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ARTICLE INFO ABSTRACT

Survival of bacteria in acidic environments is critical for pathogens to successfully 
multiply and infect the gastrointestinal tract. In this study, a metabolomics approach 
was conducted to understand and explain the effect of pH-induced stress metabolites 
in Yersinia enterocolitica. Cells were cultured in tryptic soy broth with or without 
pH adjustment using HCl (pH 6.8 or pH 3, respectively). In this study, we employed 
untargeted proton nuclear magnetic resonance (1H-NMR) spectroscopy followed by 
statistical multivariate analysis was used to identify the metabolites and measure the 
metabolic profiles and pathways impacted by acid stress. Under conditions of low 
pH, increased branched-chain amino acid biosynthesis and protein acetylation were 
predominantly observed. There was also evidence of osmotic dysregulation during acid 
challenge. Modulation of these systems might confer bacteria with resistance to stressors 
encountered during infection of organisms or food contamination. The study presented 
here with other related researches may help to explain further, how pathogenic bacteria 
survive and tolerate the environmental stresses.
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Introduction
Foodborne pathogens such as Salmonella Typhimurium, 

Escherichia coli, Yersinia and other enteric bacteria must overcome 
several environmental stressors and barriers involved in food 
production, storage, and host defenses [1]. The enteropathogenic 
Yersiniae, Y. pseudotuberculosis and Y. enterocolitica, are fecal-
oral pathogens known to cause a range of invasive gastrointestinal 
diseases. Furthermore, the bacteria are known for their ability 
to grow at low temperatures and in acidic environments [2,3]. 
It has been reported that the pathogenic Yersinia species have 
also been studied as a model bacterium to understand bacteria-
host cell interactions and active pathogen evolution [4-6]. Many 
foodborne pathogens have developed survival systems that protect  

 
them against acidic environments in the stomach, but how these  
pathogens survive in acidic conditions remains largely unknown 
[7].

Although transcriptomic and proteomic studies have provided 
insights into the stress responses of Yersinia, limited metabolomics 
data exists for some strains of this group [8]. There is a tremendous 
improvement in food safety and quality research, and application 
of metabolomics at a holistic overview of the food system, thus 
improving the overall objectives of ensuring food safety and 
quality [9]. The high-throughput technique of metabolomics is 
one of the most recently introduced ‘omics’ that aims to analyze 
metabolites in a given biological sample [10,11]. Applications of 
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metabolomics include the study of small molecules in a biological 
system that participates in the metabolic reactions responsible 
for cell growth, survival, and other normal cellular functions [12-
14]. The two leading analytical approaches to metabolomics are 
mass spectrometry (MS) and nuclear magnetic resonance (NMR) 
spectroscopy. 

NMR data are highly reproducible and quantitative over a wide 
dynamic range and are unmatched for determining structures of 
unknowns [15]. NMR spectroscopy is increasingly renowned for 
its efficacy, non-invasiveness (non-destructive), throughput and 
linearity [16]. Moreover, such spectroscopy also provides structural, 
chemical-kinetics and other information in multidimensional 
applications [17]. NMR spectroscopy-based metabolomics have 
been used to study a wide range of biological systems such as 
tissues [18,19], biofluids [20], mammalian cell cultures [21], plants 
[22], and bacteria [23,24]. Currently, NMR application has been 
broadly used and reported for untargeted metabolite profiling of 
complex food mixtures to address issues of food safety and quality 
[25,26].

Additionally, a novel NMR-based metabolomics strategy for 
rapid discrimination and identification of several bacterial species 
that relies on untargeted metabolicprofiling of supernatants 
from bacterial culture media [27]. The overall objective of this 
paper is to investigate the potential of proton nuclear magnetic 
resonance (1H-NMR)-based metabolomics for the characterization 
and assessment of Yersinia responses mechanisms to acid 
stress. Currently, there are limited reports on metabolomic 
studies examining Yersinia enterocolitica exposure to different 
environmental stressors including low pH levels. Therefore, in 
this study, the potential of 1H-NMR metabolomics approach to 
determine stress responses to acidity in Yersinia was examined 
to provide in-depth knowledge and application of how foodborne 
pathogens tolerate the external stresses.

Materials and Methods
Bacterial Strain and Culture Conditions

Yersinia enterocolitica (NR-214) was a gift from Biodefense 
and Emerging Infections Research Resources Repository (BEI 
Resources; Manassas, VA). Cultures of Y. enterocolitica were 
prepared in tryptic soy  broth B; Sigma-Aldrich, St. Louis, MO) 
from frozen stocks and incubated at 30°C overnight and processed 
as previously described [2]. Briefly, fresh cultures (40ml) were 
prepared for propagation in TSB at a 1:10 dilution from overnight 
cultures. Inoculated cultures were grown at 30°C, shaking 
overnight. After growth, the pH of culture media was adjusted to 
3.0 using hydrochloric acid 135 (HCl). After the incubation in acidic 

media or normal media (control), samples were placed on ice to 
arrest the metabolism.

Sampling and Metabolite Extraction

The metabolite extraction was performed as previously 
described [28] with slight modification. Briefly, after 3 h of 
incubation period, the culture was placed on ice and centrifuged 
(3,219 xg for 10min at 4°C) for cell harvesting. The cell pellet was 
washed with an equal volume (40ml) of 1xphosphate buffered 
saline (PBS) with the same centrifugation parameters (3,219 x g 
for 10 min at 4°C). The resulting pellet was processed to extract 
the comprehensive metabolites. Briefly, the washed pellet was 
resuspended in 1ml of the 100% methanol pre-cooled to -20°C. 
The suspension was vortexed for 30 seconds and sonicated for 15 
seconds. The sonicated suspension was then centrifuged at 17,949 
x g for 10min at room temperature to remove cellular debris. 
The supernatant was collected and dried down using a vacuum 
centrifuge overnight at 30°C. The dry extract was then stored at 
-80°C until NMR analysis.

