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Metabolic reprogramming of the glutathione
biosynthesis modulates the resistance
of Salmonella Derby to ceftriaxone

Jian Ji,1,2,4 Shang Wu,1,4 Lina Sheng,1 Jiadi Sun,1 Yongli Ye,1 Yiyun Zhang,1 Yinzhi Zhang,1 Yajun Gong,2

Jianzhong Zhou,2 and Xiulan Sun1,3,5,*

SUMMARY

Salmonella, a foodborne pathogen, has become a major public health concern
because of its widespread drug resistance, including resistance to multiple drugs
such as third-generation cephalosporin, ceftriaxone (CRO). However, the meta-
bolic profile changes and associated mechanisms engendered by cephalo-
sporin-resistant mutations remain uncharted. In this study, we have employed
the LC-MS/MS metabolomics platform to determine the metabolic profiles of
138 strains of Salmonella. Our results show that metabolic profiles correspond
to specific serotypes, sources, processing stages, and antibiotic resistance pat-
terns. Notably, we observed that Salmonella Derby (S. Derby) with drug resis-
tance to CRO has a different metabolic status with changes in glutathione biosyn-
thesis. Specifically, glutathione oxidized (GSSG) and citrulline abundances are
greatly suppressed in CRO-resistant S. Derby. Furthermore, exogenous GSSG
or citrulline, but not glutathione reduced (GSH), restored the susceptibility of
multidrug-resistant S. Derby to CRO. This study establishes a strategy based on
functional metabolomics to manage the survival of antibiotic-resistant bacteria.

INTRODUCTION

Salmonella has emerged as a foodborne pathogen with far-reaching drug resistance, and the trend toward

multiple drug resistance is increasingly alarming.1–3 Retail meat product surveys in the US reveal that 82% of

Salmonella isolates are resistant to one or more antibiotics.4 Widespread antibiotic use in animal breeding

facilitates the emergence and exacerbation of Salmonella drug resistance trends. Cross-contamination of

Salmonella throughout breeding, slaughtering, processing stages, storage, transportation, marketing, and

food chain transmission provides a vital avenue for drug-resistant strains, creating a possible public health

threat.5,6 Escalating bacterial resistance has placed significant pressure on clinical treatment and antibiotic

research and development, necessitating the monitoring of foodborne Salmonella resistance.7,8

Cephalosporins, a class of broad-spectrum antibiotics, have not been extensively employed in the aqua-

culture industry owing to their exorbitant cost, and are largely utilized for the treatment of human diseases.

However, cephalosporin resistance remains widespread worldwide. According to reports, during the

period between 2014 and 2017, cephalosporin resistance was observed in nearly 26.9% of Enterobacter

cases associated with healthcare related infections.9 Monitoring data for two decades indicated that

among people infected in sub-Saharan Africa, 85.7% of Klebsiella isolates and 31.7% of Escherichia coli

(E. coli) isolates exhibited resistance to third-generation cephalosporins.10 Third-generation cephalo-

sporin ceftriaxone (CRO) is currently considered the first and last line of treatment by institutes recognized

by the World Health Organization (WHO) for severe bacterial infections.11,12 Developing new drug prep-

arations to combat antibiotic-resistant pathogens is a time-consuming process and not a viable solution

to manage the growing prevalence of multidrug-resistant infectious diseases. Therefore, comprehending

the mechanism of antibiotic resistance and controlling these resistant pathogens is the most significant sci-

entific challenge at present.

Currently, the investigation of drug resistance mechanisms primarily centers on the genetic level.13,14 How-

ever, recently, themetabolic mechanisms underlying bacterial antibiotic resistance have also come to light.

A strain’s antibiotic resistance incites fluctuations in the quantity of both known and unknown
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metabolites.15 Conversely, bacterial metabolism substantially affects the strain’s susceptibility toward an-

tibiotics. Furthermore, the obtained biomarkers from metabolic analysis display the potential to mitigate

antibiotic resistance by reinstating the metabolome of antibiotic-resistant strains to that of antibiotic-sen-

sitive strains.16 Studies have demonstrated a variety of mechanisms by which Salmonella and other bacteria

develop resistance to cephalosporins, including modifications in membrane permeability/drug intake,

target site inactivation, and b-lactamase hydrolysis of antibiotics.17–20 However, a comprehensive depiction

of the metabolic profile changes and associated mechanisms engendered by cephalosporin-resistant

mutations currently remains uncharted.

The susceptibility of bacterial strains to antibiotics is tightly linked to their metabolic status, and particular

metabolic profiles correspond to specific antibiotic resistance patterns. Therefore, there exists a potential

avenue for reversing antibiotic resistance by targeting the metabolomics profile of an antibiotic-resistant

strain to match that of an antibiotic-sensitive strain. By comprehending the mechanisms through which an-

tibiotics interact with bacterial metabolism, we can gain valuable insights into their modes of action and

develop more effective therapeutic strategies. Targeting microbial metabolism to augment the bacteri-

cidal efficacy of antibiotics may offer a promising approach for mitigating the burden of infections. Consid-

ering these observations, it is plausible that administering certain chemicals could help reverse antibiotic

resistance through modulation of the metabolomics profile of the resistant strain to closely resemble that

of the susceptible strain. It has been demonstrated that the augmentation of reactive oxygen species (ROS)

synthesis in E. coli may result in a predictable enhancement of the bacterium’s vulnerability to oxidative

onslaught. Correspondingly, escalated production of ROS in E. coli may amplify the efficacy of oxidants

and antibiotics in inducing pathogen’s demise.21 Selective metabolic triggers facilitate the eradication

of both Gram-negative (E. coli) and Gram-positive (Staphylococcus aureus) persisters through aminoglyco-

side-mediated action.22

In this investigation, we proposed an approach for identifying metabolic modulators throughmetabolomic

analysis. The identified modulators possess potential therapeutic applications. Specifically, the present

research aimed to investigate the spatial distribution of food-borne Salmonella drug resistance employing

