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NKT cells promote both type 1 
and type 2 inflammatory responses 
in a mouse model of liver fibrosis
Julia Nilsson1,2, Maria Hörnberg2, Anja Schmidt‑Christensen1, Kajsa Linde2, Maria Nilsson1, 
Marine Carlus3, Saskia F. Erttmann4, Sofia Mayans2 & Dan Holmberg1,2*

Sterile liver inflammation and fibrosis are associated with many liver disorders of different etiologies. 
Both type 1 and type 2 inflammatory responses have been reported to contribute to liver pathology. 
However, the mechanisms controlling the balance between these responses are largely unknown. 
Natural killer T (NKT) cells can be activated to rapidly secrete cytokines and chemokines associated 
with both type 1 and type 2 inflammatory responses. As these proteins have been reported to 
accumulate in different types of sterile liver inflammation, we hypothesized that these cells may 
play a role in this pathological process. We have found that a transgenic NKT (tgNKT) cell population 
produced in the immunodeficient 2,4αβNOD.Rag2−/− mice, but not in 2,4αβNOD.Rag2+/− control mice, 
promoted a type 1 inflammatory response with engagement of the NOD-, LRR- and pyrin domain-
containing protein-3 (NLRP3) inflammasome. The induction of the type 1 inflammatory response was 
followed by an altered cytokine profile of the tgNKT cell population with a biased production of anti-
inflammatory/profibrotic cytokines and development of liver fibrosis. These findings illustrate how the 
plasticity of NKT cells modulates the inflammatory response, suggesting a key role for the NKT cell 
population in the control of sterile liver inflammation.

Chronic liver inflammation regardless of etiology can lead to liver fibrosis and, eventually, cirrhosis1. The under-
lying pathological processes may be viral or bacterial infection or sterile liver inflammation caused by alcoholic 
liver disease (ALD), nonalcoholic steatohepatitis (NASH), or autoimmune hepatitis (AIH). Irrespective of the 
etiology, the process is characterized by the presence of persistent liver injury and involves multiple cell popula-
tions, including Kupffer cells (KCs), liver tissue-resident macrophages, monocyte-derived macrophages and other 
recruited inflammatory cells2,3. In sterile liver inflammation, the NOD-, LRR- and pyrin domain-containing pro-
tein-3 (NLRP3) inflammasome has been suggested to play a central role4. Activation of the NLRP3 inflammasome 
is a two-step process that includes an initial priming step involving the engagement of Toll-like receptors (TLRs) 
or the binding of different cytokines, such as tumor necrosis factor α (TNFα) or interleukin-1β (IL-1β), to their 
respective receptors. This receptor activates nuclear factor kappa B (NF-κB), resulting in the production of pro-
IL-1β and pro-IL-18 proteins5–7. A second signal is required to initiate the assembly and subsequent activation 
of the NLRP3 inflammasome complex. This activation is triggered by not only different molecular and cellular 
events, such as mitochondrial dysfunction and/or ionic flux, but also in response to a large variety of molecules, 
e.g. those released from damaged liver cells, including adenosine triphosphate (ATP). Inflammasome activation 
results in the caspase-1-mediated maturation of pro-IL-1β and pro-IL-18 into their biologically active forms.

Type 1 inflammatory responses have been generally associated with the initiation of sterile liver inflamma-
tion, including NAFLD8–10. An initial phase of recruitment and activation of innate immune cells that includes 
the production of pro-inflammatory cytokines and chemokines, such as IL-6, TNFα and CC motif chemokine 
ligand 2 (CCL2), drives the type 1 inflammatory response that contributes to local tissue destruction. This pro-
inflammatory response also triggers the immune system to prepare for a transition to repair mode, in which key 
inflammatory cells such as KCs and monocyte-derived macrophages switch from a type 1 pro-inflammatory 
to a type 2 anti-inflammatory/reparative response9,11. IL-3312 may constitute a key molecule in this process by 
serving as an alarmin activating type 2 innate lymphoid cell (ILC2) and contributing to the activation of hepatic 
stellate cells (HSCs)13. During the inflammatory response, IL-33 expression is induced in a variety of cell types, 
including epithelial and endothelial cells14. However, in liver fibrosis, the main source of IL-33 has been reported 
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to be stressed hepatocytes13,15. The reparative type 2 response involves a plethora of inflammatory cells, includ-
ing ILC2s, M2 macrophages, eosinophils and natural killer T (NKT) cells16. A major component of the type 2 
inflammatory response is transforming growth factor β1 (TGF-β1), which can activate HSCs, the most potent 
fibrogenic cells and mediators of the secretion and deposition of extracellular matrix (ECM)16–19.