1H-NMR Data Acquisition

Before the analysis, cell extract was reconstituted in 700μl of 
Deuterium oxide (Sigma- Aldrich, St. Louis, MO) containing 0.025% 
(w/w) Trimethylsilyl propanoic acid (TSP; Sigma-Aldrich, St. Louis, 
MO) and centrifuged (17,949xg, 10min, room temperature) to clear 
any particulate debris. After centrifugation, 650μl of supernatant 
was transferred to an NMR tube (Sigma-Aldrich, St. Louis, MO). 
Three replicates were analyzed per experimental group. One-
dimensional high-resolution 1H-NMR spectra were acquired 
on a Bruker Avance II 400MHz spectrometer (Bruker Analytik, 
Rheinstetten, Germany). All data were collected at a temperature of 
300 K using the NOESYPR1D 143 pulse sequence. The experiments 
were run with 16 dummy scans, 128 acquisition scans and a 
relaxation delay of 2 seconds. The spectral width was 16 ppm, and 
32K data points were collected. All free induction decays were 
subjected to an exponential line-broadening of 0.3 Hz and zero-
filling to 64K points. Upon Fourier transformation, each spectrum 
was manually phased, automatically baseline corrected, and 
referenced to the internal standard TSP at 0.0 ppm using TopSpin 
v3.5 software (Bruker Analytik, Rheinstetten, Germany).

Pre-processing and Data Analysis

The residual H2O 1H-NMR resonance between 4.6 and 5.0 ppm 
was excluded from analyses along with the extraction solvent peak 
(methanol, 3.35ppm). Each spectrum was referenced (aligned) and 
normalized to the TSP reference peak at 0.0ppm. Spectra were then 
stacked and binned from 0.5 to 10ppm. A table of the average sum 
integral values for the user defined bins was generated using ACD/
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NMR Processor v12.01 then exported to Microsoft Excel. All spectra 
integrations were combined into a single excel file then imported 
into MetaboAnalyst tool suite for multivariate analysis (https://
www.metaboanalyst.ca). Each spectrum was normalized using 
Probabilistic Quotient Normalization (PQN) to account for sample 
dilution effects, thus, facilitating comparison analyses of samples 
[29].

Pathway Analysis

Metabolites were identified based on proton resonances that 
correspond to chemical shift assignments of known metabolites 
indexed in the profiling software Chenomx (version 8.3, Alberta, 
Canada) and the Human Metabolite Database Data Bank (HMDB; 
http://www.hmdb.ca). Analysis of metabolic cycles was carried 
out using the freely available online software MetaboAnalyst 4.0, 
which utilizes the KEGG database for the identification of important 
metabolic pathways and subsequent biological interpretations. For 
this data processing step, abundant dysregulated metabolites were 
filtered according to their VIP score >1.

Results
Metabolic profiling of acid stressed and non-stressed Y. 

enterocolitica revealed a few changes to the metabolome. Figure 
1 shows a comparison of the representative spectral profiles for 
Y. enterocolitica cultures grown at neutral pH (6.8) versus and 
cultures adjusted to an acidic environment (pH 3). The identified 
metabolites are designated as shown correspondingly. Samples 
were binned and subjected to PLS-DA, which was used 197 to 
visualize differences between the samples (Figure 2A). According to 
the PLS-DA scores plot, there was a 91.8% difference (PC-1) in the 
metabolomic profiles of control and acid-stressed Y. enterocolitica 
culture extract. We utilized variable importance in projection (VIP), 
a weighted sum of squares of the PLS loadings considering the 
amount of explained Y-variation in each dimension, to determine 
important (VIP score ≥ 1) features/metabolites owing to the model 
discrimination from the PLS DA plot. To identify specific compounds 
that contribute to this difference, VIP scores plot (Figure 2B) and 
heat map (Figure 3) were employed. 

Figure 1: Representative 1H NMR spectra of Y. enterocolitica intracellular metabolic profile. Control (top spectrum), acid-
stressed (bottom spectrum). Major metabolites identified 1: BCAAs, 2: LDL/VDL, 3: Lactate, 4: Alanine, 5: Leucine, 6: 
N-acetylglycoproteins, 7: Succinate, 8: Aspartate, 9: pyroglutamate, 10: Betaine, 11: Glutamate, 12: Tyrosine, 13: Phenylalanine.

The potential discriminatory metabolites identified from VIP 
scores are derived from PLS-DA modeling of complete data matrix 
and resulted VIP scores for top 23 metabolites shown in increasing 
order of VIP score values to highlight their discriminatory potential. 
Branched-chain amino acid (BCAAs) and N-acetyl glycoproteins 
showed higher levels in the acid-stressed groups. Based on the VIP 
scores plot betaine, succinate, phenylalanine, and aspartate were 
mainly decreased for the acid-stressed group. Increased levels 

of BCAAs are observed for cultures exposed to acidic conditions 
(Kaisera and Heinrichs 2018). Figure 3 depicted the representative 
box-and-whisker plots of relative concentrations for selected 
metabolites from the acid-stressed and non-stressed Yersinia 
enterocolitica. Principal component analysis (PCA) and partial 
least squares discriminate analysis (PLS-DA) score plots were used 
to evaluate the model quality, which is assessed using the goodness 
of fit parameter (R2) and cross-validation predictive ability (Q2). 
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Figure 2: Important features identified by PLS-DA. The colored boxes on the right indicate the relative concentrations of the 
corresponding metabolite in each group under study. Multivariate analysis consisting of PLS-DA scores plot of all metabolite 
features (A)and VIP scores plot (B). Projection to latent structures discriminant analysis (PLS-DA) analysis of the estimates of 
the absolute peak intensities from 1H NMR using all the metabolites/metabolite peaks that is extracted from the spectra. The 
pH-stressed and non- stressed Yersinia enterocolitica samples clearly separated from each other in PC-1 axial (91.8%). Variable 
Importance in Projection (VIP) scores are calculated for each components derived from PLS-DA modeling of complete data 
matrix, and resulted VIP scores (VIP score >1).

