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Objective: In the present study, we separated and characterized mouse gingival-derived 
mesenchymal stem cells (GMSCs) and investigated whether GMSCs can improve lipopoly
saccharide (LPS)-induced sepsis and its complications.
Methods: Ninety-six ICR mice were randomly divided into the following groups: the 
control (Sham), LPS, and LPS + MSC groups. Mice received 5 mg/kg LPS intraperitoneally 
to induce sepsis. Histopathological micrographs illustrated organ injury. We detected sys
temic inflammation, blood glucose levels, and serum levels of high-mobility group box 1 
(HMGB1) and lactate. In addition, pulmonary inflammation, lung permeability, and oxidative 
stress-related indicators in lung tissue were measured.
Results: We successfully separated a novel population of MSCs from mouse gingiva. These 
cells had MSC-associated properties, such as a typical fibroblast-like morphology, multiple 
differentiation potential, and certain phenotypes. Cell-based therapy using GMSCs signifi
cantly improved the survival rate, systemic inflammation, hypoglycemia, multiple organ 
dysfunction syndrome (MODS), and aortic injury during sepsis. GMSCs administration 
reduced pulmonary inflammation, lung permeability, and oxidative stress injury. GMSCs 
administration reduced neutrophil infiltration partly because GMSCs inhibited neutrophil 
chemoattractants tumor necrosis factor (TNF-α), C-X-C motif chemokine ligand (CXCL-1), 
and Interleukin (IL-8). GMSCs impaired LPS-induced HMGB1 and lactate release during 
sepsis.
Conclusion: GMSCs administration is a novel therapeutic strategy targeting aerobic glyco
lysis for the treatment of sepsis because GMSCs impair LPS-induced HMGB1 and lactate 
release. GMSCs alleviate lung injury partly because GMSCs exert immune effects, inhibit 
neutrophilic inflammation, and reduce oxidative stress injury.
Keywords: mesenchymal stem cells, sepsis, ALI, neutrophilic inflammation, oxidative 
stress, Warburg effect

Introduction
Sepsis, which presents many complications such as multiple organ dysfunction 
syndrome (MODS), pathoglycemia, and hypotension, results in a high mortality 
rate and stems from systemic infections involving alterations to inflammatory 
parameters and oxidant status in many tissues.1,2 There is no effective treatment 
for sepsis, and the development of effective treatments is urgently needed.

Mesenchymal stem cells (MSCs) had substantial therapeutic promise for a wide 
range of diseases, including sepsis and acute lung injury (ALI), owing to their low 
immunogenicity, potent immunomodulatory potential, and paracrine capability.3–6 

The beneficial effects of MSCs administration in a sepsis model were identified.7–15 
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MSCs administration reduced lung injury by inhibiting the 
excessive inflammatory response in mice with sepsis.7–11 

MSCs administration resulted in reduced kidney injury 
during polymicrobial sepsis.12 MSCs administration 
improved systemic response and myocardial function dur
ing endotoxemia.13,14 Previous studies ignored the effects 
of MSCs on large blood vessel injuries, such as aortic 
injury, in a sepsis model. Vascular injury was a critical 
cause of the development of ALI and sepsis.15,16 

Generally, vascular injury occurred before the onset of 
inflammatory cell infiltration and organic damage.17,18 In 
addition, arterial hypotension, which can be caused by 
large blood vessel damage, led to organ dysfunction and 
septic shock, which were the most severe complications of 
sepsis and other related deadly diseases.19,20 We examined 
the effects of sepsis and GMSCs on large blood vessels.

Disordered inflammation is a crucial component in the 
pathogenesis of sepsis and ALI. Sepsis is characterized by 
an uncontrolled inflammatory response involving inflam
matory factors, such as IL-1β and TNF-α, and effector 
cells, such as neutrophils.21,22 There is convincing evi
dence that deleterious activation of neutrophils is 
a critical reason leading to host tissue injury and organ 
damage during sepsis.23 MSCs administration is known to 
reduce neutrophil content in LPS-induced ALI and 
sepsis.7,24 However, the underlying mechanisms by 
which MSCs reduce neutrophil content in septic mice 
require further research.

The “Warburg effect”, which was first found in cancer 
cells, described the phenomenon that tumor cells prefer
entially utilized aerobic glycolysis rather than oxidative 
phosphorylation for energy production: this effect was 
also a vital aspect of innate and adaptive immunity.25,26 

There is convincing evidence that activated immune cells, 
including macrophages, neutrophils, and T cells, switch 
from oxidative phosphorylation to aerobic glycolysis in 
a manner similar to tumor cells.25 This alteration contrib
uted to the immunoregulation capability and represented 
a new treatment for immune system diseases.26 LPS injec
tion is known to induce a switch from oxidative phosphor
ylation to aerobic glycolysis in immune cells, including 
dendritic cells and macrophages.27 Increased aerobic gly
colysis consumed a large amount of glucose and produced 
a large amount of lactate. Increased serum lactate levels 
were a biological marker of mortality and multiple system 
organ failure during sepsis, and lactate clearance was 
a novel therapeutic method for sepsis.28–30 In addition, 
lactate which is produced by aerobic glycolysis 

stimulates macrophages to release HMGB1.31 HMGB1 is 
a promising therapeutic target for sepsis treatment.32,33 

The Warburg effect opened the door to developing new 
treatments for inflammatory diseases, including sepsis.26,34 

GMSCs administration may impair LPS-induced lactate 
and HMGB1 release during sepsis.