While type 1 and type 2 inflammatory reactions have been reported in various chronic liver inflammatory and 
fibrotic conditions, including NASH8,9, the mechanisms controlling the balance between pro-inflammatory and 
reparative responses are not well understood16. Accumulating data have suggested that NKT cells, naturally hom-
ing to the liver, are associated with chronic liver inflammation and fibrosis20–22. NKT cells have been reported to 
activate the NLRP3 inflammasome23–25 and to produce pro-inflammatory as well as anti-inflammatory cytokines 
that drive tissue repair and fibrosis20. Two subsets of CD1d-restricted NKT cells have been identified in both 
mice and humans: invariant NKT (iNKT) and type 2 NKT cells26–29. These subsets play important roles in the 
regulation of liver inflammation, where they influence other inflammatory cells through their innate-like property 
of rapid secretion of both pro-inflammatory and anti-inflammatory cytokines. iNKT21,30,31 and type 2 NKT32 
cells have been described as having both immunostimulatory and regulatory properties that enable their roles 
as mediators of inflammatory responses in many diseases.

We have previously described a new model for liver fibrosis, the nonobese diabetic inflammation and fibrosis 
(NIF) mouse33,34, in which a transgenic NKT cell population induces chronic inflammation and fibrosis. Here, 
we demonstrate that, in this model, transgenic NKT cells drive a type 1 inflammatory response through the 
production of pro-inflammatory cytokines involving the activation of the NLRP3 inflammasome and promote 
the switch to a predominantly anti-inflammatory, reparative/profibrotic response through the production of type 
2 cytokines such as IL-13. Together, these findings demonstrate that NKT cells, through the plasticity of their 
cytokine expression profile, can play important roles in the control of chronic liver inflammation.

Results
The NIF mice develop chronic liver inflammation.  NIF mice spontaneously developed chronic liver 
inflammation and fibrosis initiated by a transgenic population of NKT cells while 2,4αβNOD.Rag2+/− litter-
mate control mice did not34. To gain further insight into the mechanisms underlying this process, we followed 
the kinetics according to the liver phenotype in mice from 3 to 18 weeks of age. As illustrated in Fig. 1A–C, 
hepatomegaly developed at 4 weeks of age with the peak liver weight (Fig. 1B) and liver-to-body weight ratio 
(Fig. 1C) reached in mice approximately 8–12 weeks of age. As expected, the males gained more weight than 
the females did, but no gender differences in the liver-to-body weight ratio was observed (Fig. S1). Hematoxy-
lin and eosin (H&E) staining of liver sections revealed an accumulation of inflammatory cells in the NIF mouse 
livers (Fig. 1D–J). Therefore, at 3–4 weeks of age, all the mice displayed slight periportal infiltrates composed of 
mixed inflammatory cells (Fig. 1D,H). At 4 weeks of age, all the animals had minimal to moderate periportal and 
minimal to slight sinusoidal mixed inflammatory cell infiltrates (Fig. 1E,H,I). At 6 weeks of age, similar lesions 
were observed, but the severity was increased. This injury development was associated with few foci of degenera-
tion/necrosis in three of five mice (Fig. 1F). The severity of these lesions was increased in the 8- and 12-week-old 
NIF mice, after which the progression halted (Fig. 1G). Quantification by scoring the periportal (Fig. 1H) and 
sinusoidal (Fig. 1I) inflammatory infiltrates and degree of bile duct hyperplasia (Fig. 1J and Fig. S2) confirmed 
the progression of liver inflammation.

Despite the progressive inflammation and evidence of necrosis in the liver of the NIF mice, we observed only 
minor alterations in serum alanine aminotransferase (ALT) and aspartate aminotransferase (AST) (Fig. S3). 
While no alterations in serum triglycerides were observed, the serum levels of bile acids were moderately elevated 
in the NIF mice.