Figure 3: Box-and-whisker plots of relative concentrations for significantly changed metabolites in acid-stressed and non- 
stressed Yersinia enterocolitica. Data were normalized and scaled; and in the y-axes, the concentrations are represented as 
relative units and the x-axes are the sample group (red = control, green = acid stressed Y. enterocolitica).
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Ideal models will have R2 and Q2 values near 1, although in 
biological systems this is rarely observed due to their variability. 
In general, a Q2 > 0.5 defined from the metabolomics data is 
considered good (Figure 4). The color-coded tree line of the 
dendrogram chart (Figure 5) indicated functional relationships 
among variables and samples. The data displayed to provide a 
novel means to understand biological relationships. The clustering 
shown on Figure 5 as dendrogram chart (distance measure using 

Euclidean, and clustering algorithm using ward.D) indicated that 
each sample and the sample groups are distinct from each other. 
The heat map visualized the metabolomic data whereby the relative 
abundance of metabolites detected in each sample represented with 
color intensity. As envisaged on Figure 6, it showed that there is a 
clear distinction of metabolites pattern between pH stressed and 
non-stressed Y. enterocolitica. The presence and concentrations of 
certain group of metabolites are distinctly categorized. 

Figure 4: Performance of the PLS-DA classification using different number of components. Model overview of the OPLS-DA 
model for the provided dataset. It shows the R2X, R2Y, and Q2 coefficients for the groups. The red star indicates the best 
classifier.

Figure 5: Dendrogram of the hierarchical cluster analysis (HCA) obtained from acid-stressed and non-stressed Yersinia 
enterocolitica 1H NMR spectra (C = Non-acid stressed and T = acid-stressed Y. enterocolitica).
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Figure 6: Heat map showing the unsupervised hierarchical clustering of the top 23 differentiating metabolites/features 
across the control and acid-stressed (pH 3) of Yersinia enterocolitica groups. Each column is labeled with colors according to 
experimental group.

Each row represents a metabolite feature, and each column 
represents a sample. The metabolite features levels vary 
significantly (p < 0.01) across the samples. The compounds that 
have a VIP score greater than one are enriched in several metabolic 
pathways (Figure 7). For pathway analyses, the hypergeometric 
test and relative betweenness centrality algorithms were employed 
using the MetaboAnalyst 4.0 software. The software provided 
a fit coefficient (p) from pathway enrichment analysis and an 

impact factor from pathway topology analysis for each analyzed 
pathway. The mapping of different metabolic pathways is shown 
in Figure 7. Exposure to acidic pH indicated changes to protein 
synthesis, BCAA metabolisms, and other amino acid metabolisms 
including phenyalanine, alanine, aspartate, and glutamate 
metabolism. Furthermore, control and acid-stressed cultures could 
be differentiated by decreased levels of aspartate, phenylalanine, 
succinate, and betaine (Figure 3).
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Figure 7: Impact of metabolic pathways for Y. enterocolitica cultures after exposure to acidic conditions (3-pH) as detected 
by the bioinformatics software, MetaboAnalyst 4.0 (Escherichia coli K-12 MG1655 metabolism from KEGG pathway database 
was used as a reference). Circle sizes indicate relative pathway impact on the organism’s overall metabolism, while circle color 
represents relative significance of the pathway to metabolite changes found in the study.

Discussion and Conclusion
Bacteria sense a variety of physical and chemical signals in 

their environment and use this information to coordinate an 
adaptive response that promotes their growth and survival. These 
signals include nutrients such as sugars, lipids, metals, and amino 
acids, and their depletion triggers upregulation of high-affinity 
nutrient acquisition systems and/or biosynthesis pathways [30]. 
Gastrointestinal bacterial pathogens evolved elaborate mechanisms 
to cope with excursions into acidic environments. Acid survival 
mechanisms are remarkably different among different pathogens. 
To cope with different degrees of acidic environmental stress, 
several acid survival systems have evolved in enteric bacteria 
[31,32]. The two gastrointestinal pathogens, Y. pseudotuberculosis 
and Y. enterocolitica, transmit to humans after the ingestion of 
contaminated water or food. 

Like many foodborne pathogens, they have developed different 
survival mechanisms that protect them against acidic conditions 
for successful colonization and infection [31,32]. Metabolomics 
is on the verge of potentially making major impacts including 
in the areas of foodomics. Previous studies have characterized 
the metabolic response of different foodborne pathogens in acid 
environment bacteria [33-35]. It has been suggested that altered 
metabolites or metabolomics profiles could predict specific 

metabolic diseases with high accuracy and help to understand 
related fundamental mechanisms as well as affected metabolic 
pathways [36]. Untargeted metabolomics measures the levels of 
thousands of metabolite features in a single analysis, providing a 
snapshot of metabolism at the systems. 