Toll-like receptor 4 (TLR4) stimulated human artery 
endothelial cells to release proinflammatory cytokines, 
including IL-1β and TNF-α.35,36 TLR4/myeloid differen
tiation factor 88 (MyD88) signal pathway, which can be 
activated by LPS, was a crucial component in the patho
genesis of sepsis.37 Activation of TLR4/MyD88 signaling 
was a vital component in the development of sepsis.38 LPS 
administration led to an excessive inflammatory response 
via TLR4/MyD88 signaling, GMSCs administration may 
improve sepsis via TLR4/MyD88 signaling.

Methods
Separation and Culture of GMSCs
Gingival tissues from the maxillary molar region were sepa
rated and washed 5–7 times with sterile PBS, and as many 
blood cells as possible were removed. Then, the connective 
tissues were carefully removed. The remaining gingival tis
sues were mechanically minced into tiny fragments (1 mm3), 
and the extracellular matrix of the minced tissues was dis
sociated with 3 mg/mL trypsin II and 2 mg/mL collagenase 
type I at 37°C for 70 minutes. A complete DMEM/F12 
medium was utilized to immediately neutralize the enzymatic 
reaction. A 100-µm mesh sieve was utilized to filter through 
the cell suspension. After centrifugation, the cell pellets were 
resuspended in a complete DMEM/F12 medium and seeded 
into 6-well plates and cultured in a humidified incubator with 
5% CO2. To minimize heterogeneity, gingival tissues were 
separated from six individual mice.

The supernatant was discarded, and the nonadherent 
cells and exfoliated tissue masses were carefully removed. 
Henceforth, the medium was replaced every 24–48 
h. 0.25% trypsin/EDTA was utilized to passage the 
GMSCs at a 1:2 dilution.

Immunofluorescence Staining
Paraformaldehyde prefixed GMSCs were permeabilized 
using 0.1% Triton X-100. 10% sheep serum was used to 
block nonspecific binding sites. After blocking, the GMSCs 
were incubated with the following primary antibodies: FITC- 
rabbit Sox-2, OCT-4, CD34, CD45, CD73, CD90, and 
CD105. After incubation, the GMSCs were incubated in 
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PBS containing FITC-conjugated goat anti-rabbit secondary 
antibodies, followed by 3×5 min washes. The GMSCs were 
counterstained with 1 µg/mL DAPI. Finally, the fluorescence 
signals were captured under a fluorescence microscope.

Multiple Differentiation Potential of 
GMSCs
Osteogenic Differentiation of GMSCs
GMSCs were seeded in 12-well plates (2.0 × 105 cells/ 
well). The medium was replaced with an osteogenic dif
ferentiation medium when the cells reached 30% conflu
ence. The osteogenic medium was refreshed with 50% 
fresh medium every 2 days. On day 21 of culture and 
differentiation, calcium deposition was identified by per
forming Alizarin Red staining. All information on the 
induction medium is listed in Supplementary Material 1.

Adipogenic Differentiation of GMSCs
Third-generation GMSCs were inoculated in 12-well 
plates (2.0 × 105 cells/well). The medium was replaced 
with an adipogenic induction and differentiation medium 
when cells were 30% confluent. The adipogenic medium 
was refreshed with 50% fresh medium every 2 days. 
Afterward, Oil Red O staining was performed to visualize 
the accumulation of intracellular lipid droplets.

Chondrogenic Differentiation of GMSCs
For chondrogenic differentiation, third-generation GMSCs 
were cultured in chondrogenic medium when they prolif
erated to 30% confluence. The chondrogenic medium was 
refreshed with 50% fresh medium every 2 days. On day 21 
of culture, Alcian Blue staining was performed to confirm 
chondrogenic differentiation.

Neuroblastic Differentiation of GMSCs
When 30% confluence was achieved, GMSCs were 
exposed to a neuroblastic differentiation medium, which 
was replaced with 50% fresh medium every 2 days. 
On day 21 of differentiation and culture, the cellular mor
phology of GMSCs was detected.

Experimental Groups and LPS-Induced 
Septic Model
All protocols used in this study were approved by the 
Animal Experimental Welfare of the Institute of Animal 
Science, Chinese Academy of Agricultural Sciences 
(Beijing, China). All experiments were performed in 
accordance with the Animal Experimental Welfare of the 

Institute of Animal Science, Chinese Academy of 
Agricultural Sciences and the Guide for the Care and 
Use of Laboratory Animals published by the US 
National Institutes of Health. Thirty male ICR mice (8 
weeks old, 18–21 g) were provided by Beijing HFK 
Biotechnology Co., Ltd. (Beijing, China).

The septic model was established by administering an 
intraperitoneal injection of 5 mg/kg LPS (O55:B5, Sigma- 
Aldrich, St. Louis, MO, USA). Ninety-six male mice were 
randomized into the following groups: (1) in the control group 
(Sham), the mice received equal volumes of normal saline 
intraperitoneally; (2) in the LPS group, the mice received 
5 mg/kg LPS intraperitoneally; (3) in the MSCs + LPS 
group, the mice received 5 mg/kg LPS intraperitoneally. Two 
hours later, the mice received 1×106 GMSCs via tail vein 
injection. The mice were received anti-rejection drug cyclos
porine intraperitoneally once a day for one week before the 
experiment. The mice received 2 mg/kg of cyclosporine intra
peritoneally as previously described.39–41 The mice were 
killed at 6 h, 12 h, 24 h, and 48 h. Each group contained 8 mice.

Collection of Tissue Samples and 
Bronchoalveolar Lavage Fluid (BALF)
Blood samples from mice were harvested from the retro- 
orbital sinus and placed into a blood collection vessel 
containing an anticoagulant. After centrifugation, the 
upper serum layer was got and frozen at −20°C. After 
sampling, the tissues were immediately transferred to 
liquid nitrogen tanks.