NKT cells drive an initial type 1 inflammatory response in the livers of the NIF mice.  We next 
used FACS analysis to study the kinetics of the accumulated inflammatory cells and specifically the NKT cells 
in the livers of the NIF and 2,4αβNOD.Rag2+/− control mice (Fig. 2) (for the full gating strategy, see Fig. S4). We 
found that the NKT cells started accumulating in the liver of the NIF mice at 4 weeks of age, reaching a peak 
value at 6 weeks of age (Fig. 2A). However, the accumulation of CD11b+ leukocytes was significantly delayed and 
reached its maximum approximately 2 weeks after the NKT cell level peaked (Fig. 2B). (Overall cellular compo-
sition in NIF liver and spleen is provided in Fig. S5). Consistent with our previous report, the NKT cells in both 
the NIF and 2,4αβNOD.Rag2+/− control mice expressed interferon γ (IFN-γ) and TNFα34, and we found that 
the liver leukocytes isolated from both the NIF and 2,4αβNOD.Rag2+/− control mice expressed these cytokines 
after being stimulated with anti-CD3 antibodies (Fig. 2C,D). The levels of IFN-γ were decreased in the NIF 
mice 6 weeks of age and older compared to those in the 2,4αβNOD.Rag2+/− control mice, the expression levels 
of TNFα were increased. Further, significant levels of granulocyte-macrophage colony-stimulating factor (GM-
CSF) were expressed in NIF mice, while 2,4αβNOD.Rag2+/− control mice expressed low or undetectable levels 
of this cytokine throughout the time period monitored (Fig. 2E). These findings are in line with the notion that 
the transgenic NKT cell population plays a role in initiating the development of a type 1 inflammatory response 
in the liver of NIF mice.

To directly test if the transgenic NKT cells could mediate the observed development of inflammation and 
fibrosis, we first introduced the CD2-GFP reporter transgene35 onto the genome of the 2,4αβNOD.Rag2−/− (NIF) 
mouse generating 2,4αβNOD.Rag2+/−.CD2-GFP mice (Fig. S6). Similar to the 2,4αβNOD.Rag2+/− control mice the 
2,4αβNOD.Rag2+/−.CD2-GFP did not develop liver inflammation or fibrosis while 2,4αβNOD.Rag2−/−.CD2-GFP 
did. We next adoptively transferred either total spleen cells or sorted NKT cells from 2,4αβNOD.Rag2+/−.CD2-
GFP mice into naïve NOD.Rag2−/− recipients and the mice were sacrificed 10 weeks after adoptive transfer. As 
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illustrated in Fig. 2F, mice that received sorted NKT cells but not those that received total spleen cells were found 
to develop liver inflammation and fibrosis (Fig. 2G and Fig. S7).

Figure 1.   Kinetics of liver inflammation in the NIF mice. (A) Body weights, (B) liver weights and (C) liver-to-
body weight ratios of the NIF mice (filled circle, shaded bars) (n = 8–11) and 2,4αβNOD.Rag2+/− control mice 
(open circle, open bars) (n = 5–10). *P < 0.05, **P < 0.01 and ***P < 0.001, Mann–Whitney U test after Bonferroni 
correction. Representative H&E-stained liver sections from (D) 4-week-old (E) 6-week-old (F) 8-week-old 
and (G) 18-week-old NIF mice. Framed areas are highlighted. Scale bars are 200 μm in the overview images 
and 50 μm in the highlighted images. Semiquantitative assessment of (H) periportal infiltrates, (I) sinusoidal 
infiltrates and (J) bile duct hyperplasia in the NIF mice (n = 8–11) (n = 5–10) at the indicated ages.
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Activation of the NLRP3 inflammasome pathway drives type 1 inflammation in the livers of 
the NIF mice.  The liver inflammation observed in the NIF mice at approximately 4 weeks of age and older 
was found to be associated with an increased expression of the Nfkb gene in the livers of the NIF mice (Fig. 3A). 
We also observed increased expression of the NFκB-regulated cytokines TNFα (Fig. 3B) and IL-6 (Fig. 3C); both 
of these type 1 pro-inflammatory cytokines reached a maximum level in mice at approximately 8 weeks of age, 
which corresponded to the time point at which maximum inflammation was observed in the livers of the NIF 
mice. Further, we noted that the expression of the Nlrp3 and Il1b genes, known to be regulated by NFκB, was 
significantly increased in the NIF mouse livers (Fig. 3D,E, respectively). Because of the accumulating evidence 
that activation of the NLRP3 inflammasome pathway can play a critical role in sterile liver inflammation4, we 
next looked for the protein expression of inflammasome components NLRP3, IL-1β and caspase-1. Immuno-
blot analyses confirmed the increased NLRP3 and pro-IL-1β protein expression in the livers of the NIF mice 
compared to that in the 2,4αβNOD.Rag2+/− control mice, as well as the increased expression of unprocessed 
pro-caspase-1 (Fig. 3F and Fig. S8). Since pro-caspase-1 is known to be constitutively expressed, we assumed 
that the increased expression of pro-caspase-1 was a consequence of the accumulation of inflammatory cells in 
the livers of the NIF mice.