Several visualization techniques have become common in global 
metabolomic data analysis such as scores and loadings plots, heat 
maps, scatter plots, volcano plots and recently designed cloud plots 
level [37-39]. Metabolic analysis reveals evidence for branched chain 
amino acid catabolism crosstalk and the potential for improved 
treatment of organic aciduria. Deciphering regulatory circuits 
that rely on global metabolites enables intuitive understanding 
and monitoring of cellular decision-making processes [40] results 
showed that under conditions of low pH, increased branched-chain 
amino acid biosynthesis protein acetylation were predominantly 
observed. The paradigm for acetylation in bacteria involves the 
acetylation of acetyl-CoA synthetase, whose activity must be tightly 
regulated to maintain energy charge homeostasis [41].

The branched-chain amino acids represent important nutrients 
in bacterial physiology, with roles that range from supporting 
protein synthesis to signaling and fine-tuning the adaptation 
to amino acid starvation [9]. Leucine, isoleucine, and valine 
are essential amino acids termed branched-chain amino acids 
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(BCAA) due to its aliphatic sidechain. In several pathological and 
physiological conditions, increased BCAA plasma concentrations 
have been described [42]. Bacteria synthesize BCAAs through a 
conserved pathway that is present in fungi and plants, but absent 
in mammals [43]. Thus, the importance of BCAAs for bacterial 
physiology stems from their integration with central metabolism, 
their requirement for protein synthesis, and their requirement for 
environmental adaptation via Branched-Chain Fatty Acids (BCFAs) 
synthesis in Gram-positive bacteria [44]. The role of carbohydrate 
metabolism in acid survival of enteric bacteria remains largely 
unknown [45].

More is known about the important connections between amino 
acid metabolism and acid survival in bacteria. Several acid resistance 
systems, such as glutamate, arginine, or lysine-dependent, have 
been described in E. coli [46]. In alignment to our results, it has been 
reported that the enzyme aspartate Ammonia Lyase Or Aspartase 
(AspA), which is involved in aspartate metabolism by catalyzing the 
deamination of L-aspartate to form fumarate and ammonia, plays a 
role in acid survival in Y. pseudotuberculosis [10]. AspA increases 
acid survivability of bacteria by producing ammonia from aspartate 
as demonstrated by mutational and in vitro enzyme activity studies. 
Interestingly, this aspartate dependent acid survival pathway 
appears to exist in Y. enterocolitica and other foodborne pathogenic 
bacteria including E. coli O157:H7 and Salmonella enterica, given 
that the addition of aspartate into culture media alsoincreases their 
survivability at low pH [10].

The decrease level of aspartic acid and phenylalanine in our 
results may have been a consequence of both reduced viability and 
growth after 3 hours of exposure to an acidic environment. We also 
observed a significant decrease in the osmoprotectant compound 
betaine from the VIP scores plot. It has been previously indicated 
that the accumulation of betaine increases the volume of water in E. 
coli and increases the growth rate of osmotically stressed cells [47]. 
Likewise, exposure to lethal levels of pH seemed to have resulted in 
dysregulation of osmotic homeostasis of Yersinia from our study. 
In some previous report, Glutamate has been indicated to play a 
central role in a wide range of metabolic processes in bacterial 
cells. The Glutamate Decarboxylase (GAD) system has been 
implicated in acid tolerance in several bacterial genera. This system 
facilitates intracellular pH homoeostasis by consuming protons in 
a decarboxylation reaction that produces γ- aminobutyrate (GABA) 
from glutamate [48].

Acid exposure induces specific metabolite accumulation in 
bacterial cells. There are reports of increased valine and isoleucine 
levels in Streptococcus mutans exposed to acidic conditions [49]. 
They showed that upregulation of biosynthetic genes such as ilvC 
and ilvE occurred under acid stress conditions. Additionally, these 
amino acids can be used as an energy source for bacteria, and 

they are precursors of branched-chain fatty acids, predominant 
membrane fatty acids [44]. Moreover, significant changes observed 
for branched-chain amino acids in this study suggest acid-related 
stress responses of Y. enterocolitica as key co-regulators of 
virulence. In addition to branched-chain amino acid metabolism, 
protein acetylation increased in response to acid stress after 3 
hours. Protein acetylation is a widely used protein modification in 
prokaryotic organisms. Certain acetylases in E. coli and Salmonella 
have been found to be involved in basic physiological processes, 
such as primary metabolism, chemotaxis, and stress responses 
[50].

Protein acetylation impairment in cobB and yfiQ mutants 
greatly decreased bacterial tolerance to cold, hot, high-salt, and 
acidic environments for Y. pestis [50]. In alignment to this report, 
Y. enterocolitica may also upregulate the acetylation of proteins in 
response to low pH environments. Foodborne pathogens like Yersinia 
enterocolitica may encounter a wide range of pH environments 
as the pathogen pass through the oral cavity, gastric transit, and 
its survival and growth in food matrices. In conclusion, 1H-NMR 
metabolomics revealed significant information to the metabolomic 
profiles of Yersinia enterocolitica grown associated with neutral pH 
versus acidic pH milieu. Differences of metabolite levels observed 
in this study indicated disrupted protein metabolism, membrane 
composition, osmotic regulation, and energy metabolism. 

This study revealed additional information on acid stress 
responses of Yersinia, and future work in this area should be 
directed toward delving deeper into the changes induced in the 
intracellular and extracellular metabolite pool by similar conditions, 
as well as investigating the effect of other organic acids commonly 
encountered in food environments. Results obtained from this 
study and others including genomics, and transcriptase may 
highlight new or improved ways to prevent foodborne pathogens 
from surviving in food products.

Funding
Tuskegee University supported the research materials and the 

graduate student. This research received no external funding.