138 strains obtained from the entire meat food chain of farming, slaughter, and retail. Importantly, our find-

ings revealed a significant prevalence of cephalosporin resistance. We mitigated potential confounding

factors such as strain source and serotype heterogeneity by evaluating the metabolic profile of 90 drug-

resistant Salmonella strains precisely selected for the same serotype Derby and the same source (pig

origin). The current study provides an innovative framework for exploring drug-resistancemechanism while

offering new opportunities for preventing and managing pathogenic infections. Altogether, our results

offer promise for identifying metabolic modulators for therapy in the future.

RESULTS

Drug resistance of Salmonella isolates

138 strains of Salmonella were isolated and tested for resistance to 24 commonly used antibiotics (Data S1).

Results showed that all strains exhibited certain levels of resistance. Among the isolated Salmonella spe-

cies, the most serious resistance was found against ciprofloxacin, levofloxacin, and methoxybenzyl pyrim-

idine/sulfamethoxazole, with a resistance rate of 100% (Figure 1A). Meanwhile, cefazolin and CRO ex-

hibited relatively high resistance rates of 71.82% and 52.49%, respectively. In contrast, cefepime and

ceftazidime demonstrated lower resistance rates, ranging from approximately 10–17%. In this article, the

degree of drug resistance has been normalized based on theMIC fold value of the drug sensitivity standard

set by the American Association of Clinical Laboratory Standards.

In addition, the situation of multiple drug resistance is also alarming (Figure 1B). Among the 24 commonly

used antibiotics, 47.51% of them are resistant to 10–15 types of antibiotics, whereas only 12.02% of them

are resistant to 0–5 types of antibiotics. Further data analysis revealed that among the isolates of foodborne

Salmonella, 72.68% demonstrated intermediate resistance to 0–5 antibiotics, making them prone to devel-

oping into drug-resistant strains and potentially becoming multi-drug resistant in the future.

Multivariate statistical analysis of food-borne Salmonella metabolic profiles

The LC-MS/MS metabolomics platform was utilized to detect metabolites in 138 strains of Salmonella. A

total of 301 metabolites were annotated based on the identification guidelines mentioned above (Datas

S3 and S4). The 138 Salmonella foodborne strains were classified according to serotype, source, and
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processing stages (Data S2). Principal component analysis (PCA) was then carried out with the annotated

metabolites. By analyzing Salmonella from four different processing stages using PCA, differences in

metabolites among Salmonella from different processing stages were found (Figure 2A). The PCA map

of Salmonella from pig and chicken also reveals differences in the metabolic characteristics of Salmonella

from the two sources (Figure 2B). The environmental water source was removed because it contained only

one sample. Furthermore, some serotypes exhibited metabolic differences. For example, the metabolic

characteristics of Salmonella Typhimurium and Salmonella Indiana were markedly different, whereas the

differences with S.Derby serotypes were relatively small (Figure 2C). These results demonstrate differences

in metabolites among different serotypes. We therefore investigated the relationship between drug resis-

tance and Salmonella metabolites by selecting the same serotype and source of Salmonella strains.

Multivariate statistical analysis of the metabolic profile and overall drug resistance of

foodborne Salmonella

The drug resistance rates for levofloxacin, ciprofloxacin, and trimethoprim/sulfamethoxazole were found to

be 100%, whereas tigecycline, doripenem, and ertapenem showed a 0% resistance rate. Because a com-

parison of drug resistance in metabolic profiles was not feasible, the remaining 15 antibiotics were chosen

to study the relationship between metabolic characteristics and antibiotic resistance, as depicted in Fig-

ure 3. Furthermore, the metabolic characteristics varied based on the different antibiotic resistance, thus

producing distinctive differences.

Most antibiotics have a singular resistance profile result, with an overall bias toward either resistance or

non-resistance, and are not suitable for in-depth histological study (Figures 3A–3D). However, nitrofuran-

toin, cefepime, and CRO antibiotics displayed significantly different metabolic characteristics between

drug-resistant and sensitive strains, whereas the metabolic differences for amikacin and meropenem anti-

biotics were only slightly different. It can be observed that, among the 138 Salmonella strains analyzed,

there was a relatively high number of bacteria exhibiting both resistance and sensitivity to semi-synthetic

cephalosporins such as cefazolin and ceftazidime, as well as cephalosporins including cefepime and CRO

(Figures 3E and 3F). Particularly for CRO, almost half of the bacteria were found to be resistant whereas the

other half were not. Therefore, these 138 Salmonella strains are suitable for investigating the association

between resistance and metabolism of cephalosporins.