In addition to the NFκB-mediated induction of NLRP3 and pro-IL-1β, full activation of the NLRP3 inflam-
masome requires additional signaling that leads to the assembly of the inflammasome complex, activation of 
caspase-1 and the subsequent production of biologically active IL-1β. To verify that full activation of the NLRP3 
inflammasome occurred in the livers of the NIF mice, we used immunoblotting to analyze the cleavage of 
pro-caspase-1 and pro-IL-1β to caspase-1 and IL-1β, respectively. We found that the levels of processed cas-
pase-1 and IL-1β (Fig. 3F) were increased in the livers of the NIF mice compared to those in the livers of the 
2,4αβNOD.Rag2+/− control mice. Thus, we concluded that the NKT cell-driven inflammation in the liver of NIF 
mice is at least partially induced by the activation of the NLRP3 inflammasome pathway.

In addition, we noted an increase in the neutrophil recruiting and activating chemokines CCL2 (Fig. 3G) 
and C-X-C motif ligand 1 (CXCL1) (Fig. 3H) both at the mRNA level in the livers and at the protein level in 
serum. Finally, and in accordance with these findings, we observed the recruitment of Ly6G+ neutrophils (Fig. 3I) 
and Ly6C+ monocytes (Fig. 3J) to the liver of the NIF mice; both of which are cellular components of type 1 
inflammation36,37.

Initial type 1 inflammation in the livers of the NIF mice is followed by the development of 
progressive liver fibrosis.  The initial inflammatory reaction in the NIF mouse livers with an onset in 
mice of approximately 3–4 weeks of age was followed by the progressive development of liver fibrosis (Fig. 4). 
Microscopic examination of picrosirius red (PSR)-stained liver sections (Fig. 4A–F) revealed that the first signs 
of fibrosis appeared in the mice as young as 4 weeks old with few and small multifocal areas of degeneration/
necrosis in three of the five animals and an Ishak score of 1 (Fig. 4G). Similar but more severe lesions were 
observed in mice 6 and 8 weeks old, with Ishak scores ranging from 1 to 3. In mice 12 weeks and older, moderate 
and marked periportal infiltrates were observed in all the animals and were associated with minimal to moder-
ate levels of sinusoid infiltrates and minimal to moderate fibroplasia/fibrosis (Fig. 1H–J). At this time, minimal 
to moderate multifocal areas of degeneration/necrosis were noted in 50% of the animals, and Ishak scores were 
increased but never exceeded a score of 4 (Fig. 4E,G). The progression of the fibrosis, as determined by histopa-
thology, was confirmed and quantitated by determining the levels of collagen accumulation with PSR staining 
(Fig. 4H). Moreover, the progression of fibrosis was reflected in the trend of increased hydroxyproline content 
levels in the liver tissue (Fig. 4I).

The fibrogenesis of the NIF mouse liver depends on TGF‑β signaling.  TGF-β1 has been identi-
fied as a major factor associated with the transition of chronic type 1 inflammation to a type 2 inflammatory 
response mediating repair and fibrogenic signals. To investigate its potential role in the observed development 
of liver fibrosis in the NIF mice, we analyzed the kinetics of the mRNA expression of the Tgfb1 gene. RT-qPCR 
analyses revealed an increase in the expression of the Tgfb1 gene in the NIF mice 4 weeks of age and older, and 
it remained elevated throughout the study compared to that in the 2,4αβNOD.Rag2+/− control mice (Fig. 5A). 
To directly test the causative action of TGF-β1 in the fibrogenesis of the NIF mice, we treated the NIF mice with 