Author Contributions
B.R.G. and T.Y. conceived, designed, and performed the 

experiments; B.R.G., T.Y. and W.E.C. analyzed the data; B.R.G., T.Y., 
W.E.C. and M.A.A. wrote the paper. All authors reviewed/edited the 
manuscript and agreed on the final version prior to submission.

Acknowledgment
We acknowledge the Department 351 of Chemistry, Tuskegee 

University for providing instrumentation through grant number 
NSF MRI CHE 1427568 and the Integrative Biosciences (IBS) PhD 
program.

https://dx.doi.org/10.26717/BJSTR.2021.37.005965
https://dx.doi.org/10.26717/BJSTR.2021.38.006139


Copyright@ Teshome Yehualaeshet | Biomed J Sci & Tech Res | BJSTR. MS.ID.006139.

Volume 38- Issue 2 DOI: 10.26717/BJSTR.2021.38.006139

30279

References
1. Fang FC, ER Frawley, T Tapscott, A VazquezTorres (2016) Bacterial Stress 

Responses during Host Infection. Cell Host Microbe 20(2): 133-143.

2. Abdela W, M Graham H, Tsegaye S, Temesgen, Yehualaeshet T (2011) 
Effects of orange juice pH on survival, urease activity and DNA profiles 
of Yersinia enterocolitica and Yersinia pseudotuberculosis stored at 
4–327-degree C. J Food Saf 31(4): 487-496.

3. Galindo CL, JA Rosenzweig, ML Kirtley, AK Chopra (2011) Pathogenesis 
of Y. enterocolitica and Y pseudotuberculosis in Human Yersiniosis. J 
Pathog.

4. Wren BW (2003) The yersiniae--a model genus to study the rapid 
evolution of bacterial pathogens. Nat Rev Microbiol 1(1): 55-64.

5. Balada Llasat JM, J Mecsas (2006) Yersinia has a tropism for B and T 
cell zones of lymph nodes that is independent of the type III secretion 
system. PLoS Pathog 2(9): e86.

6. Rasmussen S, ME Allentoft, K Nielsen, L Orlando, M Sikora, et al. (2015) 
Early divergent strains of Yersinia pestis in Eurasia 5,000 years ago. Cell 
163(3): 571-582. 

7. Hu Y, P Lu, Y Zhang, L Li, S Chen (2010) Characterization of an aspartate-
dependent acid survival system in Yersinia pseudotuberculosis. FEBS 
Lett 584(11): 2311-2314.

8. Ansong C, AC Schrimpe Rutledge, HD Mitchell, S Chauhan, JN Adkins, 
et al. (2013) A multi-omic systems approach to elucidating Yersinia 
virulence mechanisms. Mol Biosyst 9(1): 44-54.

9. McCalley S, D Pirman, M Clasquin, K Johnson, S Jin, et al. (2019) Metabolic 
analysis reveals evidence for branched chain amino acid catabolism 
crosstalk and the potential for improved treatment of organic acidurias. 
Mol Genet Metab 128(1-2): 57-61.

10. Mathe E, JL Hays, DG Stover, JL Chen (2018) The Omics Revolution 
Continues: The Maturation of High-Throughput Biological Data Sources. 
Yearb Med Inform 27(1): 211- 222.

11. Pinu FR, DJ Beale, AM Paten, K Kouremenos, S Swarup, et al. (2019) 
Systems Biology and Multi-Omics Integration: Viewpoints from the 
Metabolomics Research Community. Metabolites 9(4): 46.

12. Shyur LF, NS Yang (2008) Metabolomics for phytomedicine research and 
drug development. Curr Opin Chem Biol 12(1): 66-71.

13. Zhang B, S Halouska, CE Schiaffo, R Sadykov, GA Somerville, et al. (2011) 
NMR analysis of a stress response metabolic signaling network. J 
Proteome Res 10(8): 3743-3754.

14. Cappello T, A Giannetto, V Parrino, G De Marco, A Mauceri, et al. (2018) 
Food safety using NMR-based metabolomics: Assessment of the Atlantic 
bluefin tuna, Thunnus thynnus, from the Mediterranean Sea. Food Chem 
Toxicol 115: 391-397.

15. Markley JL, R Bruschweiler, AS Edison, HR Eghbalnia, R Powers, et al. 
(2016) The future of NMR-based metabolomics. Curr Opin Biotechnol 
43: 34-40.

16. Laghi L, G Picone, F Capozzi (2014) Nuclear magnetic resonance for 
foodomics beyond food analysis TrAC Trend Anal Chem 59: 93-102.

17. Dieterle F, B Riefke, G Schlotterbeck, A Ross, H Senn, et al. (2010) NMR 
and MSmethods for metabonomics. Methods Mol Biol 691: 385-415.

18. Viant MR, ES Rosenblum, RS Tieerdema (2003) NMR-based 
metabolomics: a powerful approach for characterizing the effects 
of environmental stressors on organism health. Environ Sci Technol 
37(21): 4982-4989.

19. Rizvi A, Yousf S, Balakrishnan K, Dubey HK, Mande SC, et al. (2019) 
Metabolomics studies to decipher stress responses in Mycobacterium 
smegmatis point to a putative pathway of methylated amine biosynthesis. 
J Bacteriol 201(5): e00707-18. 

20. Beckonert O, HC Keun, TM Ebbels, J Bundy, E Holmes, et al. (2007) 
Metabolic profiling, metabolomic and metabonomic procedures for 
NMR spectroscopy of urine, plasma, serum and tissue extracts. Nat 
Protoc 2(11): 2692-2703.