Metabolic analysis of cephalosporin-resistant S. Derby

To avoid any influence from source factors, serotype factors, and factors in the processing stages on our

study of Salmonella resistance and metabolism, we screened single serotype, single source strains for
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Figure 1. Detection of the drug resistance profile of Salmonella

(A) Analysis of the drug resistance rate of 138 Salmonella strains to 24 antibiotics classified into 12 classes.

(B) Histogram of the number of multi-resistant and susceptible strains of 138 Salmonella strains against 24 antibiotics.
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analysis. We found that the highest percentage of the serotype S. Derby consisted of approximately 70

strains. On analyzing the antibiotic resistance of these 70 strains, we discovered that 32 of them had

very extreme distribution patterns toward semi-synthetic cephalosporins (cefazolin and ceftazidime) as

well as cephalosporins (cefepime and CRO) (Data S6). To further investigate, we screened these 32 S.Derby

strains to analyze their metabolic profiles with respect to these same types of antibiotics.

The LC-QE-MS platform was used to carry out untargeted metabolomics studies of these 32 S. Derby

strains (Data S5). The resistance profiles of these strains to two types of antibiotics, semi-synthetic

cephalosporins (cefazolin, ceftazidime) and cephalosporins (cefepime, CRO), are shown in Figure 4A.

For cephalosporins (cefepime, CRO), the resistance profiles among the 32 Salmonella strains were widely

distributed, with nearly half being fully resistant and the other half not. PCA was carried out for the anno-

tated 301 metabolites. As shown in Figure 4B, the yellow dot represents the drug-resistant group, the blue

dot represents the susceptible group, and each dot represents an S. Derby strain. It can be observed that

the Salmonella strains in each group clustered together, indicating that the characteristics of the same

resistant phenotype were similar. Some degree of separation was observed between the drug-resistant

group and the susceptible group. The observed difference shows that the metabolic profiling between

the two groups was inconsistent. The results showed that there were differences in metabolic characteris-

tics between the two groups. To improve the illustration of differential substances that contribute more to

the model between the two groups, the S-plot analysis indicates that there is up-regulation of metabolites

and some down-regulation of metabolites in S. Derby resistant to cephalosporins compared to S. Derby

sensitive. These metabolites include GSH, citrulline, and GSSG as shown in Figure 4C.

In univariate statistical analysis, volcano plots are effective in displaying the statistical differences of metab-

olites between groups. We have analyzed the statistical differences of metabolites between two groups

using parametric test (p < 0.05) (Figure 4D) and non-parametric test (p < 0.05) (Figure 4E). We have ob-

tained the difference multiple by calculating the abundance ratio of metabolites between the two groups

(FC value >2 or <0.5). Both parametric and non-parametric test-based volcano plots have shown that

GSSG, D-fructose, citrulline, GSH, L-pyroglutamic acid, and glutamate were statistically significant metab-

olites. To demonstrate the statistical properties of these differential substances, a table is provided in Fig-

ure 4F including the VIP in OPLS-DA, the p value of the parametric and non-parametric tests in one-way

statistical analysis, as well as the fold change value.

Z score plot is a graphical representation of standardized data used to show the first 20metabolites from 32

S. Derby strains. As shown in Figure 5A, the yellow dot represents the drug-resistant group (n = 15),

whereas the blue dot represents the susceptible group (n = 17). It is an ideal tool for analyzing datasets

and identifying potential outliers. Figure 5A illustrates the Z-scores of peak intensities on the x axis and

the top 20 metabolites on the y axis. The distribution of quite a few metabolites shows polarization, with

GSH and GSSG marked in red. A boxplot is used to display the two metabolites and observe for outliers.

A B C

Figure 2. PCA analysis of 301 metabolites from 138 Salmonella strains

(A) Bacterial source: Chicken source (n = 35), Pig source (n = 102).

(B) Processing stages: Farmers market (n = 5), Farms (n = 105), Slaughterhouse (n = 12), Supermarket (n = 16).

(C) Serotype: Derby (n = 90), Kentucky (n = 3), Typhimurium (n = 20), Enteritis (n = 7), Corvallis (n = 4), Schwarzengrund

(n = 3), Indiana (n = 4), Mbandaka (n = 3), Weltevreden (n = 4).
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A
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Figure 3. PCA analysis plot of metabolites and different antibiotic resistances of Salmonella

(A) beta-Lactam (doripenem, meropenem, ampicillin, ampicillin sulbactam).

(B) Amino glycosides (amikacin, gentamicin, tobramycin).

(C) Quinolone (levofloxacin, ciprofloxacin).

(D) Four-ring class (tetracycline, minocycline).

(E) Semi-synthetic cephalosporins (cefazolin, ceftazidime).

(F) Cephalosporins (cefepime, ceftriaxone).
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Figures 5B and 5C show that GSH and GSSG have significant p values of 9.6e-07 and 5.9e-06, respectively.

GSH has no outliers in both groups, whereas GSSG has one outlier in the susceptible group and one in the

resistant group.

Pathway enrichment of cephalosporin-resistant S. Derby

In this study, we performed pathway enrichment on metabolites with significant statistical changes in S.