Figure 2.   The accumulation of NKT cells precedes the recruitment of CD11b+ myeloid cells and correlates 
with a type 1 inflammatory response in the livers of the NIF mice. Single cell suspensions from livers of the 
NIF and 2,4αβNOD.Rag2+/− mice were analyzed by flow cytometry. (A) Total number of Vβ9+Vα3.2+ NKT 
cells gated from CD45+ viable cells. NIF mice (filled circle, shaded bars) (n = 7–10) and 2,4αβNOD.Rag2+/− 
control mice (open circle, open bars) (n = 4–6). (B) Total number of CD11b+ cells gated from viable cells. 
NIF mice (filled circle, shaded bars) (n = 5–10) and 2,4αβNOD.Rag2+/− control mice (open circle, open bars) 
(n = 3–6) (details of the full gating strategy are presented in Fig. S4). Levels of (C) IFN-γ, (D) TNFα, and (E) 
GM-CSF in the supernatants of liver leukocytes stimulated for 24 h with anti-CD3 (4 µg/ml). NIF mice (filled 
circle, shaded bars) (n = 6) and 2,4αβNOD.Rag2+/− control mice (open circle, open bars) (n = 3–5). Data are 
pooled from two independent experiments. *P < 0.05, **P < 0.01, and ***P < 0.001, Mann–Whitney U test 
after Bonferroni correction. A Wilcoxon ranked test was applied to compare the accumulation of CD11b+ 
leukocytes and NKT cells in mice 6 and 8 weeks old. (F) Outline of experimental design of adoptive transfer 
of total spleen cells or sorted NKT cells from 2,4αβNOD.Rag2+/− mice to naïve NOD.Rag2−/− recipient mice. 
(G). Immunohistochemical staining of representative cryosections from NOD.Rag2−/− recipient mice sacrificed 
10 weeks after receiving sorted NKT cells (upper row) or total spleen cells (lower row) stained with anti-CD45 
(red), anti-collagen I (green) or DAPI.
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Figure 3.   Liver inflammation is associated with NLRP3 inflammasome activation in the livers of the NIF mice. (A) 
RT-qPCR analysis of Nfkb gene expression in total liver lysates from the NIF mice (n = 4) and 2,4αβNOD.Rag2+/− 
control mice (n = 4). Serum protein expression of (B) TNFα and (C) IL-6 in the NIF (n = 4) and 2,4αβNOD.Rag2+/− 
control mice (n = 4). RT-qPCR analysis of (D) Nlrp3 and (E) Il1b gene expression in the total liver lysates from the 
NIF mice (n = 5) and 2,4αβNOD.Rag2+/− control mice (n = 4). (F) Immunoblots of IL-1β and processed Caspase-1 
and NLRP3 in the livers from the NIF and 2,4αβNOD.Rag2+/− control mice of the indicated ages (n = 3 per group). 
RT-qPCR analysis of the total liver lysates (left) and serum protein expression (right) of (G) CCL2 and (H) CXCL1 in 
the NIF (n = 4) and 2,4αβNOD.Rag2+/− control mice (n = 4). Representative dot blot and statistics of the FACS analyses 
of single-cell suspensions prepared from the livers of the NIF and 2,4αβNOD.Rag2+/− control mice gated: (I) Ly6G+ 
neutrophils and (J) Ly6C+ inflammatory monocytes. (Details of the full gating strategy are presented in Figure S4.) NIF 
mice (filled circle, shaded bars); 2,4αβNOD.Rag2+/− control mice (open circle, open bars). * P < 0.05, ** P < 0.01, and *** 
P < 0.001, Mann–Whitney U test after Bonferroni correction.
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a blocking anti-TGF-β1 antibody (1D11). We found that treatment of the NIF mice with this antibody attenu-
ated the fibrosis in the livers of the NIF mice (Fig. 5B,C). Therefore, we concluded that the development of liver 
fibrosis in NIF mice is dependent on TGF-β1 signaling.

Fibrogenesis is associated with HSC activation and increased IL‑33 expression.  TGF-β1 is 
known to constitute an important factor in the activation of HSCs38,39. Its expression in NIF mice (Fig. 5A) 
together with the observed expression of CXCL1 and CCL2 (Fig. 3G–H), also known to activate HSCs, sug-
gested that activation of the HSCs constituted a pathogenic factor in fibrogenesis in the NIF mouse livers. In 
support of this, we observed an increased expression of two markers known to be expressed by activated HSCs, 
platelet-derived growth factor receptor α (PDGFRα) and α-smooth muscle actin (αSMA). Thus, we observed the 
increased expression of the Pdgfra gene in the livers of the NIF mice (Fig. 6A) and an accumulation of PDGFRα+ 
HSCs in the NIF mouse livers (Fig. 6B). Similarly, we found an accumulation of αSMA+ cells in the fibrotic areas 
of the NIF mouse livers that increased with the age of the mice, up to 8 weeks of age, and correlated with fibrotic 