Two milliliters of ice-cold PBS was utilized for whole- 
lung lavage, the whole BALF was flushed five times, and 
the output fluid was harvested. The supernatant was imme
diately stored at −20°C.

Histopathology
The lung, liver, kidney, heart, and aortic tissue samples 
were dehydrated and embedded in paraffin. Five-µm-thick 
sections were stained with HE. Photographs taken using an 
investigator (Olympus Corp., Japan) were used to perform 
morphometric measurements.

Pulmonary Edema
To quantify the degree of pulmonary edema, the protein 
content in BALF and the wet/dry ratio (W/D) of lung 
tissues were detected. The lung tissues were dried until 
a stable dry weight was obtained. W/D = wet weight of the 
lung tissue/dry weight of the lung tissue. A Bio-Rad 
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protein assay kit was utilized to calculate the protein con
centration in BALF.

Determination of Oxidative Stress Index
MDA, SOD, MPO, and GSH expressions in the mice were 
detected using spectrophotometry, as previously described 
following the instructions.54,55

Detection of Inflammatory Factors Levels
Levels of anti-inflammatory cytokines (IL-1RN and IL-10) 
and pro-inflammatory cytokines (IL-1β) and neutrophil 
chemoattractants (CXCL-1, IL-1β, and TNF-α) in BALF 
and levels of CXCL-1, IL-1β, IL-8, and TNF-α in serum 
were detected using mouse enzyme-linked immunosorbent 
assay (ELISA) kits.

Quantitative Real-Time PCR
Total RNA of lung tissues was extracted and used to 
synthesize cDNAs. Real-time fluorescence quantitative 
PCR was performed as described,27 Supplementary 
Material 2 listed the murine PCR primer sequence 
information.

Survival Analysis
For survival analysis, 60 male mice were divided into the 
following groups: Sham, LPS, and LPS + MSC. LPS mice 
received 12 mg/kg LPS (O55:B5, Sigma-Aldrich, 
St. Louis, MO, USA) intraperitoneally. Sham mice 
received with the equal volumes of saline. LPS + MSC 
mice received 12 mg/kg of LPS intraperitoneally and then 
received 1×106 GMSCs via a tail vein injection two hours 
later. All mice received anti-rejection drug cyclosporine 
once a day for one week before the experiment. The 
number of dead mice was recorded every 6 hours for 48 
h, and each group included 20 mice.

Detection of the Levels of Lactate, Blood Glucose, 
and HMGB1
A blood glucose meter was utilized to assess the blood 
glucose levels. Lactate in serum was detected with 
a colorimetric L-lactate assay kitactate assay kit. The 
serum levels of HMGB1 were measured using a mouse 
ELISA kit. The serum levels of HMGB1 were measured 
with a commercial kit (Shino Test Corporation, Tokyo, 
Japan)27 The GLUT1 and HMGB1 mRNA expression 
levels in lung tissue were detected.

Statistical Evaluation
We computed the figures and data with either GraphPad 
Prism 6 software or SPSS 21.0 (SPSS Inc., Chicago, IL, 
USA). Statistical differences among the groups were 
assessed using one-way ANOVA. The significance thresh
old was set to P < 0.05. All data are expressed as the mean 
± SD (x ± s).

Results
Biological Characteristics of GMSCs
The cellular morphology of the GMSCs was determined at 
different passages P1 (Figure 1A-a), P5 (Figure 1A-b), 
P15 (Figure 1A-c), and P25 (Figure 1A-d). Under osteo
genic induction conditions for 21 days, many calcium 
nodules appeared in the cytoplasm, and Alizarin Red 
staining showed that the reaction of calcifying nodules 
was positive in differentiated GMSCs (Figure 1B-a). 
Under adipocytic induction conditions for 21 days, many 
lipid droplets formed in the cytoplasm, and lipid droplets 
were successfully stained with Oil Red O (Figure 1B-b). 
GMSCs were positive for Alcian Blue staining after incu
bation in a chondrogenic medium for 21 days (Figure 1B- 
c). Under neurogenic induction conditions for 21 days, the 
cellular morphology changed from a spindle-shaped mor
phology to a multipolar and stellate morphology, and the 
GMSCs grew many branches and formed many synapses 
on the cell surface (Figure 1B-d). The GMSCs surface 
antigens CD73, CD90, CD105, Sox-2, and OCT-4 were 
positively expressed, while CD34 and CD45 were nega
tively expressed, as identified by immunofluorescence 
staining (Figure 1C).

Mortality Rate
Sham-operated mice exhibited 100% survival. Compared 
with the LPS group, GMSCs administration dramatically 
improved survival (P < 0.01; Figure 2A).

Systemic Inflammation
In mice treated with LPS, the serum levels of neutrophil 
chemoattractants CXCL-1 (Figure 2B; P < 0.05), TNF-α 
(Figure 2C; P < 0.05), and IL-8 (Figure 2D; P < 0.05) and 
proinflammatory cytokine IL-1β (Figure 2E; P < 0.05), 
upregulated within 6 hours, downregulated at 12 hours, 
and downregulated again at 24 hours. GMSCs administra
tion prevented the upregulation of proinflammatory cyto
kine concentration IL-1β (P < 0.01). Cytokine 
concentrations of neutrophil chemoattractants IL-8 (P < 
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0.01), CXCL-1 (P < 0.01) and TNF-α (P < 0.01) were 
markedly reduced in LPS + MSC group in comparison to 
LPS group.

