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Abstract: Salmonella enterica serovar Infantis (S. Infantis) is an intracellular bacterial pathogen. It is
prevalent but resistant to antibiotics. Therefore, the therapeutic effect of antibiotics on Salmonella
infection is limited. In this study, we used the piglet diarrhea model and the Caco2 cell model to
explore the mechanism of probiotic Lactobacillus johnsonii L531 (L. johnsonii L531) against S. Infantis
infection. L. johnsonii L531 attenuated S. Infantis-induced intestinal structural and cellular ultrastruc-
tural damage. The expression of NOD pathway-related proteins (NOD1/2, RIP2), autophagy-related
key proteins (ATG16L1, IRGM), and endoplasmic reticulum (ER) stress markers (GRP78, IRE1) were
increased after S. Infantis infection. Notably, L. johnsonii L531 pretreatment not only inhibited the
activation of the above signaling pathways but also played an anti-S. Infantis infection role in acceler-
ating autophagic degradation. However, RIP2 knockdown did not interfere with ER stress and the
activation of autophagy induced by S. Infantis in Caco2 cells. Our data suggest that L. johnsonii L531
pretreatment alleviates the intestinal damage caused by S. Infantis by inhibiting NOD activation and
regulating ER stress, as well as promoting autophagic degradation.

Keywords: Salmonella; probiotic; Lactobacillus johnsonii; NOD; autophagy; endoplasmic reticu-
lum stress

1. Introduction

Salmonella enterica serovar Infantis (S. Infantis) is a pathogenetic bacteria not only in
animals but also in humans. It causes fever, intestinal inflammation, and diarrhea [1]. Due
to multi-drug resistance and limitations in the therapeutic effect of using antibiotics [2],
probiotics in the prevention of Salmonella infection have been an alternative. Our previous
studies have found that Lactobacillus johnsonii L531 (L. johnsonii L531) is effective in prevent-
ing S. Infantis-induced diarrhea and intestinal inflammation in a piglet model [3–5]. The
anti-inflammatory effect of Lactobacillus johnsonii was proposed to be associated with endo-
plasmic reticulum (ER) stress [5,6]. However, the detailed mechanism of how L. johnsonii
L531 regulates ER stress and related signaling pathways has not been well studied.

The ER is an important location for protein folding, signaling, and lipid biosynthesis.
The unfolded protein response (UPR) is precise signaling evolved by ER to maintain a
stable intracellular environment [7]. Bacterial infection can result in the accumulation of
unfolded or misfolded proteins within ER. When ER stress occurs, GRP78 dissociates from
transmembrane receptors that make up UPR, activating the nuclear transcription factor-κB
(NF-κB) pathway and IL-6 production [8,9]. It may be the leading cause of inflammation
and intestinal damage [10]. Previous studies revealed that probiotics attenuated intestinal
inflammation by reducing the activities of ER stress markers as well as downregulating
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UPR [6,11,12]. Recent findings indicate that ER stress-induced proinflammatory responses
depend on NOD-like receptors (NLRs; NOD1/NOD2) [13].

NOD1 and NOD2 sense Salmonella invasion and activate NF-κB-dependent inflamma-
tory response via receptor-interacting protein 2 (RIP2) [14–16]. Consequently, autophagy
activation was induced by pathogen-associated molecular pattern molecules (PAMPs) in the
cytoplasm. Autophagy, a lysosomal degradation process, plays a crucial role in maintaining
protein metabolism and the stability of the cellular environment. Although autophagy is
an important host defense process, bacteria have evolved strategies to escape it. Legionella
pneumophila inhibits the formation of autophagosomes by cutting the lipid chain of LC3-
PE, thereby achieving the goal of survival by regulating autophagy [17]. Shigella flexneri
delivers virulence effectors IcsB into host cells, which alters the host membrane of the fatty
acylation landscape to get rid of host autophagy [18]. Furthermore, inhibition of autophagy
significantly reduces the over-replication of cytoplasmic S. Infantis [19]. NOD1/2 recruits
ATG16L1 and induces autophagy to the site of intracellular bacteria invasion to remove
pathogens [20,21]. However, there is no consensus on whether this process is through RIP2
or direct binding to ATG16L1.

In the current study, we used S. Infantis infection models in piglets and Caco2 cells to
elucidate the effects of L. johnsonii L531 on regulating the NOD pathway, ER stress, and
autophagy. Additionally, the role of RIP2 in ER stress and autophagy during S. Infantis
infection in Caco2 cells was also covered.

2. Results
2.1. L. johnsonii L531 Is Protective in the Prevention of S. Infantis-Induced Intestinal Inflammation
and Damage to the Small Intestine

Previous findings have shown that Lactobacillus johnsonii L531 effectively alleviates
Salmonella-induced diarrhea and small intestinal inflammation [3–5,22]. Our present study
also demonstrated that the SI group had more extensive tissue destruction, including intesti-
nal gland atrophy, epithelium loss on the mucosal surface, and increased inflammatory cells
in the lamina propria. Pretreatment with L. johnsonii L531 attenuates S. Infantis–induced
tissue damage in the small intestine. The small intestinal histology in this study is shown
in Supplemental Figure S1.

2.2. Pretreatment with L. johnsonii L531 Suppresses S. Infantis-Induced Activation of the NOD
Pathway in the Small Intestine

Activation of NOD1 and NOD2 by peptidoglycans induces and initiates autophagy,
which is important in ER stress-induced inflammation. Immunofluorescence results showed
that S. Infantis infection increased the number of NOD1-positive cells in the SI group but
not in the LS group in the jejunum (Figure 1A). Western blotting analysis also showed that
the protein levels of NOD1, NOD2, and its primary adapter protein RIP2 in the jejunum
were higher in the SI group than in the CN group. However, NOD1/2 protein expression in
the LS group showed no significant difference in comparison with the CN group (Figure 1B).
The protein levels of NOD2, NOD1, and RIP2 in the ileum were not significantly changed
(Figure 1B).