Derby strains. To determine the most relevant pathway affected by cephalosporin resistance, pathway

enrichment analysis was performed on the marker differential metabolites. Through analysis and calcula-

tion, 26 metabolic pathways were obtained, As shown in Figure 6A, the bar plot visualized the top 9 en-

riched metabolic pathways. Glutathione metabolism, ranking the first, was the enriched with influence

values 0.31, and -log10 p value 2.91, which indicated that the glutathione metabolism is closely related

to the drug resistance of foodborne S. Derby to cephalosporins. To better understand the glutathione

metabolism pathways, we made a joint pathways map, which concluding citrulline, glutathione, glutamate,

L-pyroglutamic acid and (R)-S-lactoylglutathione, displayed in boxplot with p value labeled (Figure 6B).

Very interestingly, we found that all these metabolites were down-regulated in drug-resistant bacteria,

relative to sensitive strains.

A metabolic network is a visual representation of the interactions between different metabolites involved in

various metabolic pathways. It provides a comprehensive overview of the metabolic network and aids in

understanding the complex relationships between different biochemical reactions. Metabolic network

A

D

B

E F

C

Figure 4. Differential metabolite screening for resistance and susceptibility of S. Derby to cephalosporins-like antibiotics

(A) MIC of resistance of 32 screened S. Derby to 2 classes of 4 antibodies (semi-synthetic cephalosporins (cefazolin, ceftazidime) and cephalosporins

(cefepime, ceftriaxone)) analysis, Susceptible (n = 15), Resistant (n = 17).

(B) PCA plot, susceptible (n = 15) and resistant (n = 17) are marked with different colors.

(C) S-plot of Par-scaling OPLS-DA model.

(D) Volcano plot, two-sided Welch’s t-test p < 0.05, Fold change >1 or <0.5.

(E) Volcano plot, Mann-Whitney U test p < 0.05, Fold change >1 or <0.5.

(F) Table of statistically significantly different metabolites, including VIP, two-sided Welch’s t-test p value, Mann-Whitney U test p value, FC.
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diagrams are the best way to show significant and non-significant differences are associated through

network relationships, including Tanimoto chemical similarity and KEGG RPAIR (Data S7 and S8). Not

surprisingly, there are many green circles marked by the light blue section, which means that these metab-

olites are significantly down-regulated in resistant strains, and these down-regulated metabolites are

glutathione metabolism or metabolites in their associated metabolic pathways, including glutathione,

glutamate, et al. as mentioned before (Figure 6C). This part of the metabolites is structurally similar or

has an enzymatic relationship, which again suggests that the degree of cephalosporin resistance in S.

Derby, is related to these pathways or these types of metabolites. To determine whether these metabolites

have the predictive potential to distinguish between drug-resistant and sensitive groups, we developed

the random forest model based on 10-fold cross validation. Receiver operating characteristic (ROC) curves

of the predicting utilities of selected biomarkers are shown in Figure 6D. Four potential biomarkers—citrul-

line, glutathione, glutamate, and L-pyroglutamic acid—, were found. Their AUC values were 0.98, 0.98, 0.92

and 0.92, respectively.

These results prompted us to explore whether the inhibitory levels of citrulline and glutathione are useful

biomarkers of antibiotic resistance and whether the drug resistance phenotype of S. Derby changes in the

presence of exogenous citrulline or glutathione (GSSG and GSH).

Exogenous metabolites alter susceptibility of drug-resistant S. Derby to CRO

To visualize more the relationship between different levels of resistance to cephalosporin antibiotics and

Salmonellametabolites, linear regression equations were used for visual presentation (Data S9). As shown

in Figures 7A–7C, three typical metabolites, including GSH, GSSG, and citrulline, were selected for linear

regression analysis with CRO. It is easy to see that in both resistant and sensitive S. Derby, all 3 metabolites

show a clear difference in distribution, which was demonstrated in the previous boxplot. For intermediate

between sensitive and resistant, i.e., MIC values around 0, in most cases, the abundance of metabolites re-

mains in the middle of resistant and sensitive S. Derby. The overall trend shows a somewhat linear relation-

ship. The exogenous addition experiment was performed to validate whether S. Derby’s resistance to

cephalosporins could be modified or reversed by adding supplementation of these three metabolites.

As shown in Figure 7D, different concentrations of metabolites and cephalosporins were added to the

S. Derby’s resistance to cephalosporins and incubated at 37�C for 6 h. The blank group showed that the

addition of GSH, GSSG and citrulline had no effect on the number of bacterial colonies (Figures 7E, 7F

and 7H) when no antibiotics were added, excluding the effect of the three metabolites on bacterial survival.

A B

C

Figure 5. Z score plot visualization of statistically significant metabolites

(A) Z score plot of the first 20metabolites from 32 S.Derby strains, yellow dot represents drug resistant group (n = 15), blue

dot represents susceptible group (n = 17). Box and Whisker plots of metabolites.

(B) GSH.