Oxidative Stress Parameters in Lung 
Tissue
The expressions of SOD (Figure 2F), MDA (Figure 2G), 
GSH (Figure 2H), and MPO (Figure 2I) in lung tissue 
were detected. LPS administration prominently increased 
the expression of MDA (P < 0.05) and MPO (P < 0.05) 
and prominently decreased the expression of SOD (P < 

0.05) and GSH (P < 0.05) compared to Sham. Significant 
decreases in the MDA (P < 0.05) and MPO (P < 0.05) 
levels and significant increases in SOD (P < 0.05) and 
GSH (P < 0.05) levels were detected after GMSCs admin
istration in comparison to LPS group.

Morphological Assessment
Compared with the lung tissues of normal mice 
(Figure 3A, D, and G), the degrees of lung injury, inflam
matory infiltration, and interstitial edema increased after 
LPS administration (Figure 3B, E, and H). GMSCs 

Figure 1 Biological characteristics of GMSCs. 
Notes: (A) The cellular morphology of the GMSCs. The cellular morphology of the GMSCs was determined at different passages: 1 (A-a), P5 (A-b), P15 (A-c), and P25 (A-d) 
(200x magnification). (B) Multidirectional differentiation potential of GMSCs. Under osteogenic induction conditions for 21 days, Alizarin Red staining was performed to 
show calcium deposition (B-a). Under adipocytic induction conditions for 14 days, Oil Red O staining was performed to evaluate the accumulation of lipids (B-b). Under 
chondrogenic induction conditions for 21 days, Alcian blue staining was performed to confirm chondrogenic differentiation (B-c) (200x magnification). Under neurogenic 
induction conditions for 21 days, the cellular morphology changed from a spindle-shaped morphology to a multipolar and stellate morphology, and the GMSCs grew many 
branches and formed many synapses on the cell surface, as indicated by the arrows (B-d) (400x magnification). (C) The results of immunofluorescent staining. GMSCs 
surface antigens were detected by immunofluorescence staining (200x magnification).
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treatment significantly improved the degrees of lung 
injury, inflammatory infiltration, and interstitial edema 
(Figure 3C, F, and I) compared to LPS. As 
Supplementary Material 3 showed, GMSCs administration 
significantly decreased the lung injury score at each point 
in mice with sepsis (P < 0.05).

Pulmonary Permeability
LPS injection prominently upregulated the W/D (P < 0.05; 
Figure 3J) and the concentration of total protein in BALF 
(P < 0.05; Figure 3K) compared to Sham. GMSCs treat
ment exerted a prominent preventative effect on the 
increases in total protein concentration (P < 0.05) and 
the W/D ratio (P < 0.05), demonstrating that GMSCs 
administration reduced the degree of pulmonary edema.

Pulmonary Inflammation
As shown in Table 1, LPS administration prominently 
upregulated the neutrophil content (P < 0.01) and the 

macrophage content (P < 0.01) in BALF. BM-MSCs treat
ment prominently prevented the increase in neutrophil 
content (P < 0.01) and macrophage content (P < 0.01) 
compared to LPS. LPS or BM-MSCs had no effect on the 
number of lymphocytes and eosinophils (P > 0.05).

As shown in Table 2, LPS injection prominently upre
gulated the BALF levels of neutrophil chemoattractants 
CXCL-1 (P < 0.01), IL-8 (P < 0.01), and TNF-α (P < 
0.01), and proinflammatory factor IL-1β (P < 0.01) and anti- 
inflammatory factor IL-10 (P < 0.01); while LPS injection 
prominently downregulated anti- inflammatory factor IL- 
1RN (P < 0.01). GMSCs administration prominently upre
gulated the BALF levels of IL-1RN (P < 0.01) and IL-10 
(P < 0.01) but prominently downregulated the BALF levels 
of CXCL-1 (P < 0.01), IL-8 (P < 0.05), TNF-α (P < 0.05), 
and IL-1β (P < 0.05) at 6 hours after sepsis induction.

As shown in Table 2, LPS injection markedly upregulated 
BALF levels of CXCL-1 (P < 0.01), IL-6 (P < 0.01), IL-8 
(P < 0.01), IL-10 (P < 0.01), and TNF-α (P < 0.01) and 
markedly downregulated BALF levels of IL-1RN (P < 0.01). 

Figure 2 Assessment of survival rates, systemic inflammation, and oxidative stress injury. 
Notes: (A) Assessment of survival rates. The serum levels of CXCL-1 (B), TNF-α (C), IL-8 (D), and IL-1β (E) were detected. The levels of SOD (F), MDA (G), GSH (H), 
and MPO (I) in lung tissue, as indicators of oxidative stress injury, were detected. *P < 0.05 compared with the Sham group. #P < 0.05 compared with the LPS group. **P < 
0.01 compared with the Sham group. ##P < 0.01 compared with the LPS group. Values are expressed as the means ± SD.
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BM-MSCs administration increased IL-10 (P < 0.01) and IL- 
1RN (P < 0.05) release and impaired CXCL-1 (P < 0.05), IL- 
6 (P < 0.05), IL-8 (P < 0.05), and TNF-α (P < 0.05) release in 
BALF in comparison to LPS group.

Morphological Analysis of Aortic Injury
In the sham group, the aorta was uniformly stained and 
arranged regularly, the endothelium was smooth and orga
nized, and the elastic fibers had a regular, wavy shape 
(Figure 4A and D). After LPS administration, the endothe
lium was not smooth or regular, the elastic fibers of the 
media became sparse, and the elastic fibers lost their reg
ular, wavy shape; furthermore, LPS administration signifi
cantly increased the aortic media thickness and the number 
of neutrophils and significantly decreased the area of the 
elastic fibers (Figure 4B and E). Compared with the LPS 
group, after GMSCs administration, mice in the LPS + 
MSC group showed decreased aortic media thickness and 
increased elastic fiber area; furthermore, in the LPS + MSC 
group, endothelial elastic fiber shape and elastic fiber dis
tribution were improved, but these fibers had not comple
tely returned to their normal form (Figure 4C and F).