2.3. Pretreatment with L. johnsonii L531 Attenuates S. Infantis-Induced Autophagy in the
Small Intestine

ATG16L1, an essential autophagy protein, plays a key role in bacterial clearance.
Immunofluorescence results showed that S. Infantis infection increased the ATG16L1-
positive staining area in jejunal mucosa, including lamina propria (Figure 2A). Consistently,
Western blot results showed that the levels of autophagy-related proteins (ATG16L1 and
IRGM) were significantly increased in the jejunum and ileum by S. Infantis. Pretreatment
with L. johnsonii L531 could prevent the increased expression of ATG16L1 and IRGM
induced by S. Infantis (Figure 2B).
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Figure 1. Oral administration of L. johnsonii L531 alleviates S. Infantis-induced activation of the 
NOD pathway. (A) Confocal micrograph illustrating the accumulation of NOD1 (Green) in the jeju-
num of pigs challenged with S. Infantis or L. johnsonii L531. Blue: DAPI. Scale bar, 100 μm. (B) West-
ern blotting analysis for NOD2, NOD1, and RIP2 in the jejunum and ileum from piglets 10 days 
after S. Infantis challenge. The right panels show the protein quantitation using Image J software. 
Data are represented as mean ± SEM, n = 6; * p < 0.05, ** p < 0.01, *** p < 0.001. 
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Figure 1. Oral administration of L. johnsonii L531 alleviates S. Infantis-induced activation of the NOD
pathway. (A) Confocal micrograph illustrating the accumulation of NOD1 (Green) in the jejunum
of pigs challenged with S. Infantis or L. johnsonii L531. Blue: DAPI. Scale bar, 100 µm. (B) Western
blotting analysis for NOD2, NOD1, and RIP2 in the jejunum and ileum from piglets 10 days after S.
Infantis challenge. The right panels show the protein quantitation using Image J software. Data are
represented as mean ± SEM, n = 6; * p < 0.05, ** p < 0.01, *** p < 0.001.
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5 h post-infection. Pretreatment with L. johnsonii L531 for 3 h before the S. Infantis chal-
lenge effectively reversed these phenomena (Figure 3A). 
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IRGM, and LC3-II protein levels and a decrease in P62 level in Caco2 cells, indicating that 
S. Infantis infection activated autophagy in epithelial cells. Notably, L. johnsonii L531 pre-
treatment downregulated the activation of autophagy induced by S. Infantis (Figure 3B). 
Immunofluorescence revealed an increase in co-localization of NOD1 and ATG16L1 in 
Caco2 cells by S. Infantis invasion (Figure 3C). These data suggest that an interaction be-
tween NOD1 and ATG16L1 may facilitate the RIP2 non-dependent autophagy triggered 
by S. Infantis. 

Figure 2. Oral L. johnsonii L531 attenuates the S. Infantis-induced jejunal and ileal autophagy.
(A) Confocal micrograph illustrating the accumulation of ATG16L1 (Green) in the jejunum of pigs
challenged with S. Infantis or L. johnsonii L531. Blue: DAPI. Scale bar, 100 µm. (B) Western blotting
analysis for ATG16L1and IRGM in the jejunum and ileum from piglets 10 days after S. Infantis
challenge. The right panels show the protein quantitation using Image J software. (C) Expression
of Il6 mRNA in jejunal and ileal tissues from uninfected, S. Infantis-infected, and L. johnsonii L531
pretreated piglets on day 18. Data are represented as mean ± SEM, n = 6; * p < 0.05, ** p < 0.01.

In addition, S. Infantis upregulated the mRNA expression of Il6 in the small intestine
(Figure 2C). As Il6 is proinflammatory, our data indicate that L. johnsonii L531 can attenuate
intestinal inflammation and autophagy caused by S. Infantis in a piglet model.
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2.4. L. johnsonii L531 Represses S. Infantis-Induced NOD Activation and Modulates Autophagy
in Caco2 Cells

We further investigated the protein expression of NOD1, NOD2, downstream RIP2,
as well as autophagy-related proteins in Caco2 cells after S. Infantis infection. Compared
with the control group, S. Infantis elevated the expression of NOD1, NOD2, and RIP2 at 5 h
post-infection. Pretreatment with L. johnsonii L531 for 3 h before the S. Infantis challenge
effectively reversed these phenomena (Figure 3A).
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treatment increased LC3 accumulation in all cell groups. There was no difference in LC3-
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thesis. Notably, in the presence of CQ, LC3-II protein level was significantly lower in cells 
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Figure 3. L. johnsonii L531 alleviates recruitment of ATG16L1 triggered autophagy by NOD1 after
S. Infantis infection. (A,B) Western blotting analysis for NOD1, NOD2, RIP2, ATG16L1, IRGM, P62,
and LC3 in Caco2 cells. The right panels show the protein quantitation using Image J software.
(C) Confocal micrographs illustrating the accumulation of ATG16L1 (Green) and NOD1 (Red) in
Caco2 cells treated with S. Infantis or L. johnsonii L531. Blue: DAPI. Scale bar, 10 µm. Data are
represented as mean ± SEM, n = 3; * p < 0.05, ** p < 0.01, *** p < 0.001.

Compared with the control group, S. Infantis also induced an increase in ATG16L1,
IRGM, and LC3-II protein levels and a decrease in P62 level in Caco2 cells, indicating
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that S. Infantis infection activated autophagy in epithelial cells. Notably, L. johnsonii L531
pretreatment downregulated the activation of autophagy induced by S. Infantis (Figure 3B).
Immunofluorescence revealed an increase in co-localization of NOD1 and ATG16L1 in
Caco2 cells by S. Infantis invasion (Figure 3C). These data suggest that an interaction
between NOD1 and ATG16L1 may facilitate the RIP2 non-dependent autophagy triggered
by S. Infantis.

2.5. L. johnsonii L531 Enhances the Resistance of Caco2 Cells to S. Infantis by Promoting
Autophagy Degradation

To further investigate the effect of L. johnsonii L531 on the autophagy of intestinal
epithelial cells induced by S. Infantis, Caco2 cells were treated with CQ, an autophagy
degradation inhibitor, for 2 h to inhibit the autophagy degradation. S. Infantis infection
significantly elevated the expression of LC3-II in Caco2 cells (Figure 4A). As expected,
CQ treatment increased LC3 accumulation in all cell groups. There was no difference in
LC3-II protein expression between control cells without CQ treatment and L. johnsonii
L531 pretreated cells, suggesting that L. johnsonii L531 might not impact autophagosome
synthesis. Notably, in the presence of CQ, LC3-II protein level was significantly lower in
cells treated with L. johnsonii L531 than in the untreated group (Figure 4B). Together with
these data, L. johnsonii L531 may facilitate autophagy degradation of Caco2 cells in response
to S. Infantis infection.
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Figure 4. S. Infantis infection inhibits autophagy degradation of Caco2 cells, whereas L. johnsonii
L531 accelerates this process. (A) Caco2 cells challenged with S. Infantis were pretreated with or
without CQ. Western blotting analysis was conducted to detect the LC3 level. The lower panel shows
the protein quantitation using Image J software. (B) Caco2 cells challenged with L. johnsonii L531
were pretreated with or without CQ. Western blotting analysis was conducted to detect the LC3 level.
The lower panel shows the protein quantitation using Image J software. Data are represented as
mean ± SEM, n = 3; * p < 0.05, ** p < 0.01, CQ, chloroquine.