(C) GSSG, with the box ranging from the first quartile to the third whereas the whiskers going from each quartile to the

minimum or maximum (resistant, N = 15; susceptible, N = 17), p value was labeled, two-sided Welch’s t-test.
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However, it is surprising that the addition of 5 mM–80 mM GSH does not weaken bacterial viability. The

total number of bacterial colonies is positively correlated with the amount of GSH added. When the

amount of GSH added is 80 mM, the total number of bacterial colonies is significantly increased

(p < 0.01), reaching 2.94 3 107 CFU/mL, which is 4.62 times that without GSH added (Figure 7E). When

grown in the medium supplemented with CRO, the cell survival rate decreased with increasing dose of

GSSG or citrulline. The addition of 5 mM GSSG significantly reduced the bacterial count (p < 0.01).

When the amount of GSSG reaches 40 mM, the survival rate is only 28.04% (Figure 7G); The bacterial count

decreased significantly after the addition of 20 mM citrulline (p < 0.05). In the presence of 80 mM citrulline,

the cell survival rate decreased by a factor of 2.02 (Figure 7I).

DISCUSSION

The efficacy of antibiotics against bacteria is strongly influenced by the metabolic state of the latter, and

certain metabolic configurations are associated with distinct forms of antibiotic resistance. Identifying

and employing compounds capable of modifying the metabolic pattern of a resistant strain to resemble

that of a susceptible strain may represent a viable strategy for mitigating antibiotic resistance. Our conten-

tion is that specificmetabolic profiles are correlated with antibiotic resistance, providing ameans to predict

a strain’s response to antibiotic treatment. Furthermore, we affirm that compounds capable of modulating

the metabolic status of an antibiotic-resistant strain to simulate that of an antibiotic-susceptible one, have

A

C

D

B

Figure 6. Pathway analysis of statistically significant changes in metabolites

(A) Metabolic pathway enrichment of statistically significant changes in metabolites of S. Derby strains between resistant and susceptible strains to

cephalosporins.

(B) The pathways of glutathione metabolism and their relative pathways and metabolites were displayed as a boxplot with the p value labeled.

(C) MetaMapp visualization of metabolic changes in S.Derby strains relative tometabolite levels different between resistant strains and susceptible strains to

cephalosporins. Red nodes represent metabolites with increased signal intensity in resistant strains; green nodes represent metabolites with decreased

signal intensity in resistant strains (log2FC). Node sizes scale with -log10p value. Blue edges connect metabolites with Tanimoto chemical similarity 700; red

edges connect metabolites from the KEGG RPAIR database.

(D) The ROC curve of citrulline, glutathione, glutamate, L-pyroglutamic acid.
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the potential to revert the antibiotic resistance phenotype, rendering the bacteria vulnerable to treatment.

Our research endeavors are presently directed toward studying the potential efficacy of external metabo-

lites in modifying the metabolic profile of antibiotic-resistant strains to match that of antibiotic-susceptible

strains.

In the current investigation, we utilized a metabolomics-based approach to identify potential metabolic

modulators as a promising strategy for combating antibiotic resistance. A cohort of 138 Salmonella food-

borne strains, randomly selected based on their divergent serotypes, sources, and processing stages, were

investigated to evaluate the association between their metabolic profiles and these influential factors. Re-

sults indicate that all the aforementioned predictors significantly impact the metabolic profiles of Salmo-

nella. Thereafter, we extended our research by dissecting the resistance profile exhibited by these 138

strains. Intriguingly, we observed that these Salmonella strains displayed substantial resistance to cepha-

losporin antibiotics, showcasing an unprecedented distribution. After the random selection of these strains

one specific serotype, SalmonellaDerby with single specie source and food processing stages, was singled

out to explore the link between metabolic profile diversity and resistance to antimicrobial drugs.

The metabolic profiling of 32 strains of S. Derby was performed using the LC-MS/MS metabolomics plat-

form, with a specific focus on semi-synthetic cephalosporins (cefazolin and ceftazidime), as well as

A

D F

H

G

I

E

B C

Figure 7. Relationship between different levels of cephalosporin antibiotic resistance and Salmonella metabolites

(A–D) Linear regression equation for assessing the relationship between metabolites and the degree of drug resistance, 95% confidence interval, A GSH, B

GSSG, C citrulline; D Schematic diagram of CRO-resistant Salmonella metabolism from reprogramming.

(E) Changes in drug resistance of cephalosporin bacteria by exogenous addition of different doses of GSH (n = 3; ***, p＜0.01).

(F and H) Effects of exogenous addition of different doses of GSSG and citrulline on the viable bacteria without CRO (n = 3; p＞0.05).

(G and I) Effects of exogenous addition of different doses of GSSG/citrulline on the viable bacteria with CRO (n = 3; *, p＜0.05; ***, p＜0.01).
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cephalosporins (cefepime and CRO). The statistical analysis revealed several statistically significant metab-

olites includingGSSG, D-fructose, citrulline, GSH, L-pyroglutamic acid, and glutamate. Furthermore, meta-

bolic pathway enrichment analysis revealed glutathione metabolism to be the most significantly enriched

pathway, with an influence value of 0.31, and a -log10 p value of 2.91.