Figure 3 GMSCs administration reduces lung injury and lung permeability. 
Notes: (A–I) Histologic assessment of lung tissues. The wet/dry ratios (J) and the concentration of total protein in BALF (K) at each point were determined. ((A–I), 100x 
magnification). *P < 0.05 compared with the Sham group. #P < 0.05 compared with the LPS group. **P < 0.01 compared with the Sham group. ##P < 0.01 compared with the 
LPS group. Values are expressed as the means ± SD.

Table 1 Cell Counts in the BALF (Cells/mL) at 6 Hours Post- 
Sepsis

Group Sham LPS LPS + MSC

Total cells 1.35 ± 1.21 11.28 ± 2.14** 8.58 ± 0.94##

Neutrophils 0.04 ± 0.03 7.35 ± 1.23** 5.84 ± 2.38##

Macrophages 1.01 ± 0.48 3.12 ± 0.67** 2.56 ± 0.54#

Lymphocytes 0.04 ± 0.07 0.15 ± 0.14 0.15 ± 0.16

Eosinophils 0.02 ± 0.04 0.01 ± 0.03 0.04 ± 0.05

Notes: Compared with the sham group, LPS administration increased the numbers 
of total cells, neutrophils, and macrophages. Compared with the LPS group, GMSCs 
administration decreased the numbers of total cells, neutrophils, and macrophages. 
#P < 0.05 compared with the LPS group, **P < 0.01 compared with the sham group, 
##P < 0.01 compared with the LPS group. Values are expressed as the means ± SD.
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As Table 3 shows, LPS administration increased the 
medial thickness of the aorta (P < 0.01) but decreased 
the median membrane elastic fiber area ratio (P < 0.01) 
in comparison to sham group. GMSCs administration 
decreased the medial thickness of the aorta (P < 0.05) 
and increased the median membrane elastic fiber area 
ratio (P < 0.01) in comparison to LPS group.

GMSCs Attenuate LPS-Induced MODS
GMSCs Attenuate Liver Injury
The liver lobules of the mice in the sham group were intact 
and clear, the cells were neatly arranged, the intercellular 
substance was free of edema, the liver stripes were clear and 
regular, and there were no symptoms of injury (Figure 5A 
and D). The liver lobules of the mice in the LPS group were 
severely damaged, liver cells swelled, intercellular sub
stances disappeared, and there was a large amount of neu
trophil infiltration (Figure 5B and E). The liver lobules in the 
LPS + MSC group exhibited significantly less structural 
damage to liver tissues, with clearer liver lobules and 
a small amount of neutrophil infiltration (Figure 5C and F).

As Table 3 shows, LPS administration prominently 
upregulated serum levels of ALT (P < 0.01) and AST 
(P < 0.01) compared to sham. While GMSCs treatment 
prominently downregulated serum levels of ALT (P < 
0.05) and AST (P < 0.05) compared to LPS. As 
Supplementary Material 3 showed, GMSCs administration 
significantly decreased the liver injury score in mice with 
sepsis (P < 0.05).

GMSCs Attenuate Kidney Injury
The kidney tissues of the mice in the sham group 
(Figure 6A and D) were intact and clear, the cells were 

Figure 4 Histologic assessment of aortic tissues. 
Notes: (A) Sham group. (B) LPS group. (C) LPS + MSC group. (D) Sham group. (E) LPS group. (F) LPS + MSC group. Histologic assessment revealed evidence of the degree 
of aortic injury. Black arrows indicate neutrophils. ((A–C), 100x magnification). ((D–F), 400x magnification).

Table 2 Inflammatory Cytokine Levels in the BALF (Pg/mL) at 6 
Hours Post-Sepsis

Group Sham LPS LPS + MSC

CXCL-1 16.2 ± 1.86 648.9 ± 109.53** 265.86 ± 58.1##

IL-1β 19.24 ± 3.81 706.9 ± 161.5** 563.1 ± 116.9#

IL-8 13.9 ± 5.1 489.6 ± 95.46** 404.9 ± 109.3#

IFN-γ 11.33 ± 2.93 152.3 ± 18.9** 128.6 ± 23.9#

TNF-α 19.32 ± 3.38 236.14 ± 15.15** 189.28 ± 10.69#

IL-1RN 50.37 ± 9.48 23.68 ± 4.29** 68.34 ± 21.98##

IL-10 16.9 ± 3.7 513.2 ± 95.85** 804.9 ± 216.7##

Notes: Upregulation of the BALF levels of CXCL-1, IL-1β, IL-8, IL-10, IFN-γ, and 
TNF-α and downregulation of the BALF levels of IL-1RN were detected after LPS 
injection, while GMSCs administration decreased the BALF levels of the proinflam
matory factors CXCL-1, IL-1β, IL-8, IFN-γ, and TNF-α but increased the BALF 
levels of the anti-inflammatory factors IL-1RN and IL-10 in mice with sepsis. #P < 
0.05 compared with the LPS group, **P < 0.01 compared with the sham group, 
##P < 0.01 compared with the LPS group. Values are expressed as the means ± SD. 
Abbreviations: CXCL, C-X-C motif chemokine ligand; IL, interleukin; TNF, tumor 
necrosis factor; IFN, interferon.
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neatly arranged, the intercellular substance was free of 
edema, cortical tubular epithelial cells were well shaped. 
The kidneys of septic mice were severely damaged, the 
cells swelled, and the intercellular substance disappeared. 
In addition, severe epithelial vacuolization and an atypical 
shape with almost no nuclei were observed in septic mice 
(Figure 6B and E). Compared with the LPS group, septic 
mice had significantly less kidney tissue structural 
damage, clearer nephrons and less vacuolization after 
GMSCs administration (Figure 6C and F), suggesting 
that GMSCs administration reduced LPS-induced kidney 
injury.