2.6. L. johnsonii L531 Alleviates Cell Damage by Regulating ER Stress in Response to S. Infantis

To investigate the effect of L. johnsonii L531 against S. Infantis, the morphology of Caco2
cells was observed by scanning electron microscopy (SEM). In comparison to the control
group, S. Infantis challenge resulted in shedding, rarefaction of microvilli on the cell surface,
and ruffling in some areas of the cell membrane. Besides, part of the S. Infantis perforated
in the cell membrane and extruded towards the apical side, disrupting the cell membrane
integrity. Pretreatment of L. johnsonii L531 effectively alleviated the ultrastructural damage
to the cell surface caused by S. Infantis (Figure 5A). Transmission electron microscopy
(TEM) revealed that in S. Infantis-infected Caco2 cells, the lumens of ER were severely
expanded, vacuoles were formed, as well as more autophagolysosomes were observed in
the cytoplasm. L. johnsonii L531-treated cells did not have these ultrastructural damages
(Figure 5B).
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autophagy. To investigate whether the protein adaptor RIP2 is required for NOD1-initi-
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RIP2 protein in Caco2 cells. Western blotting assay showed that siRIP2 effectively sup-
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Caco2 cells compared with untreated groups (Figure 6C,D). 

Figure 5. L. johnsonii L531 alleviates S. Infantis-induced ER stress and cellular ultrastructural damage
in Caco2 cells. (A) Effect of L. johnsonii L531 on the structure of the ER in Caco2 cells after S. Infantis
infection as observed using SEM. Red arrows indicate the damage caused by S. Infantis. (B) Effect of
L. johnsonii L531 on the structure of apical surface in Caco2 cells after S. Infantis infection as observed
using TEM. Red arrows indicate the damage caused by S. Infantis. (C) Western blotting analysis
for GRP78, IRE1, and EIF2S1 in Caco2 cells. The right panels show the protein quantitation using
Image J software. (D) Expression of Il6 and DDIT3 mRNA in Caco2 cells. Data are represented as
mean ± SEM, n = 3, ** p < 0.01, *** p < 0.001.

Remarkably, S. Infantis, ER stress activator thapsigargin (TG), and tunicamycin (TM)
increased the protein expression of GRP78, IRE1, EIF2S1 as well as the gene expression
of Il6 and DDIT3 in Caco2 cells compared with the control (Figure 5C,D). However, this
increase was inhibited by L. johnsonii L531 (Figure 5C,D).

2.7. RIP2 Inhibition Did Not Alter S. Infantis-Induced Autophagy and ER Stress in Caco2 Cells

NOD proteins mediate LC3-II recruitment to vesicles that contain internalized bacteria
to initiate autophagy. Whether this process is through RIP2 signaling or direct binding
between the NLRs and ATG16L1 is controversial [14,23,24]. We hypothesize that NOD1
may directly interact with ATG16L1, bypassing RIP2 during S. Infantis infection to initiate
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autophagy. To investigate whether the protein adaptor RIP2 is required for NOD1-initiated
autophagy after S. Infantis infection, we applied siRNA technology to knock down RIP2
protein in Caco2 cells. Western blotting assay showed that siRIP2 effectively suppressed
the expression of RIP2 in this study (Figure 6A). However, inhibition of RIP2 expression
did not affect the expression of NOD1 and NOD2 proteins during S. Infantis infection
(Figure 6B). Additionally, there were no differences in the protein expression of P62, IRGM,
ATG16L1, LC3-II, GRP78, and IRE1 in siRIP2-treated S. Infantis-challenged Caco2 cells
compared with untreated groups (Figure 6C,D).
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(A) Western blotting analysis in Caco2 cells treated with siRNA-targeting RIP2. (B, C, and D) Western
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mean ± SEM, n = 3; * p < 0.05, ** p < 0.01, *** p < 0.001.
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3. Discussion

In this study, we demonstrate that L. johnsonii L531 pretreatment effectively amelio-
rates S. Infantis-induced NOD1/2 activation, ER stress, and autophagosome degradation,
thereby contributing to alleviating intestinal tissue and cell damage. However, RIP2 is not
dispensable during ER stress and autophagy induced by S. Infantis (Figure 7).
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S. Infantis infection in newly weaned piglets causes gut microbiota dysbiosis and
results in enteritis, diarrhea, fever, and poor growth performance [1,23–25]. Lactobacillus
has been shown protective against Salmonella infection [3–5,18,23]. In the piglet model,
L. johnsonii L531 could increase SCFAs levels and downregulate the NF-κB-SQSTM1 mi-
tophagy signaling pathway, thus, alleviating intestinal inflammation and limiting S. Infantis
dissemination [3,4].

NLRs are important in innate immune response and inflammation development.
NLRP3 and NLRC4 could sense Salmonella invasion and subsequently trigger cell death
pathways to eliminate pathogens [26]. NOD1 and NOD2 promote intestinal inflammation
by RIP2-mediated activation of NF-κB [4,22,27]. Furthermore, NOD1 and NOD2 are vital
for the formation of autophagosomes. Autophagy can transport intracellular bacteria to
lysosomes, where they can be neutralized [28]. A recent study has found that autophagy
plays a salient role in Salmonella contagion. It is beneficial to moderate the activation of
autophagy which inhibits the proliferation of Salmonella [29]. It is noted that Salmonella, as a
vacuolar bacterium, can commandeer autophagy by inhibiting its delivery to the lysosomal
compartment [30]. In this situation, intracellular pathogens turn autophagosomes into
protective shelters. IRGM is vital in the autophagy pathway and is essential for bacterial
clearance [31]. Our data showed S. Infantis infection significantly increased the expression
of ATG16L1 and IRGM in the small intestine and Caco2 cells. Meanwhile, L. johnsonii L531
pretreatment attenuates S. Infantis-induced autophagy. S. Infantis infection had a similar
effect to CQ, as they both led to the accumulation of LC3 protein in Caco2 cells. Therefore,
we conclude S. Infantis may escape host immune responses by inhibiting autophagy
degradation. By contrast, L. johnsonii L531 mitigated the accumulation of LC3 protein
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induced by CQ. These results indicate that L. johnsonii L531 regulates S. Infantis-induced
autophagic activation in Caco2 cells by accelerating autophagic degradation.

