
http://www.ncbi.nlm.nih.gov/pubmed/20383131
http://dx.doi.org/10.3168/jds.2016-11141
http://www.ncbi.nlm.nih.gov/pubmed/27320669
http://dx.doi.org/10.1186/1476-511X-8-21
http://www.ncbi.nlm.nih.gov/pubmed/19515264
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Taxonomic Identification and Mobilomes 
	Antibiotic Resistance and Related Determinants 
	Putatively Adverse Metabolites and Associated Genes 
	Putative Virulence Factors 
	Acute Oral Toxicity Study 
	Subacute Oral Toxicity Study 
	Clinical Observations 
	Gross Necropsy and Histopathological Examination 
	Hematology and Serum Biochemistry Analysis 
	Cecal Microbiota and Harmful Bacterial Enzymes 


	Discussion 
	Conclusions 
	Materials and Methods 
	Bacteria Strain and Growth Condition 
	Genome Sequencing and Taxonomy 
	Identification of Safety-Associated Genes in Silico 
	Measurement of Antibiotic Resistance Phenotypes 
	Measurement of Adverse Metabolites 
	Animals 
	Experimental Design 
	Acute Oral Toxicity Study 
	Subacute Oral Toxicity Study 

	Hematological and Serum Biochemistry Analyses 
	Gross Necropsy and Histopathological Studies 
	Cecal Microbiota and Harmful Bacterial Enzymes 
	Statistical Analysisd 