As Table 3 shows, serum levels of urea (P < 0.01), 
BUN (P < 0.01), and Scr (P < 0.01) in the LPS group were 
prominently upregulated compared to sham, while GMSCs 
treatment prominently downregulated urea (P < 0.05), 
BUN (P < 0.05), and Scr (P < 0.05) compared to LPS. 
As Supplementary Material 3 showed, GMSCs adminis
tration significantly decreased the acute tubular damage 
score in mice with sepsis (P < 0.05).

GMSCs Attenuate Heart Injury
In the sham group, the myocardial tissue was uniformly 
stained, the myocardial fibers were arranged regularly, and 

Table 3 Markers of Liver Disease and Kidney Injury at 48 Hours Post-Sepsis

Group Sham LPS LPS + MSC

ALT (U/L) 27.34 ± 0.37 48.55 ± 9.86** 37.21 ± 7.46#

AST (U/L) 112.13 ± 15.9 160.94 ± 49.6** 130.45 ± 26#

Urea 18.31 ± 3.24 75.13 ± 11.6** 40.88 ± 5.31#

BUN (mmol/L) 5.85 ± 1.12 8.28 ± 1.61** 7.0 ± 1.55#

Scr (mg/dl) 0.11 ± 0.02 0.48 ± 0.08** 0.32 ± 0.06#

Medial thickness of aorta 51.4 ± 10.12 65.46 ± 11.8** 57.79 ± 11.8#

Median membrane elastic fiber area ratio 48.93 ± 9.24 27.45 ± 3.23** 41.27 ± 5.89##

Notes: Upregulation of the levels of liver disease markers (ALT and AST), markers of kidney injury (urea, BUN, and Scr), medial thickness of the aorta, and median 
membrane elastic fiber area ratio were detected after LPS injection, while GMSCs administration prevented the upregulation of the levels of ALT, AST, urea, BUN, and Scr in 
serum. #P < 0.05 compared with the LPS group, **P < 0.01 compared with the sham group, ##P < 0.01 compared with the LPS group. Values are expressed as the means ± 
SD. 
Abbreviations: ALT, alanine transaminase; AST, aspartate aminotransferase; BUN, blood urea nitrogen; Scr, serum creatinine.

Figure 5 Histologic assessment of liver tissues. 
Notes: (A) Sham group. (B) LPS group. (C) LPS + MSC group. (D) Sham group. (E) LPS group. (F) LPS + MSC group. Histologic assessment revealed evidence of the degree 
of liver injury. Black arrows indicate neutrophils. ((A–C), 100x magnification). ((D–F), 400x magnification).
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the interstitial spaces were regular (Figure 7A). In the LPS 
group, myocardial tissues were disordered, myocardial degen
eration occurred, dissolution was observed, and a large num
ber of inflammatory cells infiltrated the muscle space 
(Figure 7B).

After GMSCs treatment, the inflammatory cells were 
less infiltrated, and the myocardial fiber tissue structure 
was restored in mice with sepsis. But the muscle fibers 
were still partially dissolved. The distribution of muscle 
fibers was improved, but it did not completely return to the 
normal form (Figure 7C). As Supplementary Material 3 
showed, GMSCs administration significantly decreased the 
myocardial injury score in mice with sepsis (P < 0.05).

GMSCs Regulate the Warburg Effect 
During Sepsis
LPS injection markedly increased the levels of lactate (P < 
0.05; Figure 8A) and HMGB1 in serum (P < 0.05; Figure 8C) 
but markedly decreased the blood glucose levels (P < 0.05; 
Figure 8B) compared to sham. GMSCs treatment markedly 
increased blood glucose levels (P < 0.05) but decreased the 
serum levels of lactate (P < 0.05) and HMGB1 (P < 0.05) 
compared to LPS. LPS administration prominently upregu
lated GLUT1 (P < 0.01; Figure 8D) and HMGB1 (P < 0.01; 
Figure 8E) mRNA expression levels in lung tissue, while 
GMSCs administration decreased GLUT1 (P < 0.01) and 
HMGB1 (P < 0.01) mRNA expression levels in lung tissue.

Figure 6 Histologic assessment of kidney tissues. 
Notes: (A) Sham group. (B) LPS group. (C) LPS + MSC group. (D) Sham group. (E) LPS group. (F) LPS + MSC group. Histologic assessment revealed evidence of the degree 
of kidney injury. Septic mice had severe epithelial vacuolization (black arrows) and an atypical shape with almost no nuclei (white arrows). ((A–C), 100x magnification). ((D– 
F), 400x magnification).

Figure 7 Histologic assessment of heart tissues. 
Notes: (A) Sham group. (B) LPS group. (C) LPS + MSC group. Histologic assessment revealed evidence of the degree of heart injury. ((A–C), 100x magnification).
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GMSCs Exert Immune Effects and Suppress 
the Excessive Inflammatory Response 
Induced by LPS
Compared with the sham group, LPS injection promi
nently upregulated CXCL-1 (P < 0.01; Figure 9A), IL-8 
(P < 0.01; Figure 9B), TNF-α (P < 0.01; Figure 9C), IFN-γ 
(P < 0.01; Figure 9D), TLR4 (P < 0.01; Figure 9E), and 
Myd88 (P < 0.01; Figure 9F) mRNA expression levels but 
prominently downregulated anti-inflammatory factors IL- 
1RN (P < 0.01; Figure 9G) and IL-10 (P < 0.01, 
Figure 9H) mRNA expression levels in lung tissue.