NOD1 and NOD2 are also involved in ER stress-induced inflammation. The NF-κB
pathway can be activated through IRE1, initiating an inflammatory response. Probiotics
such as Bifidobacterium species have a protective effect on ER stress in Caco2 monolay-
ers [32]. Beyond that, L. johnsonii L531 downregulated the mRNA expression of inflamma-
tory factor IL-6 during S. Infantis infection, contributing to ER homeostasis [8]. Our results
revealed that S. Infantis infection simultaneously activated the NOD pathway and ER stress
in vivo and in vitro. It suggests that NOD1/2 and ER stress might act synergistically in
protecting the small intestine from S. Infantis infection.

In addition to protein synthesis, ER is also the primary source of autophagy separation
membranes [33,34]. L. johnsonii L531 pretreatment not only mitigated the release of Il6 but
also prevented the overexpression of GRP78, IRE1, EIF2S1, and DDIT3. As confirmed by
the Caco2 cell infection model, L. johnsonii L531 inhibits S. Infantis-induced ER stress and
protects the ultrastructure of ER. Salmonella can use autophagy to promote its immune es-
cape and reproduction [35,36]. Our results showed that S. Infantis could inhibit autophagy
degradation. Considering the consequential damage to ER, we speculate that S. Infantis
may abduct autophagosomes to achieve immune escape by acting on the ER. L. johnsonii
L531 promotes autophagosome degradation and restores autophagic flux. Therefore, our
results demonstrate that L. johnsonii L531 inhibits ER stress, thereby alleviating cell damage
caused by S. Infantis.

In the presence of intracellular bacteria, NOD1 induces activation of the NF-κB sig-
naling pathway through the adaptor RIP2 [27]. Meanwhile, NOD1 initiates autophagy by
recruiting LC3 to S. Infantis-containing vacuole. Our data showed S. Infantis infection of
Caco2 cells with or without siRIP2 could cause a significant elevation of autophagy proteins
and ER stress-related proteins.

4. Materials and Methods
4.1. Ethics Statement

All the experimental animals in this study were treated in strict accordance with the
Guidelines for Laboratory Animal Use and Care from the Chinese Center for Disease
Control and Prevention and the Rules for Medical Laboratory Animals (1998) from the
Chinese Ministry of Health, under protocol CAU20161016-1, which was approved by
the Animal Ethics Committee of the China Agricultural University. All animals were
euthanized under pentobarbital sodium anesthesia and every effort was made to alleviate
the pain. Our experimental design met the agenda of OneHealth and the principles of the
3Rs (https://www.nc3rs.org.uk/), (accessed on 15 August 2022).

4.2. Bacterial Strains and Preparation

Lactobacillus johnsonii L531 was isolated from the colon contents of healthy neonatal
weaned piglets [3,4]. Salmonella enterica serovar Infantis strain CAU1508 was isolated from
the intestinal contents in diarrhea piglets [3,4].

4.3. Animals and Specimens

Jejunal and ileal tissues were derived from piglets, as previously described [3]. Briefly,
piglets were divided into 3 groups on day 0 (6 animals per group): control group (CN), S.
Infantis (SI) group (untreated group), and L. johnsonii + S. Infantis (LS) group. SI and LS
piglets were challenged with 10 mL of S. Infantis (1.0 × 1011 CFU/mL) on day 8. LS piglets
were administered 10 mL of L. johnsonii L531 (1.0 × 1010 CFU/mL) once daily from day 1
to 7. Animal necropsy was performed on day 18.

4.4. Regents and Antibodies

The siRNA for RIP2 was obtained from Shanghai GenePharma Co., Ltd. (Shanghai,
China). Lipofectamine™ RNAiMAX transfection reagent (13778075) was purchased from
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ThermoFisher Scientific (Rockford, USA). The following primary antibodies were used:
mouse NOD1 monoclonal antibody (sc-398696, Santa Cruz Shanghai, China), rabbit NOD2
polyclonal antibody (bs-7084R, Bioss, Beijing, China), rabbit RIP2 polyclonal antibody (bs-
3546R, Bioss, Beijing, China), rabbit IRGM polyclonal antibody (ab69494, Abcam, Boston,
MA, USA), rabbit IRE1 polyclonal antibody (ab37073, Abcam, Boston, MA, USA), rabbit
p62/SQSTM1 polyclonal antibody (18420-1-AP, Proteintech, Rosemont, IL, USA), mouse
GAPDH monoclonal antibody (60004-1-lg, Proteintech, Rosemont, IL, USA), mouse Beta
ACTIN monoclonal antibody (60008-1-lg, Proteintech, Rosemont, IL, USA), rabbit ATG16L1
monoclonal antibody (#8089, Cell Signaling Technology Shanghai, China), rabbit GRP78
polyclonal antibody (#3177, Cell Signaling Technology Shanghai, China), rabbit EIF2S1
monoclonal antibody (#5324, Cell Signaling Technology Shanghai, China), and rabbit
LC3A/B polyclonal antibody (#4108, Cell Signaling Technology Shanghai, China). The
secondary antibodies were HRP-conjugated Affinipure Goat Anti-Rabbit IgG (H + L)
(SA00001-2, Proteintech, Rosemont, IL, USA) and HRP-conjugated Affinipure Goat Anti-
Mouse IgG (H + L) (HS201-01, Proteintech, Rosemont, IL, USA).