Figure 4.   The initial type 1 inflammatory response in the livers of the NIF mice is followed by the development 
of progressive liver fibrosis. Representative picrosirius red (PSR)-stained liver sections from (A) 3-week-old 
(n = 5), (B) 4-week-old (n = 5), (C) 6-week-old (n = 5), (D) 8-week-old (n = 5), (E) 12-week-old (n = 11) and 
(F) 18-week-old (n = 5) NIF mice. Scale bars are 200 μm. (G) Ishak scores of the livers of the NIF mice at the 
indicated time points. (H) Quantification of PSR in the liver sections of the NIF mice at the indicated time 
points (see Fig. S9 for a more detailed description). (I) Hydroxyproline content in the liver tissue from the NIF 
mice (n = 4) (filled circle, shaded bars) and 2,4αβNOD.Rag2+/− control mice (n = 3) (open circle, open bars). 
*P < 0.05, **P < 0.01, and ***P < 0.001, Mann–Whitney U test after Bonferroni correction.
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lesion development (Fig. 6C). We interpreted these findings as evidence of the presence of activated HSCs in the 
livers of the NIF mice.

IL-33 is generally expressed in the nucleus of endothelial and epithelial cells. It is released upon lysis of 
cells and acts as an alarmin, promoting a type 2 inflammatory reaction40. Recently, IL-33 has been increasingly 
associated with tuning of the inflammatory response towards repair and fibrogenesis. In the liver, IL-33 has 
been reported to be specifically expressed in injured hepatocytes and activated HSCs13 and to promote fibrosis 
development41. Therefore, we asked whether IL-33 plays a pathogenic role in liver fibrosis in NIF mice. As 
illustrated in Fig. 6, we found that, although the hepatocyte damage observed in the NIF mouse livers was mod-
est, the IL-33 level was significantly increased in the livers of the 8-week-old NIF mice (Fig. 6D). Further, the 
immunohistochemical analysis revealed an accumulation of IL-33-expressing cells that correlated with the level 
of inflammation and reached a maximum in mice between 8 and 10 weeks of age (Fig. 6E). IL-33 was specifically 
detected in cells distributed in the areas of inflammation in the portal tracts but not preferentially in vascular 
endothelial cells. Moreover, no overlap in the expression of IL-33 and CD45 was detected, ruling out myeloid 
and lymphoid cells as the main sources of IL-33. Based on these observations, we concluded that IL-33 is mainly 
expressed by hepatocytes and/or HSCs in the livers of NIF mice.

A switch in the NKT cell population to a predominantly type 2 cytokine production promotes 
the transition to type 2 inflammation in the NIF mice.  Analysis of the cytokine profile suggested 
that the transgenic NKT cell population in the liver was modified in the NIF mice compared with that in the 
2,4αβNOD.Rag2+/− control mice. This was supported by the observed increase in the production of IL-4, IL-13 
and IL-10 (Fig. 7A–C). To directly test whether a switch in the transgenic NKT cells occurred in the NIF mouse, 
we sorted NKT cells at different time points and analyzed their cytokine profile (Fig. 7D–G). We found that the 
NKT cells isolated from NIF mice displayed a mixed type1/type 2 cytokine profile at both 3 weeks and 13 weeks 
of age. However, we noted that while IFN-γ (Fig. 7D) was produced at a similar level in the two age groups, the 
production of IL-13 increased fourfold in the older age group (Fig. 7G). A less pronounced increase was also 
observed for TNFα (Fig. 7E) and IL-6 (Fig. 7F) in this age group.

In line with the transition to a predominantly type 2 cytokine profile, CD45+CD11b+SiglecF+ eosinophils 
were found to accumulate in the livers of NIF mice (Fig. 7H). In the histological analysis, we also noted marked 
eosinophilia (Fig. 7I) and accumulation of mast cells (Fig. 7J) in the livers of 8-week-old NIF mice.

Thus, the cytokine profile of the transgenic NKT cell population in young NIF mice was comparable to 
that of the 2,4αβNOD.Rag2+/− control mice, indicating a progressive switch in the transgenic NKT cell popula-
tion reflecting an anti-inflammatory, pro-repair/profibrotic cytokine profile in the adult NIF mice that was not 
observed in the 2,4αβNOD.Rag2+/− control mice.