Compared with the LPS group, GMSCs treatment pro
minently downregulated CXCL-1 (P < 0.01), IL-8 (P < 
0.01), TNF-α (P < 0.01), IFN-γ (P < 0.05), TLR4 (P < 
0.01) and Myd88 (P < 0.01) mRNA expression levels of 
but prominently upregulated IL-1RN (P < 0.01) and IL-10 
(P < 0.01) mRNA expression levels in lung tissue.

Detection of CM-Dil-Labeled GMSCs
To identify the homing of GMSCs, GMSCs were treated 
with CM-Dil (C7000, Life Technologies, Eugene, Oregon, 
USA). Supplementary Material 4 listed the murine PCR 
primer sequence information.

Figure 8 GMSCs impaired LPS-induced lactate and HMGB1 release during sepsis. 
Notes: (A) Detection of the levels of lactate in serum. (B) Detection of the levels of blood glucose. (C) Detection of the levels of HMGB1 in serum. (D) Detection of the 
mRNA expression levels of Glut1 in lung tissue. (E) Detection of the mRNA expression levels of HMGB1 in lung tissue. #P < 0.05 compared with the LPS group. **P < 0.01 
compared with the Sham group. ##P < 0.01 compared with the LPS group. Values are expressed as the means ± SD. 
Abbreviation: HMGB1, high-mobility group box 1.

Figure 9 Detection of the mRNA expression levels in lung tissue. 
Notes: The mRNA expression levels of CXCL-1 (A), IL-8 (B), TNF-α (C), IFN-γ (D), TLR4 (E), Myd88 (F), IL-1RN (G), and IL-10 (H) in lung tissue were detected. #P < 
0.05 compared with the LPS group. **P < 0.01 compared with the Sham group. ##P < 0.01 compared with the LPS group. Values are expressed as the means ± SD. 
Abbreviations: CXCL, C-X-C motif chemokine ligand; IL, interleukin; TNF, tumor necrosis factor; IFN, interferon.
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Discussion
GMSCs, which were first separated and characterized in 
2009, are a wealth of MSCs sources and can be harvested 
at low cost.42 Using gingival tissues separated from mice, 
we obtained a novel population of cells whose biological 
characteristics included several unique characteristics of 
MSCs, including a spindle-like morphology, multilineage 
differentiation potential, and a similar cell surface marker 
profile. These characteristics were similar to those of bone 
marrow- and adipose-derived MSCs. Gingival were 
unique masticatory keratinized mucosal tissues and 
owned rapid wound healing property.43,44 GMSCs had 
neural crest origin; hence, GMSCs can differentiate into 
neural cell lineages.45,46 Our data demonstrate that 
GMSCs can be induced to successfully differentiate into 
cells of mesodermal origin, such as osteoblasts, lipoblasts, 
and chondrocytes, and cells of ectodermal origin, such as 
neuroblasts. Hence, GMSCs were used to treat skin dis
eases, peripheral nerve injuries, and oral and maxillofacial 
disorders. These properties offer a scientific basis for 
GMSCs and make them promising alternatives for cellular 
transplantation therapy.

Previous studies demonstrated that the Warburg effect 
involved innate and adaptive immunity.25,26 There was 
convincing evidence that activated immune cells, includ
ing macrophages, neutrophils, and T cells, switched from 
phosphorylation to aerobic glycolysis during sepsis.25 

Increased aerobic glycolysis consumes a large amount of 
glucose and produces a large amount of lactate.25 Previous 
studies found that increased serum lactate levels were 
a biological marker mortality and multiple system organ 
failure during sepsis and lactate clearance was a novel way 
of treatment for sepsis.26 HMGB1 is a promising thera
peutic target for sepsis treatment.27,28 Previous studies 
found that GLUT1 stimulated macrophages to release 
HMGB1.26 Strikingly, our data demonstrated that LPS 
injection prominently upregulated the serum levels of lac
tate and HMGB1 and GLUT1 and HMGB1 mRNA 
expression levels in the lung. GMSCs administration 
decreased the levels of lactate and HMGB1 in serum and 
the mRNA expression levels of GLUT1 and HMGB1 in 
the lung. Based on these results, GMSCs improved MODS 
and systemic inflammatory reactions by impairing LPS- 
induced lactate, GLUT1, and HMGB1 release during sep
sis. Our research identified a new mechanism through 
which GMSCs protect against sepsis.

Some studies found that LPS administration resulted in 
hyperglycemia.47,48 However, other studies found that LPS 
administration resulted in hypoglycemia.49–51 Our data 
revealed that LPS administration led to hypoglycemia 
partly because increased aerobic glycolysis consumed 
a large amount of blood glucose during sepsis. 
Hypoglycemia is a common complication of sepsis. Our 
data found that LPS administration prominently decreased 
blood glucose level, which was consistent with previous 
experimental results.49,50 If sepsis-induced hypoglycemia 
is not treated promptly, patients can deteriorate further and 
develop a coma, which is easily confused with a coma 
caused by infection, leading to delayed diagnosis and 
treatment or even death. Hence, septicemia patients should 
be monitored, and blood glucose should be supplemented 
in a timely manner. Strikingly, we demonstrated that 
GMSCs prevented a decrease in blood glucose levels. 
These results demonstrate that GMSCs can be used as 
a preventive tool for sepsis-induced hypoglycemia.