4.5. In Vitro Caco2 Cell Infection Model

Caco2 cells were cultured in DMEM/High Glucose supplemented with 10% fetal
bovine serum (FBS) and 1% penicillin-streptomycin at 37 ◦C, 5% CO2, 95% air, and 95%
relative humidity. Cells were seeded in six-well cultured plates (1 × 106 cells per well)
under four circumstances: (i) medium individually; (ii) S. Infantis individually at a mul-
tiplicity of infection (MOI) of 20; (iii) cultivation with L. johnsonii L531 at MOI of 50, or
(iv) pre-cultivation with L. johnsonii L531 at MOI of 50 for 3 h before exposure to S. In-
fantis. Pre-incubation with L. johnsonii L531, the cells were washed 3 times after 3 h with
phosphate-buffered saline (PBS) and immediately challenged with S. Infantis at MOI of
20. At 30 min after S. Infantis stimulation, all 4 groups were rinsed 3 times with PBS to
eliminate non-invaded S. Infantis. Then, to kill any remaining extracellular S. Infantis, we
added 100 µg/mL gentamicin to cultivate cells for another 2 h. L. johnsonii L531 was not
contained in the medium during the infection. The experiments were repeated at least
three times.

4.6. RNA Interference

To verify whether the NOD-mediated autophagy is induced in response to their
specific ligand RIP2, we performed gene silencing to knock down RIP2. Caco2 cells were
seeded in 24-well plates. According to the manufacturer’s instructions, when the cells grew
to 60–80% confluence, RIP2-siRNA (si-RIP2, sense 5′-GGGAAGUGUUAUCCAGAATT-3′;
antisense 5′-UUUCUGGAUAACACUUCCCTT-3′), diluted with RNAiMAX transfection
reagent. Caco2 cells were transfected under the same condition as described above. After
5 h, cells in each well were further cultured for 36 h in 2 mL of 10% FBS.

4.7. Western Blotting

Proteins were extracted from tissues (jejunum and ileum) or Caco2 cells using the RIPA
buffer (Solarbio, Beijing, China) and 1 mM PMSF (Solarbio, Beijing, China). BCA Protein
Assay kit (23227, ThermoFisher Scientific, Waltham, MA, USA) was used to quantify the
protein concentration. Proteins were divided into 10% or 12% SDS-polyacrylamide gel
electrophoresis and transferred to the polyvinylidene difluoride membranes (Roche, Basel,
Swiss). Subsequently, proteins were blocked with 5% skim milk at 37 ◦C for 1 h and then
were incubated with the following primary antibodies overnight at 4 ◦C: NOD1 (1:500),
NOD2 (1:1000), RIP2 (1:1000), ATG16L1 (1:1000), IRGM (1:1000), P62 (1:1000), LC3A/B
(1:1000), GRP78 (1:1000), IRE1 (1:1000) and EIF2S1 (1:1000). Secondary antibodies (1:5000)
with corresponding species source were used to incubate at 37 ◦C for 1 h. The images
were visualized by an ECL detection system (Tanon 6200 chemiluminescence imaging
workstation, Tanon Science & Technology Co., Ltd. Shanghai, China).
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4.8. Quantitative Real-Time PCR

Total RNA from jejunal and ileal tissues, as well as Caco2 cells, was extracted using
EASYspin plus RNA extraction kit (Aidlab Biotechnologies, Beijing, China). cDNA was
generated using the PrimeScriptTM RT Reagent Kit (RR047A, TaKaRa, Dalian, China). The
mRNA expression levels were measured using an SYBR Green PCR Master Mix (LS2062,
Promega, Madison, WI, USA). Target gene expression was normalized to reference gene
Gapdh. Primer sequences for in vivo and in vitro samples are listed in Tables 1 and 2,
respectively. Caco2 cell samples were collected at 5 h post Salmonella infection. Primers
were synthesized by Tsingke Biotechnology (Beijing, China).

Table 1. Real-time PCR primers used in porcine samples.

Primer name Direction Sequence (5′→3′) GenBank Accession

GAPDH
F GATTCCACCCACGGCAAGTTCC

NM_001206359R AGCACCAGCATCACCCCATTTG

IL-6
F ATAAGGGAAATGTCGAGGCTGTGC NM_214399
R GGGTGGTGGCTTTGTCTGGATTC

F = forward; R = reverse.

Table 2. Real-time PCR primers used in Caco2 Cells.

Primer name Direction Sequence (5′→3′) GenBank Accession

GAPDH
F GGAGCGAGATCCCTCCAAAAT

NM_001289746.2R GGCTGTTGTCATACTTCTCATGG

DDIT3
F TCTGGCTTGGCTGACTGAGGAG

NM_001195056.1R TTTCCGTTTCCTGGGTCTTCTTTGG

IL-6
F GACAGCCACTCACCTCTTCAGAAC

NM_000600.5R GCCTCTTTGCTGCTTTCACACATG

F = forward; R = reverse.

4.9. Scanning Electron Microscopy and Transmission Electron Microscopy

After 5 h of S. Infantis challenge, Caco2 cells were harvested and fixed in 3% glu-
taraldehyde. The samples were processed as previously described [3].

4.10. Immunofluorescence

Jejunal and ileal tissues were fixed in 4% formaldehyde for 24 h and implanted in
paraffin blocks. Caco2 cells were fixed with 4% paraformaldehyde for 7 min, later cultivated
with 1% Triton-X 100 (T8787, Sigma-Aldrich, St. Louis, USA) for 15 min. Bovine serum
albumin (2%) was used to block tissue and cell specimens for 1 h at room temperature.
Then tissue specimens were incubated with NOD1 antibody (1:100) and ATG16L1 antibody
(1:50) overnight at 4 ◦C. Alexa Fluor 488 goat anti-rabbit or Alexa Fluor 555 donkey anti-
rabbit was incubated with specimens for 1 h after washing 3 times with PBS at room
temperature. DAPI was used to stain cell nuclei for 13 min at room temperature. Staining
was visualized and photographed under a confocal microscope (Leica, Leica Microsystems,
Germany). Cell samples were incubated with ATG16L1 antibody (1:100) overnight at 4 ◦C.
After 3 times washed with PBS, cells were incubated with Alexa Fluor 488 goat anti-rabbit
secondary antibodies at room temperature for 1 h. After washing 3 times with PBS, cell
samples were incubated with NOD1 antibody (1:50) overnight at 4 ◦C, then incubated with
secondary antibody (Alexa Fluor 555-labeled donkey anti-mouse) at room temperature for
1 h. Hoechst 33342 was used to stain live cell nuclei for 10 min at room temperature. Cell
staining was visualized and photographed under a confocal laser scanning microscope
(Nikon A1).
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4.11. Statistical Analysis

GraphPad Prism 8 was used for statistical analysis and figure generation. Parallel
experiments have been carried out at least three times with similar results. Data are
expressed as means ± SEM and with one-way ANOVA (Tukey’s test) or the t-test with
Bonferroni correction. p < 0.05 was statistically significant.