As per the report, the management of the TCA cycle for the enhancement of antibiotic absorption and

consequent escalation of destructivity is achieved through the manipulation of glucose and/or alanine,

which undermines the resistance and reinforces the penetrative quality of aminoglycoside antibiotics to

eradicate strains that are resistant to such medications.23 The susceptibility of bacteria can be affected

by the regulation of bacterial-derived exopolysaccharides through fructose and glucose.24 The exogenous

glucose stimulates uptake of aminoglycoside antibiotics by E. coli persisters.22 Furthermore, the exoge-

nous glucose and/or alanine are converted to acetyl-CoA and then flux to the TCA cycle, which is regulated

by glutamate, aspartate, and glyoxylic acid cycle, indicating that increased activity of a-oxoglutarate dehy-

drogenase may promote bacterial susceptibility to kanamycin.23

Alanine is catabolized to pyruvate similarly to glucose, and pyruvate is then transformed to acetyl-coen-

zyme A, which serves as a fundamental precursor molecule for the tricarboxylic acid cycle. The amino group

of alanine is transferred to a-ketoglutarate by alanine aminotransferase, generating pyruvate and

L-glutamate. The amino acid L-glutamate is unique in that it undergoes rapid oxidative deamination by

glutamate dehydrogenase with either NAD or NADP acting as a coenzyme, resulting in the production

of a-ketoglutarate. Glutamate, a precursor for the synthesis of glutathione, is involved in the synthesis of

glutathione through the g-glutamyl cycle. Both are essential for the maintenance of cellular redox balance

and the detoxification of reactive oxygen and nitrogen species.

We hypothesize that a decrease in citrulline and glutathione levels may underlie the development of drug

resistance in CRO. However, previous metabolic studies were unable to differentiate between GSSG and

GSH as a biomarker. To address this, we conducted a validation study to investigate the impact of exog-

enous GSH and GSSG metabolites on the susceptibility of drug-resistant S. Derby to CRO. Our research

has uncovered an innovative discovery that the re-programming of glutathione metabolism via GSSGmod-

ulation can enhance the resistance of Salmonella against cephalosporins. Notably, we observed that GSH,

in contrast, did not demonstrate the same level of modulatory effects. Citrulline has a similar effect to

GSSG, modulating bacterial metabolism and altering drug-resistant phenotypes in exogenous addition

experiments. In a similar study reported, citrulline and glutamine promoted the TCA cycle, produced

more NADH in the bacteria, and increased the proton-motive force, thus promoting apramycin entry

into the bacterial cells, and killing the drug-resistant bacteria.25

GSH and GSSG are two forms of the same molecule, glutathione. A reduced ratio of glutathione in the

reduced state (GSH) to oxidized state (GSSG) is commonly perceived as an indication of oxidative

stress. The alteration in metabolite levels implies enhanced GSH biosynthesis to counterbalance its

continuous turnover and consumption because of antioxidant activities. In response to bactericidal an-

tibiotics, an increase in cellular respiration leads to the generation of ROS, whereas the overexpression

of Catalase or MutS and the prior antioxidant pretreatment can diminish antibiotic lethality, illustrating

the pivotal involvement of ROS in antibiotic-triggered apoptotic processes.26 The glutathione

S-transferase plays a vital role in the protection against various types of antibiotics,27 GSH acidity plays

a key role in biofilm disruption of many MDR bacterial isolates and enhances antibiotic efficacy.28 A

robust correlation exists between the synthesis of GSH and the vulnerability of Enterobacteriaceae to-

ward antibiotics.29

In conclusion, our metabolomics analysis suggests that a reduction in glutathione levels may be primarily

attributed to reduced GSSG levels. It is known that GSSG is reduced to GSH under the catalysis of gluta-

thione reductase. Our findings demonstrate that the levels of GSSG are significantly lower in drug-resistant

strains, and the supplementation with GSSG enhances bacterial sensitivity to CRO. However, the relation-

ship between GSSG and drug resistance warrants further investigation. Overall, our results suggest that

both GSSG and citrulline facilitate effective bacterial killing by CRO, a finding not previously reported in

the literature. Our results suggest that GSSG could decipherer the S. Derby metabolic states involved in

antibiotic resistance of CRO, targeting glutathione biosynthesis would represent a viable option for tack-

ling antibiotic resistance. This innovative approach has the possibility of expanding therapeutic options
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and ameliorating the clinical management of bacterial infections. As a result, it could lead to a more favor-

able future in the field of antibiotic therapy.

Limitations of the study

The article only focused on studying the metabolic differences of CRO-resistant strains of Derby serotype

Salmonella, and further validation is required to determine whether the results hold true for other serotypes

of Salmonella. The levels of GSSG were found to be significantly lower in drug-resistant S. Derby. In addi-

tion, it was observed that supplementing GSSG led to an increase in S. Derby sensitivity to CRO, whereas

GSH did not demonstrate such an effect. This phenomenon was not thoroughly investigated in this paper,

and therefore, it cannot be deciphered why supplementing GSH fails to increase S. Derby sensitivity to

CRO. Future studies could employ transcriptomics and genomics to validate the underlying reasons for

GSH’s failure to increase bacterial sensitivity to CRO.
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Materials availability

This study did not generate new unique reagents.

Data and code availability

d Source data are provided with this paper and deposited on the Metabolight (https://www.ebi.ac.uk/

metabolights/) where it has been assigned Project ID MTBLS5183.