21. Dietmair S, NE Timmins, PP Gray, LK Nielsen, JO Kromer (2010) Towards 
quantitative metabolomics of mammalian cells: development of a 
metabolite extraction protocol. Anal Biochem 404(2): 155-164.

22. Kim HK, YH Choi, R Verpoorte (2010) NMR-based metabolomic analysis 
of plants. Nat Protoc 5(3): 536-549.

23. Wu XH, HL Yu, ZY Ba, JY Chen, HG Sun, et al. (2009) Sampling methods 
for NMR-based metabolomics of Staphylococcus aureus. Biotechnol J 
5(1): 75-84.

24. Marcinowska R, J Trygg, H Wolf Watz, T Mortiz, I Surowiec (2011) 
Optimization of a sample preparation method for the metabolomic 
analysis of clinically relevant bacteria. Microbiol Methods 87(1): 24-31.

25. Ogrinc N, IJ Kosir, JE Spangenberg, J Kidric (2003) The application of 
NMR and MS methods for detection of adulteration of wine, fruit juices, 
and olive oil. A review. Anal Bioanal Chem 376(4): 424-430.

26. Skov T, AH Honoré, HM Jensen (2014) Chemometrics in foodomics: 
handling data structures from multiple analytical platforms. TrAC 
Trends in Analytical Chemistry 60: 71-79.

27. Palama TL, I Canard, GJ Rautureau, C Mirande, S Chatellier, et al. (2016) 
Identification of bacterial species by untargeted NMR spectroscopy of 
the exo423. metabolome. Analyst 141(15): 4558-4561.

28. Gines BR, WE Collier, AM Abdalla, T Yehualaeshet (2018) Influence 
of Metabolite Extraction Methods on 1H-NMR-Based Metabolomic 
Profiling of Enteropathogenic Yersinia. Methods Protoc 1(4): 45.

29. Shen G, Y Huang, J Dong, X Wang, KK Cheng, et al. (2017) Metabolic 
Effect of Dietary Taurine Supplementation on Nile Tilapia (Oreochromis 
nilotictus) Evaluated by NMR-Based Metabolomics. J Agric Food Chem 
66(1): 368-377.

30. Kaisera JC, DE Heinrichs (2018) Branching Out: Alterations in 
Bacterial Physiology and Virulence Due to Branched-Chain Amino Acid 
Deprivation. mBio 9(5): e01188-e01128.

31. Foster JW (1995) Low pH adaptation and the acid tolerance 383 response 
of Salmonella typhimurium. Crit Rev Microbiol 21(4): 215-237.

32. Chen S, KM Thompson, MS Francis (2016) Environmental Regulation of 
Yersinia Pathophysiology. Front Cell Infect Microbiol 6: 25.

33. Shabayek S, B Spellerberg (2017) Acid Stress Response Mechanisms of 
Group B Streptococci. Front Cell Infect Microbiol 7: 395.

34. Shayanfar S, A Broumand, SD Pillai (2018) Acid stress induces 
differential accumulation of metabolites in Escherichia coli O26:H11. J 
Appl Microbiol 125(6): 1911-1919.

35. Ye B, S He, X Zhou, Y Cui, M Zhou, et al. (2019) Response to Acid 
Adaptation in Salmonella enterica Serovar Enteritidis. J Food Sci 84(3): 
599-605.

36. Mussap M, M Zaffanello, V Fanos (2018) Metabolomics: a 416 challenge 
for detecting and monitoring inborn errors of metabolism. Ann Transl 
Med 6(17): 338. 

37. Patti GJ, R Tautenhahn, D Rinehart, K Cho, LP Shriver, et al. (2012) A view 
from above: cloud plots to visualize global metabolomic data. Anal Chem 
85(2): 798-804.

38. Patti GJ, R Tautenhahn, G Siuzdak (2012) Meta-analysis of untargeted 
metabolomic data from multiple profiling experiments. Nat Protoc 7(3): 
508-516.

39. Liu Q, Wu J, Lim ZY, Lai S, Lee N, et al. (2018) Metabolite profiling 
of Listeria innocua for unravelling the inactivation mechanism of 
electrolysed water by nuclear magnetic resonance spectroscopy. Int J 
Food Microbiol 271: 24-32.