5. Conclusions

Our data reveal that L. johnsonii L531 restricts the overexpression of proteins involved
in the NOD pathway, ER stress, and autophagosome degradation caused by S. Infantis
infection. These effects of L. johnsonii L531 contribute to ameliorating S. Infantis-induced
intestinal tissue and cell damage, indicating a protective role of L. johnsonii L531 in response
to enteropathogenic bacteria. The limitation of the current study is that we did not explore
which components of S. Infantis caused NOD activation and ER stress. The protective
effectors from probiotic L. johnsonii L531 still need to be investigated in the future. To better
develop the antibacterial therapy using probiotics, the NOD signaling pathway, autophagy,
and ER stress crosstalk should be further studied and verified in different cells.

Supplementary Materials: The supporting information can be downloaded at: https://www.mdpi.
com/article/10.3390/ijms231810395/s1.

Author Contributions: Conceptualization, L.Y. and Y.-H.Z.; methodology, L.Y. and N.L.; validation,
L.Y. and J.W.; formal analysis, L.Y. and N.L.; investigation, L.Y. and X.W.; resources, J.-F.W., G.-Y.Y. and
Y.-H.Z.; data curation, L.Y.; writing—original draft preparation, L.Y.; writing—review and editing,
N.L., G.-Y.Y. and Y.-H.Z.; visualization, X.W. and G.-H.Y.; supervision, J.-F.W. and Y.-H.Z.; project
administration, L.Y.; funding acquisition, J.-F.W., G.-Y.Y. and Y.-H.Z. All authors have read and agreed
to the published version of the manuscript.

Funding: This research was funded by the National Natural Science Foundation of China, grant
numbers: 31873034, 31672613, and 32002351. G.Y. was supported by a fellowship from the Interna-
tional Postdoctoral Exchange Fellowship Program 2019 of the China Postdoctoral Council (No. 40
Document of OCPC, 2019).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Not applicable.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Yang, G.Y.; Yu, J.; Su, J.H.; Jiao, L.G.; Liu, X.; Zhu, Y.H. Oral Administration of Lactobacillus rhamnosus GG ameliorates Salmonella

Infantis-induced inflammation in a pig model via activation of the IL-22BP/IL-22/STAT3 pathway. Front. Cell. Infect. Microbiol.
2017, 7, 323. [CrossRef] [PubMed]

2. Ungaro, R.; Bernstein, C.N.; Gearry, R.; Hviid, A.; Kolho, K.L.; Kronman, M.P.; Shaw, S.; Van Kruiningen, H.; Colombel, J.F.;
Atreja, A. Antibiotics associated with increased risk of new-onset Crohn’s disease but not ulcerative colitis: A meta-analysis. Am.
J. Gastroenterol. 2014, 109, 1728–1738. [CrossRef] [PubMed]

3. He, T.; Zhu, Y.H.; Yu, J.; Xia, B.; Liu, X.; Yang, G.Y.; Su, J.H.; Guo, L.; Wang, M.L.; Wang, J.F. Lactobacillus johnsonii L531 reduces
pathogen load and helps maintain short-chain fatty acid levels in the intestines of pigs challenged with Salmonella enterica Infantis.
Vet. Microbiol. 2019, 230, 187–194. [CrossRef] [PubMed]

4. Xia, B.; Yu, J.; He, T.; Liu, X.; Su, J.; Wang, M.; Wang, J.; Zhu, Y. Lactobacillus johnsonii L531 ameliorates enteritis via elimination of
damaged mitochondria and suppression of SQSTM1-dependent mitophagy in a Salmonella Infantis model of piglet diarrhea.
FASEB J. 2020, 34, 2821–2839. [CrossRef] [PubMed]

5. Yang, G.Y.; Xia, B.; Su, J.H.; He, T.; Liu, X.; Guo, L.; Zhang, S.; Zhu, Y.H.; Wang, J.F. Anti-inflammatory effects of Lactobacillus
johnsonii L531 in a pig model of Salmonella Infantis infection involves modulation of CCR6+ T cell responses and ER stress. Vet.
Res. 2020, 51, 26. [CrossRef] [PubMed]

6. Zhang, Y.; Mu, T.; Yang, Y.; Zhang, J.; Ren, F.; Wu, Z. Lactobacillus johnsonii Attenuates Citrobacter rodentium-induced colitis by
regulating inflammatory responses and endoplasmic reticulum stress in mice. J. Nutr. 2021, 151, 3391–3399. [CrossRef] [PubMed]

https://www.mdpi.com/article/10.3390/ijms231810395/s1
https://www.mdpi.com/article/10.3390/ijms231810395/s1
http://doi.org/10.3389/fcimb.2017.00323
http://www.ncbi.nlm.nih.gov/pubmed/28770173
http://doi.org/10.1038/ajg.2014.246
http://www.ncbi.nlm.nih.gov/pubmed/25223575
http://doi.org/10.1016/j.vetmic.2019.02.003
http://www.ncbi.nlm.nih.gov/pubmed/30827387
http://doi.org/10.1096/fj.201901445RRR
http://www.ncbi.nlm.nih.gov/pubmed/31908018
http://doi.org/10.1186/s13567-020-00754-4
http://www.ncbi.nlm.nih.gov/pubmed/32093767
http://doi.org/10.1093/jn/nxab250
http://www.ncbi.nlm.nih.gov/pubmed/34383918


Int. J. Mol. Sci. 2022, 23, 10395 13 of 14

7. Wu, X.; Sun, L.; Zha, W.; Studer, E.; Gurley, E.; Chen, L.; Wang, X.; Hylemon, P.B.; Pandak, W.M., Jr.; Sanyal, A.J.; et al. HIV
protease inhibitors induce endoplasmic reticulum stress and disrupt barrier integrity in intestinal epithelial cells. Gastroenterology
2010, 138, 197–209. [CrossRef] [PubMed]

8. Pinto, A.P.; da Rocha, A.L.; Kohama, E.B.; Gaspar, R.C.; Simabuco, F.M.; Frantz, F.G.; de Moura, L.P.; Pauli, J.R.; Cintra, D.E.;
Ropelle, E.R.; et al. Exhaustive acute exercise-induced ER stress is attenuated in IL-6-knockout mice. J. Endocrinol. 2019, 240,
181–193. [CrossRef]