REAGENT or RESOURCE SOURCE IDENTIFIER

Bacterial and virus strains

90 strains of Salmonella Derby Pig & Chicken Farm-pig_1–87; Process _1�3

3 strains of Salmonella Kentucky Chicken Process _4�6

20 strains of Salmonella Typhimurium Pig & Chicken & Environmental water Farm-pig_88–102; Process _7�11

7 strains of Salmonella Enteritis Chicken Process _12�18

4 strains of Salmonella Corvallis Chicken Process _19�22

3 strains of Salmonella Schwarzengrund Chicken & Anal swab Process _23�25

4 strains of Salmonella Indiana Chicken & Aquatic product Process _26�29

3 strains of Salmonella Mbandaka Chicken & Anal swab Process _30�32

4 strains of Salmonella Weltevreden Chicken & Anal swab Process _33�36

Chemicals, peptides, and recombinant proteins

Methanol, acetonitrile, isopropanol,

chloroform, MTBE

TEDIA Company, Inc. LC/MS grade

GSSG ShanghaiyuanyeBio-TechnologyCo.,Ltd LC/MS grade

GSH ShanghaiyuanyeBio-TechnologyCo.,Ltd LC/MS grade

L-Citrulline ShanghaiyuanyeBio-TechnologyCo.,Ltd LC/MS grade

Critical commercial assays

Gram Negative MIC plate Thermo Fisher Scientific Sensititre� GN4F

Deposited data

LC-MS/MS raw data This paper Metabolight ID MTBLS5183

Software and algorithms

Image formatting Adobe Illustrator CS6 https://www.adobe.com/

LC-MS/MS data processing MS dial http://prime.psc.riken.jp/compms/msdial/main.html

LC-MS/MS raw data convert ABF convert https://www.reifycs.com/AbfConverter/

Data visualization and statistics R https://www.r-project.org/

IDE of R Rstudio https://www.rstudio.com/categories/rstudio-ide/

Metabolic network calculation Metamapp http://metamapp.fiehnlab.ucdavis.edu/ocpu/library/

MetaMapp2020/www/

Metabolic network visualization Cytoscape https://cytoscape.org/

R code for visulization Github Github: JianJi2016/Reprogramming-Salmonella
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d Data used in statistical analyses have been deposited in the paper’s supplemental information and are

available as of the date of publication.

d Any additional information required to reanalyze the data reported in this paper is available from the

lead contact upon request.

d All original codes are available. R Codes and associated data for reproducing part of the figures in this

study have been deposited at GitHub (https://github.com/JianJi2016/Reprogramming-Salmonella).

EXPERIMENTAL MODEL AND STUDY PARTICIPANT DETAILS

Strains conditions and bacterial culture

Salmonella strains were provided by Huazhong Agricultural University (Hubei, China). These strains were

stored frozen in 20% glycerol at �80�C. Working cultures were prepared by transferring 100 mL samples

to 5 mL Luria-Bertani (LB) medium and incubating at 37�C for 24 h. The culture was diluted in Mueller-

Hinton broth (MHB) to achieve a final concentration of approximately 6.0 log10 CFU mL�-1 in the reaction

mixtures.

METHOD DETAILS

Drug resistance testing

50 mL of broth suspension was transferred to the micropore of the Sensititre Gram-negative plate (GN4F,

Thermo Scientific, USA) and incubated at 37�C for 24 h. The positive control pore was Escherichia coli ATCC

25922. Minimal inhibitory concentration (MIC), defined as the lowest concentration of antibiotic required to

inhibit visible growth of test microorganisms. The breakpoint MICs of the tested antibiotics against Salmo-

nella were determined using the reference values recommended by the Clinical and Laboratory Standards

Institute (CLSI).

Salmonella preparation and metabolite extraction

All samples were harvested after 24 hours of culture and bacterial concentration was measured using a

turbidimeter to facilitate normalization in the processing of the metabolic data. The culture tubes were

placed on ice for cooling to quench enzyme activity. The supernatant was removed by centrifugation at

12000 rpm at 4�C to collect wet cells. Wash twice with pre-chilled (4�C) PBS, mix by pipetting up and

down, then add 2 mL of washed bacterial suspension to centrifuge tubes, centrifuge at 4�C, 12000
r/min, remove supernatant and collect wet bacterial samples.

The collected wet microbial cells were rapidly quenched in liquid nitrogen for 1 min, thawed on ice at 4�C
and then extracted. The extraction solvent was prepared from mass spectrometry grade acetonitrile, iso-

propanol and water in a ratio of 3:3:2 (v : v : v), pre-cooled at�20�C. 0.5 mL of extraction solvent, two 1.5 mm

stainless steel balls and one 2 mm stainless steel ball were added to the EP tube for shaking and crushing.

Gen-Grinder was used to grind the cells at 1500 rpm for 30 seconds for 8 cycles. The cells were sonicated in

an ice bath at 4�C for 5 min. The grinding step was repeated once. After removing the steel balls with a

magnet, the homogenate was centrifuged at 13,000 rpm for 2 minutes and 495 mL of supernatant was

collected and transferred to a new test tube. Add an aliquot of 0.5 mL extraction solvent to the old tube

and grind the cells again. Divide the supernatant into two aliquots of 475 mL, one for analysis and the other

for backup.