https://dx.doi.org/10.26717/BJSTR.2021.38.006139
https://pubmed.ncbi.nlm.nih.gov/27512901/
https://pubmed.ncbi.nlm.nih.gov/27512901/
https://pubmed.ncbi.nlm.nih.gov/22081735/
https://pubmed.ncbi.nlm.nih.gov/22081735/
https://pubmed.ncbi.nlm.nih.gov/22081735/
https://pubmed.ncbi.nlm.nih.gov/22081735/
https://cyberleninka.org/article/n/450723
https://cyberleninka.org/article/n/450723
https://cyberleninka.org/article/n/450723
https://www.nature.com/articles/nrmicro730
https://www.nature.com/articles/nrmicro730
https://pubmed.ncbi.nlm.nih.gov/16948531/
https://pubmed.ncbi.nlm.nih.gov/16948531/
https://pubmed.ncbi.nlm.nih.gov/16948531/
https://pubmed.ncbi.nlm.nih.gov/26496604/
https://pubmed.ncbi.nlm.nih.gov/26496604/
https://pubmed.ncbi.nlm.nih.gov/26496604/
https://pubmed.ncbi.nlm.nih.gov/20371246/
https://pubmed.ncbi.nlm.nih.gov/20371246/
https://pubmed.ncbi.nlm.nih.gov/20371246/
https://europepmc.org/article/PMC/3518462
https://europepmc.org/article/PMC/3518462
https://europepmc.org/article/PMC/3518462
https://pubmed.ncbi.nlm.nih.gov/31133529/
https://pubmed.ncbi.nlm.nih.gov/31133529/
https://pubmed.ncbi.nlm.nih.gov/31133529/
https://pubmed.ncbi.nlm.nih.gov/31133529/
https://pubmed.ncbi.nlm.nih.gov/30157526/
https://pubmed.ncbi.nlm.nih.gov/30157526/
https://pubmed.ncbi.nlm.nih.gov/30157526/
https://pubmed.ncbi.nlm.nih.gov/31003499/
https://pubmed.ncbi.nlm.nih.gov/31003499/
https://pubmed.ncbi.nlm.nih.gov/31003499/
https://pubmed.ncbi.nlm.nih.gov/18258212/
https://pubmed.ncbi.nlm.nih.gov/18258212/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3153081/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3153081/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3153081/
https://pubmed.ncbi.nlm.nih.gov/27580257/
https://pubmed.ncbi.nlm.nih.gov/27580257/
https://pubmed.ncbi.nlm.nih.gov/27580257/
https://www.infona.pl/resource/bwmeta1.element.elsevier-cf802a0a-a7fe-3bd5-b138-420155b96599
https://www.infona.pl/resource/bwmeta1.element.elsevier-cf802a0a-a7fe-3bd5-b138-420155b96599
https://pubmed.ncbi.nlm.nih.gov/20972767/
https://pubmed.ncbi.nlm.nih.gov/20972767/
https://pubmed.ncbi.nlm.nih.gov/14620827/
https://pubmed.ncbi.nlm.nih.gov/14620827/
https://pubmed.ncbi.nlm.nih.gov/14620827/
https://pubmed.ncbi.nlm.nih.gov/14620827/
https://journals.asm.org/doi/full/10.1128/JB.00707-18
https://journals.asm.org/doi/full/10.1128/JB.00707-18
https://journals.asm.org/doi/full/10.1128/JB.00707-18
https://journals.asm.org/doi/full/10.1128/JB.00707-18
https://pubmed.ncbi.nlm.nih.gov/18007604/
https://pubmed.ncbi.nlm.nih.gov/18007604/
https://pubmed.ncbi.nlm.nih.gov/18007604/
https://pubmed.ncbi.nlm.nih.gov/18007604/
https://pubmed.ncbi.nlm.nih.gov/20435011/
https://pubmed.ncbi.nlm.nih.gov/20435011/
https://pubmed.ncbi.nlm.nih.gov/20435011/
https://www.nature.com/articles/nprot.2009.237
https://www.nature.com/articles/nprot.2009.237
https://pubmed.ncbi.nlm.nih.gov/19824021/
https://pubmed.ncbi.nlm.nih.gov/19824021/
https://pubmed.ncbi.nlm.nih.gov/19824021/
https://pubmed.ncbi.nlm.nih.gov/21763728/
https://pubmed.ncbi.nlm.nih.gov/21763728/
https://pubmed.ncbi.nlm.nih.gov/21763728/
https://pubmed.ncbi.nlm.nih.gov/12819845/
https://pubmed.ncbi.nlm.nih.gov/12819845/
https://pubmed.ncbi.nlm.nih.gov/12819845/
https://www.researchgate.net/publication/263507424_Chemometrics_in_foodomics_Handling_data_structures_from_multiple_analytical_platforms
https://www.researchgate.net/publication/263507424_Chemometrics_in_foodomics_Handling_data_structures_from_multiple_analytical_platforms
https://www.researchgate.net/publication/263507424_Chemometrics_in_foodomics_Handling_data_structures_from_multiple_analytical_platforms
https://pubmed.ncbi.nlm.nih.gov/27349704/
https://pubmed.ncbi.nlm.nih.gov/27349704/
https://pubmed.ncbi.nlm.nih.gov/27349704/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC6481057/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC6481057/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC6481057/
https://pubmed.ncbi.nlm.nih.gov/29215281/
https://pubmed.ncbi.nlm.nih.gov/29215281/
https://pubmed.ncbi.nlm.nih.gov/29215281/
https://pubmed.ncbi.nlm.nih.gov/29215281/
https://pubmed.ncbi.nlm.nih.gov/30181248/
https://pubmed.ncbi.nlm.nih.gov/30181248/
https://pubmed.ncbi.nlm.nih.gov/30181248/
https://pubmed.ncbi.nlm.nih.gov/8688153/
https://pubmed.ncbi.nlm.nih.gov/8688153/
https://pubmed.ncbi.nlm.nih.gov/26973818/
https://pubmed.ncbi.nlm.nih.gov/26973818/
https://www.frontiersin.org/articles/10.3389/fcimb.2017.00395/full
https://www.frontiersin.org/articles/10.3389/fcimb.2017.00395/full
https://sfamjournals.onlinelibrary.wiley.com/doi/10.1111/jam.14081
https://sfamjournals.onlinelibrary.wiley.com/doi/10.1111/jam.14081
https://sfamjournals.onlinelibrary.wiley.com/doi/10.1111/jam.14081
https://pubmed.ncbi.nlm.nih.gov/30730584/
https://pubmed.ncbi.nlm.nih.gov/30730584/
https://pubmed.ncbi.nlm.nih.gov/30730584/
https://pubmed.ncbi.nlm.nih.gov/30306077/
https://pubmed.ncbi.nlm.nih.gov/30306077/
https://pubmed.ncbi.nlm.nih.gov/30306077/
https://pubmed.ncbi.nlm.nih.gov/27349704/
https://pubmed.ncbi.nlm.nih.gov/27349704/
https://pubmed.ncbi.nlm.nih.gov/27349704/
https://pubmed.ncbi.nlm.nih.gov/22343432/
https://pubmed.ncbi.nlm.nih.gov/22343432/
https://pubmed.ncbi.nlm.nih.gov/22343432/
https://pubmed.ncbi.nlm.nih.gov/29477806/
https://pubmed.ncbi.nlm.nih.gov/29477806/
https://pubmed.ncbi.nlm.nih.gov/29477806/
https://pubmed.ncbi.nlm.nih.gov/29477806/


Copyright@ Teshome Yehualaeshet | Biomed J Sci & Tech Res | BJSTR. MS.ID.006139.