9. Li, Y.; Schwabe, R.F.; DeVries-Seimon, T.; Yao, P.M.; Gerbod-Giannone, M.C.; Tall, A.R.; Davis, R.J.; Flavell, R.; Brenner, D.A.;
Tabas, I. Free cholesterol-loaded macrophages are an abundant source of tumor necrosis factor-alpha and interleukin-6: Model
of NF-kappaB- and map kinase-dependent inflammation in advanced atherosclerosis. J. Biol. Chem. 2005, 280, 21763–21772.
[CrossRef]

10. Zhang, Z.; Qiao, D.; Zhang, Y.; Chen, Q.; Chen, Y.; Tang, Y.; Que, R.; Chen, Y.; Zheng, L.; Dai, Y.; et al. Portulaca oleracea L. Extract Ameliorates
Intestinal Inflammation by Regulating Endoplasmic Reticulum Stress and Autophagy. Mol. Nutr. Food Res. 2022, 66, e2100791. [CrossRef]

11. Tang, C.; Meng, F.; Pang, X.; Chen, M.; Zhou, L.; Lu, Z.; Lu, Y. Protective effects of Lactobacillus acidophilus NX2-6 against oleic
acid-induced steatosis, mitochondrial dysfunction, endoplasmic reticulum stress and inflammatory responses. J. Funct. Foods
2020, 74, 104206. [CrossRef]

12. Tang, C.; Kong, L.; Shan, M.; Lu, Z.; Lu, Y. Protective and ameliorating effects of probiotics against diet-induced obesity: A review.
Food Res. Int. 2021, 147, 110490. [CrossRef]

13. Keestra-Gounder, A.M.; Byndloss, M.X.; Seyffert, N.; Young, B.M.; Chavez-Arroyo, A.; Tsai, A.Y.; Cevallos, S.A.; Winter, M.G.;
Pham, O.H.; Tiffany, C.R.; et al. NOD1 and NOD2 signaling links ER stress with inflammation. Nature 2016, 532, 394–397.
[CrossRef]

14. Irving, A.T.; Mimuro, H.; Kufer, T.A.; Lo, C.; Wheeler, R.; Turner, L.J.; Thomas, B.J.; Malosse, C.; Gantier, M.P.; Casillas, L.N.; et al.
The immune receptor NOD1 and kinase RIP2 interact with bacterial peptidoglycan on early endosomes to promote autophagy
and inflammatory signaling. Cell Host Microbe 2014, 15, 623–635. [CrossRef]

15. Dufner, A.; Duncan, G.S.; Wakeham, A.; Elford, A.R.; Hall, H.T.; Ohashi, P.S.; Mak, T.W. CARD6 is interferon inducible but not
involved in nucleotide-binding oligomerization domain protein signaling leading to NF-kappaB activation. Mol. Cell. Biol. 2008,
28, 1541–1552. [CrossRef]

16. Anand, P.K.; Tait, S.W.; Lamkanfi, M.; Amer, A.O.; Nunez, G.; Pagès, G.; Pouysségur, J.; McGargill, M.A.; Green, D.R.; Kanneganti,
T.D. TLR2 and RIP2 pathways mediate autophagy of Listeria monocytogenes via extracellular signal-regulated kinase (ERK)
activation. J. Biol. Chem. 2011, 286, 42981–42991. [CrossRef] [PubMed]

17. Yang, A.; Pantoom, S.; Wu, Y.W. Elucidation of the anti-autophagy mechanism of the Legionella effector RavZ using semisynthetic
LC3 proteins. eLife 2017, 6, e23905. [CrossRef]

18. Liu, W.; Zhou, Y.; Peng, T.; Zhou, P.; Ding, X.; Li, Z.; Zhong, H.; Xu, Y.; Chen, S.; Hang, H.C.; et al. N(epsilon)-fatty acylation of
multiple membrane-associated proteins by Shigella IcsB effector to modulate host function. Nat. Microbiol. 2018, 3, 996–1009.
[CrossRef] [PubMed]

19. Chu, B.; Zhu, Y.; Su, J.; Xia, B.; Zou, Y.; Nie, J.; Zhang, W.; Wang, J. Butyrate-mediated autophagy inhibition limits cytosolic
Salmonella Infantis replication in the colon of pigs treated with a mixture of Lactobacillus and Bacillus. Vet. Res. 2020, 51, 99.
[CrossRef]

20. Travassos, L.H.; Carneiro, L.A.; Ramjeet, M.; Hussey, S.; Kim, Y.G.; Magalhaes, J.G.; Yuan, L.; Soares, F.; Chea, E.; Le Bourhis,
L.; et al. Nod1 and Nod2 direct autophagy by recruiting ATG16L1 to the plasma membrane at the site of bacterial entry. Nat.
Immunol. 2010, 11, 55–62. [CrossRef]

21. Lu, Y.; Zheng, Y.; Coyaud, E.; Zhang, C.; Selvabaskaran, A.; Yu, Y.; Xu, Z.; Weng, X.; Chen, J.S.; Meng, Y.; et al. Palmitoylation of
NOD1 and NOD2 is required for bacterial sensing. Science 2019, 366, 460–467. [CrossRef] [PubMed]

22. Chen, S.; Li, Y.; Chu, B.; Yuan, L.; Liu, N.; Zhu, Y.; Wang, J. Lactobacillus johnsonii L531 Alleviates the Damage Caused by Salmonella
Typhimurium via Inhibiting TLR4, NF-kappaB, and NLRP3 Inflammasome Signaling Pathways. Microorganisms 2021, 9, 1983.
[CrossRef] [PubMed]

23. Homer, C.R.; Kabi, A.; Marina-Garcia, N.; Sreekumar, A.; Nesvizhskii, A.I.; Nickerson, K.P.; Chinnaiyan, A.M.; Nunez, G.;
McDonald, C. A dual role for receptor-interacting protein kinase 2 (RIP2) kinase activity in nucleotide-binding oligomerization
domain 2 (NOD2)-dependent autophagy. J. Biol. Chem. 2012, 287, 25565–25576. [CrossRef] [PubMed]

24. Abbott, D.W.; Wilkins, A.; Asara, J.M.; Cantley, L.C. The Crohn’s disease protein, NOD2, requires RIP2 in order to induce
ubiquitinylation of a novel site on NEMO. Curr. Biol. 2004, 14, 2217–2227. [CrossRef]

25. Zhang, W.; Zhu, Y.H.; Yang, G.Y.; Liu, X.; Xia, B.; Hu, X.; Su, J.H.; Wang, J.F. Lactobacillus rhamnosus GG affects Microbiota and
suppresses autophagy in the intestines of pigs challenged with Salmonella Infantis. Front. Microbiol. 2017, 8, 2705. [CrossRef]

26. Sundaram, B.; Kanneganti, T.D. Advances in Understanding Activation and Function of the NLRC4 Inflammasome. Int. J. Mol.
Sci. 2021, 22, 1048. [CrossRef]

27. Keestra, A.M.; Winter, M.G.; Klein-Douwel, D.; Xavier, M.N.; Winter, S.E.; Kim, A.; Tsolis, R.M.; Baumler, A.J. A Salmonella
virulence factor activates the NOD1/NOD2 signaling pathway. mBio 2011, 2, e00266-11.