UHPLC-QE-MS metabolites detection

For UHPLC-MS/MS analysis of metabolites, the chromatographic condition was consistent with the

previous report.30 3 mL of the resuspended dried aliquots were injected into a Vanquish UHPLC

system (Thermo Scientific, Waltham, MA, USA) equipped with a Waters Acquity UPLC HSS T3 column

(1.8 mm, 2.1 3 100 mm) coupled with an additional Waters Acquity VanGuard BEH Amide precolumn

(5 mm 3 2.1 mm; 1.7 mm). The oven temperature was maintained at 45�C and the flow rate was set at

0.4 mL/min. The chromatographic separations were carried out with the following parameters. In pos

mode, solvent A was water with 0.1% formic acid and solvent B was acetonitrile with 0.1% formic acid. In

neg mode, solvent A was water with 0.5 mM NH4F and solvent B was acetonitrile. A gradient run was set

up as 0–1 min at 99% A, 1–8 min from 99% to 1% A and hold for 2 min, 10–10.1 min from 1% to 90% A

and 10.1–12 min re-equilibration at 99% A. Ion source conditions were set as follows: spray voltage,

3.6 kV; sheath gas flow rate, 60 arbitrary units; auxiliary gas flow rate, 25 arbitrary units; sweep gas flow
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rate, 2 arbitrary units; capillary temperature, 300�C; S-lens RF level, 50; auxiliary gas heater temperature,

370�C. The following acquisition parameters were used for MS1 analysis: resolution, 60000; AGC target,

1e6; maximum IT, 100 ms; scan range, 60–900 m/z; spectrum data type, centroid. Data dependent MS/

MS parameters: resolution, 15000; AGC target, 1e5; maximum IT, 50 ms; number of loops, 3; TopN, 3; isola-

tion window, 1.0 m/z; fixed first mass, 70.0 m/z; (N)CE/stepped nce, 20, 30, 40; spectrum data type,

centroid; minimum AGC target, 8e3; intensity threshold, 1.6e5; exclude isotopes, on; dynamic exclusion,

3.0 s.

Metabolite profiling analysis

All LC-MS/MS raw data files were converted to ABF format using the ABF converter (https://www.reifycs.

com/AbfConverter/). MS-DIAL ver.4.00 software was used for deconvolution, peak picking, alignment,

and compound identification.31 The detailed parameter settings were as follows: MS1 tolerance, 0.005

Da; MS2 tolerance, 0.01 Da; minimum peak height, 20000 amplitudes; mass slice width, 0.1 Da; smoothing

method, linear weighted moving average; smoothing level, 5 scans; minimum peak width, 10 scans.

[M+H]+, [M+NH4]
+, [M+Na]+, [2M+H]+, [2M+NH4]

+, [2M+Na]+ were included in the adduct ion setting

for positive mode metabolomics analysis and [M-H]-, [M+Cl]-, [M+FA-H]-, [2M-H]- for negative mode me-

tabolomics analysis. Compounds were annotated with accurate precursor masses and MS/MS spectra

against libraries in MoNA.

Exogenous addition validation experiment

The exogenous addition experiment was performed as published.16 Briefly, a single colony was pre-plated

and plated into 130 mL LB broth in 250 mL flasks, placed on a shaker at 200 rpm and incubated overnight at

37�C. After centrifugation at 8000 rpm for 5 min, the samples were washed twice with 30 mL sterile saline

and resuspended with M9 minimal medium to bring the MCF to 1.5. Different concentrations of metabo-

lites and antibiotics were added to the reaction samples and incubated at 37�C for 6 h. The use of M9 me-

dium facilitates the testing of the effects of different metabolites on antibiotic resistant strains and avoids

the occurrence of confounding factors as in more complex media. After incubation, 1 mL aliquots are peri-

odically removed, serially diluted, and plated (100 mL aliquots) onto Plate Count agar plates. Plates are

incubated at 37�C for 18 hours. Only those dilutions yielding 30–300 colonies were counted to calculate

colony forming units (CFU). Survival was determined by dividing the CFU obtained from treated samples

by that obtained from the control.

QUANTIFICATION AND STATISTICAL ANALYSIS

Statistical data analysis was conducted utilizing ropls32 R package, which served as the basis for performing

a Principal component analysis (PCA) and orthogonal partial least squares discriminant analysis (OPLS-DA).

Metabolic pathway enrichment was analyzed through the Metaboanalyst 4.0 website.33 Metabolite net-

works were constructed using a MetaMapp34 approach (web-based portal, version 2023) that calculated

biological pathways relevance (KEGG reactant pairs) and chemical structural similarity (Tanimoto coeffifi-

cient >0.7) which were further visualized in CytoScape with version 2.8.2 for Window 11. Plots and analyses

including Box and Whisker plot, barplot, principal component analysis score and scree plot, variable

importance plot, as well as Z score scatterplot were generated in R (version 4.2.2) using packages including

textshape (version 1.7.3), ropls (version 1.30.0), ggplot2 (version 3.4.0), ggpubr (version 0.5.0), ggrepel

(version 0.9.3), tibble (version 3.1.8), ggsignif (version 0.6.4), plotROC (version 2.3.0), dplyr (version 1.1.0).
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