Our data demonstrated that LPS injection led to an 
excessive inflammatory response, pulmonary edema, and 
the infiltration of inflammatory cells, the three main fea
tures of ALI.7 The GMSCs regimen improved the degree 
of pulmonary edema, the degree of neutrophil infiltration, 
and ALI. Based on these results, GMSCs administration is 
a potential treatment for LPS-induced ALI.

Sepsis is an excessive and uncontrolled inflammatory 
response involving inflammatory mediators and effector 
cells, such as neutrophils.21 The deleterious accumulation 
of neutrophils led to host tissue injury and organ damage 
during sepsis.23 We demonstrated that LPS injection 
resulted in deleterious accumulation of neutrophils in 
organ, and our experimental results are consistent with 
previous conclusions.6 Strikingly, we found that GMSCs 
prominently reduced neutrophil content in organ. Our data 
demonstrated that GMSCs improved sepsis-induced lung 
injury in part by decreasing the neutrophil content. CXCL- 
1, IL-8, and TNF-α are well known to be chemotactic for 
neutrophils. Our data showed that GMSCs treatment pro
minently decreased BALF levels of CXCL-1, IL-8, and 
TNF-α and CXCL-1, IL-8, and TNF-α mRNA expression 
levels in the lung. These results demonstrated that GMSCs 
inhibited neutrophil infiltration in part by suppressing 
CXCL-1, IL-8, and TNF-α expression. In the present 
study, the abnormal accumulation of neutrophils in organ 
was observed in septic mice. GMSCs administration pre
vented this abnormal accumulation of neutrophils in organ. 
Based on these results, GMSCs administration protected 
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against MODS partly because GMSCs reduced the abnor
mal accumulation of neutrophils by suppressing CXCL-1, 
IL-8, and TNF-α.

Previous studies have demonstrated that TLR4 can 
stimulate human artery endothelial cells to release proin
flammatory factors, including TNF-α and IL-1β.52,53 Our 
data demonstrated that LPS administration prominently 
upregulated TLR4, Myd88, IL-1β, and TNF-α mRNA 
expression, while GMSCs administration prominently 
upregulated TLR4, Myd88, and IL-1β, and TNF-α 
mRNA expression. Besides, GMSCs administration pre
vented an increase in the levels of TNF-α and IL-1β in 
BALF and serum during sepsis.

Vascular injury occurs before the onset of inflamma
tory infiltration and organ injury.15 Previous studies over
looked the effects of sepsis and GMSCs on the aorta. The 
inhibiting effect of GMSCs on TLR4/MyD88 signaling 
during sepsis was demonstrated. Our data demonstrated 
that LPS injection increased the aortic medial thickness 
and reduced the area ratio of elastic fibers, which was 
reversed by GMSCs administration. Based on these 
results, GMSCs are a potential treatment for LPS- 
induced aortic injury.

Our data demonstrated that LPS injection led to an 
excessive inflammatory response, pulmonary edema, and 
the infiltration of inflammatory cells, the three main fea
tures of ALI.7 The GMSCs regimen improved the degree 
of pulmonary edema, the degree of neutrophil infiltration, 
and ALI. Based on these results, GMSCs administration is 
a potential treatment for LPS-induced ALI.

LPS administration resulted in oxidative stress injury.35 

Our data showed found that GMSCs had an antioxidant 
effect. We demonstrated that GMSCs prominently down
regulated MDA and MPO expression but prominently 
upregulated SOD and GSH expression in mice with sepsis. 
Hence, GMSCs treatment modulated the oxidative/antiox
idative balance in lung tissue. Thus, GMSCs treatment was 
a preventive tool for sepsis-associated lung injury owing to 
its antioxidant capacity.

MSCs reduced LPS-induced systemic inflammation.36 

Our data demonstrated that treatment with GMSCs promi
nently upregulated serum levels of IL-10 and IL-1RN but 
prominently downregulated serum levels of CXCL-1, IL- 
1β, and IL-8 during sepsis. Hence, GMSCs administration 
reduced LPS-induced systemic inflammation.

The LPS model is most suitable when analyzing the 
effects of novel treatments for acute inflammation.56–59 

Hence, we chose LPS instead of CLP to establish a sepsis 

model. The inherent immunosuppressive properties and low 
immunogenicity of MSCs suggest their therapeutic potential 
in transplantation. Some studies have suggested that MSCs 
have low immunogenicity, while other studies have shown 
that MSCs are not immunogenic. We hypothesized that MSCs 
exhibited low immunogenicity. To avoid the experiment being 
affected by uncontrollable factors, including immunological 
rejection, ALL mice were intraperitoneally injected with the 
anti-rejection drug cyclosporine for one week before the 
experiment. Intraperitoneal injection of cyclosporine was not 
a necessary measure for stem cell therapy. Our data for mice 
treated with LPS showed that the serum levels of four proin
flammatory cytokines, IL-1β, TNF-α, IL-8, and IL-6, were 
increased within 6 h, decreased at 12 h, and decreased again at 
24 h. GMSCs prevented the upregulation of these four proin
flammatory cytokines in the serum. Generally, stem cells 
remained in the body for 48 hours. After 48 hours, the stem 
cells will be excreted from the body. Hence, we only evalu
ated the mortality rate of the mice within 48 h.

In conclusion, our results showed that GMSCs 
improved LPS-induced death, hypoglycemia, and organ 
injury, including lung, liver, kidney, heart, and aortic 
injury. GMSCs exerted immune effects, reduced neutro
phil inflammation, suppressed oxidative stress injury, and 
impaired LPS-induced lactate and HMGB1 release.
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