Volume 38- Issue 2 DOI: 10.26717/BJSTR.2021.38.006139

30280

40. Chubukov V, L Gerosa K, Kochanowski, U Sauer (2014) Coordination of 
microbial metabolism. Nat Rev Microbiol 12(5): 327-340.

41. VanDrisse CM, JC Escalante Semerena (2019) Protein Acetylation in 
Bacteria. Annu Rev Microbiol 73: 111-132.

42. Zhenyukh O, E Civantos, M Ruiz Ortega, MS Sanchez, C Vazquez, et al. 
(2017) High concentration of branched-chain amino acids promotes 
oxidative stress, inflammation and migration of human peripheral blood 
mononuclear cells via mTORC1 activation. Free Radic Biol Med 104: 
165-177.

43. Webb ME, AG Smith, C Abell (2004) Biosynthesis of pantothenate. Nat 
Prod Rep 21(6): 695-721.

44. Kaiser JC, S Sen, A Sinha, BJ Wilkinson, DE Heinrichs (2016) The role of 
two branched-chain amino acid transporters in Staphylococcus aureus 
growth, membrane fatty acid composition and virulence. Mol Microbiol 
102(5): 850-864.

45. Castanie Cornet MP, TA Penfound, D Smith, JF Elliott, JW Foster (1999) 
Control of acid resistance in Escherichia coli. J Bacteriol 181(11): 3525-
3535.

46. Foster JW (2004) Escherichia coli acid resistance: tales of an amateur 
acidophile. Nat Rev Microbiol 2(11): 898-907.

47. Cayley S, BA Lewis, MT Record (1992) Origins of the osmoprotective 
properties of betaine and proline in Escherichia coli K-12. J Bacteriol 
174(5): 1586-1595.

48. Feehily C, KA Karatzas (2013) Role of glutamate metabolism in bacterial 
response towards acid and other stresses. J Appl Microbiol 114(1): 11-
24. 

49. Santiago B, M MacGilvray, RC Faustoferri, RG Quivey (2010) The branched 
chain amino acid aminotransferase encoded by ilvE is involved in acid 
tolerance in Streptococcus mutans. J Bacteriol 194(8): 2010-2019.

50. Ma Q, TK Wood (2011) Protein acetylation in prokaryotes increases 
stress resistance. Biochem Biophys Res Commun 410(4): 846-851.

Submission Link: https://biomedres.us/submit-manuscript.php

Assets of Publishing with us

• Global archiving of articles

• Immediate, unrestricted online access

• Rigorous Peer Review Process

• Authors Retain Copyrights

• Unique DOI for all articles

https://biomedres.us/

This work is licensed under Creative
Commons Attribution 4.0 License

ISSN: 2574-1241
DOI: 10.26717/BJSTR.2021.38.006139

Teshome Yehualaeshet. Biomed J Sci & Tech Res

https://dx.doi.org/10.26717/BJSTR.2021.37.005965
https://dx.doi.org/10.26717/BJSTR.2021.38.006139
https://www.nature.com/articles/nrmicro3238?proof=t
https://www.nature.com/articles/nrmicro3238?proof=t
https://pubmed.ncbi.nlm.nih.gov/31091420/
https://pubmed.ncbi.nlm.nih.gov/31091420/
https://pubmed.ncbi.nlm.nih.gov/28089725/
https://pubmed.ncbi.nlm.nih.gov/28089725/
https://pubmed.ncbi.nlm.nih.gov/28089725/
https://pubmed.ncbi.nlm.nih.gov/28089725/
https://pubmed.ncbi.nlm.nih.gov/28089725/
https://pubmed.ncbi.nlm.nih.gov/15565250/
https://pubmed.ncbi.nlm.nih.gov/15565250/
https://pubmed.ncbi.nlm.nih.gov/27589208/
https://pubmed.ncbi.nlm.nih.gov/27589208/
https://pubmed.ncbi.nlm.nih.gov/27589208/
https://pubmed.ncbi.nlm.nih.gov/27589208/
https://pubmed.ncbi.nlm.nih.gov/10348866/
https://pubmed.ncbi.nlm.nih.gov/10348866/
https://pubmed.ncbi.nlm.nih.gov/10348866/
https://pubmed.ncbi.nlm.nih.gov/15494746/
https://pubmed.ncbi.nlm.nih.gov/15494746/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC206554/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC206554/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC206554/
https://pubmed.ncbi.nlm.nih.gov/22924898/
https://pubmed.ncbi.nlm.nih.gov/22924898/
https://pubmed.ncbi.nlm.nih.gov/22924898/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3318461/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3318461/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3318461/
https://pubmed.ncbi.nlm.nih.gov/21703240/
https://pubmed.ncbi.nlm.nih.gov/21703240/
https://biomedres.us/submit-manuscript.php
https://biomedres.us/
https://dx.doi.org/10.26717/BJSTR.2021.38.006139

	_Hlk80693163
	_Hlk80693155
	_Hlk80693136
	_Hlk80693176
	_Hlk80693182