28. Gomes, L.C.; Dikic, I. Autophagy in antimicrobial immunity. Mol. Cell 2014, 54, 224–233. [CrossRef]
29. Kishi-Itakura, C.; Ktistakis, N.T.; Buss, F. Ultrastructural insights into pathogen clearance by autophagy. Traffic 2020, 21, 310–323.

[CrossRef]

http://doi.org/10.1053/j.gastro.2009.08.054
http://www.ncbi.nlm.nih.gov/pubmed/19732776
http://doi.org/10.1530/JOE-18-0404
http://doi.org/10.1074/jbc.M501759200
http://doi.org/10.1002/mnfr.202100791
http://doi.org/10.1016/j.jff.2020.104206
http://doi.org/10.1016/j.foodres.2021.110490
http://doi.org/10.1038/nature17631
http://doi.org/10.1016/j.chom.2014.04.001
http://doi.org/10.1128/MCB.01359-07
http://doi.org/10.1074/jbc.M111.310599
http://www.ncbi.nlm.nih.gov/pubmed/22033934
http://doi.org/10.7554/eLife.23905
http://doi.org/10.1038/s41564-018-0215-6
http://www.ncbi.nlm.nih.gov/pubmed/30061757
http://doi.org/10.1186/s13567-020-00823-8
http://doi.org/10.1038/ni.1823
http://doi.org/10.1126/science.aau6391
http://www.ncbi.nlm.nih.gov/pubmed/31649195
http://doi.org/10.3390/microorganisms9091983
http://www.ncbi.nlm.nih.gov/pubmed/34576878
http://doi.org/10.1074/jbc.M111.326835
http://www.ncbi.nlm.nih.gov/pubmed/22665475
http://doi.org/10.1016/j.cub.2004.12.032
http://doi.org/10.3389/fmicb.2017.02705
http://doi.org/10.3390/ijms22031048
http://doi.org/10.1016/j.molcel.2014.03.009
http://doi.org/10.1111/tra.12723


Int. J. Mol. Sci. 2022, 23, 10395 14 of 14

30. Huang, J.; Brumell, J.H. Autophagy in immunity against intracellular bacteria. Curr. Top. Microbiol. Immunol. 2009, 335, 189–215.
31. Chauhan, S.; Mandell, M.A.; Deretic, V. IRGM governs the core autophagy machinery to conduct antimicrobial defense. Mol. Cell

2015, 58, 507–521. [CrossRef]
32. Akiyama, T.; Oishi, K.; Wullaert, A. Bifidobacteria Prevent Tunicamycin-Induced Endoplasmic Reticulum Stress and Subsequent

Barrier Disruption in Human Intestinal Epithelial Caco-2 Monolayers. PLoS ONE 2016, 11, e0162448. [CrossRef]
33. Raciti, M.; Lotti, L.V.; Valia, S.; Pulcinelli, F.M.; Di Renzo, L. JNK2 is activated during ER stress and promotes cell survival. Cell

Death Dis. 2012, 3, e429. [CrossRef]
34. Bernales, S.; Schuck, S.; Walter, P. ER-phagy: Selective autophagy of the endoplasmic reticulum. Autophagy 2007, 3, 285–287.

[CrossRef]
35. Huang, J.; Brumell, J.H. Bacteria-autophagy interplay: A battle for survival. Nat. Rev. Microbiol. 2016, 12, 101–114. [CrossRef]

[PubMed]
36. García-Gil, A.; Galán-Enríquez, C.S.; Pérez-López, A.; Nava, P.; Alpuche-Aranda, C.; Ortiz-Navarrete, V. SopB activates the

Akt-YAP pathway to promote Salmonella survival within B cells. Virulence 2018, 9, 1390–1402. [CrossRef]

http://doi.org/10.1016/j.molcel.2015.03.020
http://doi.org/10.1371/journal.pone.0162448
http://doi.org/10.1038/cddis.2012.167
http://doi.org/10.4161/auto.3930
http://doi.org/10.1038/nrmicro3160
http://www.ncbi.nlm.nih.gov/pubmed/24384599
http://doi.org/10.1080/21505594.2018.1509664

	Introduction 
	Results 
	L. johnsonii L531 Is Protective in the Prevention of S. Infantis-Induced Intestinal Inflammation and Damage to the Small Intestine 
	Pretreatment with L. johnsonii L531 Suppresses S. Infantis-Induced Activation of the NOD Pathway in the Small Intestine 
	Pretreatment with L. johnsonii L531 Attenuates S. Infantis-Induced Autophagy in the Small Intestine 
	L. johnsonii L531 Represses S. Infantis-Induced NOD Activation and Modulates Autophagy in Caco2 Cells 
	L. johnsonii L531 Enhances the Resistance of Caco2 Cells to S. Infantis by Promoting Autophagy Degradation 
	L. johnsonii L531 Alleviates Cell Damage by Regulating ER Stress in Response to S. Infantis 
	RIP2 Inhibition Did Not Alter S. Infantis-Induced Autophagy and ER Stress in Caco2 Cells 

	Discussion 
	Materials and Methods 
	Ethics Statement 
	Bacterial Strains and Preparation 
	Animals and Specimens 
	Regents and Antibodies 
	In Vitro Caco2 Cell Infection Model 
	RNA Interference 
	Western Blotting 
	Quantitative Real-Time PCR 
	Scanning Electron Microscopy and Transmission Electron Microscopy 
	Immunofluorescence 
	Statistical Analysis 

	Conclusions 
	References