Figure 5.   The development of fibrosis in the livers of the NIF mice is dependent on TGF-β1. (A) Real-time 
quantitative PCR (RT-qPCR) analysis of Tgfb1 gene expression in the total liver lysates from the NIF mice (filled 
circle, shaded bars) (n = 5–6) and 2,4αβNOD.Rag2+/− control mice (open circle, open bars) (n = 5–6). Data are 
pooled from three independent experiments. (B) Representative PSR-stained liver sections from 10-week-old 
NIF mice treated or not with anti-TGF-β1 antibody 1D11. Scale bars are 200 μm. (C) Quantification of PSR 
(Fig. S9 presents the details) in the liver sections from the NIF mice treated (filled circle, shaded bars) (n = 4) 
or not (open circle, open bars) (n = 5) for 4 weeks with anti-TGF-β1 antibody 1D11. *P < 0.05, **P < 0.01, and 
***P < 0.001, Mann–Whitney U test after Bonferroni correction.
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Discussion
Relevant animal models are essential to extend our understanding of the mechanisms underlying sterile liver 
inflammation and fibrosis, including NAFLD and NASH, and to provide pertinent tools for preclinical drug 
testing. While several novel models of NAFLD/NASH that mainly reflect the metabolic phase of disease patho-
genesis have recently been established42, models that accurately reproduce the inflammatory and fibrosis phase 
of the disease are still lacking43. Here, we show that overexpressing a transgenic population of NKT cells, in the 
absence of a functional adaptive immune system, induces chronic liver inflammation and promotes fibrogenesis 

Figure 6.   Liver inflammation is associated with the upregulation of IL-33 and the accumulation of activated 
hepatic stellate cells (HSCs) in the NIF mice. (A) RT-qPCR analysis of Pdgfra gene expression in the total liver 
lysates from the NIF mice (filled circle, shaded bars) (n = 4) and 2,4αβNOD.Rag2+/− control mice (open circle, 
open bars) (n = 4). (B) Immunohistochemical staining of representative liver cryosections from 10-week-old 
NIF and 10-week-old 2,4αβNOD.Rag2+/− control mice showing anti-PDGFRα (green) and DAPI (gray) staining. 
(C) Immunohistochemical staining of representative liver paraffin sections from 10-week-old NIF mice and 
23-week-old 2,4αβNOD.Rag2+/− control mice showing anti-αSMA (green) and DAPI (gray) staining. (D) 
RT-qPCR analysis of Il-33 gene expression in the total liver lysates from NIF mice (filled circle, shaded bars) 
(n = 4) and 2,4αβNOD.Rag2+/− control mice (open circle, open bars) (n = 4). (E) Immunohistochemical staining 
of the representative liver cryosections from 10-week-old NIF mice and 10-week-old 2,4αβNOD.Rag2+/− control 
mice showing DAPI (gray) and anti-IL-33 (red) alone or merged with anti-CD45 (green) staining. Insets: 
enlarged area of inflammation illustrating that the proportion of IL-33+ cells increased with the age of the 
NIF mice and that the IL-33+ cells are CD45-. Scale bar: 50 µm for the large frames and 10 µm for the insets. 
*P < 0.05, **P < 0.01, and ***P < 0.001, Mann–Whitney U test after Bonferroni correction.
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Figure 7.   Transition to type 2 inflammation in the NIF mouse liver is associated with an altered cytokine 
profile in liver NKT cells. Levels of (A) IL-4, (B) IL-13 and (C) IL-10 in the supernatants of liver leukocytes 
stimulated for 24 h with anti-CD3 (4 µg/ml). NIF mice (filled circle, shaded bars) (n = 6) and 2,4αβNOD.Rag2+/− 
control mice (open circle, open bars) (n = 3–5). Data are pooled from two independent experiments. Levels of 
(D) IFN-γ, (E) TNFα, (F) IL-6 and (G) IL-13 in the supernatants of sorted NKT cells isolated from 3 week old 
or 13 week old NIF and 2,4αβNOD.Rag2+/− control mice and cultured for 24 h without stimulation. (H) Single 
cell suspensions from NIF and 2,4αβNOD.Rag2+/− livers analyzed by flow cytometry. Representative dot plots 
(left) and the corresponding statistical analysis (right) are shown. Total number of Siglec-F+ cells gated from 
viable CD45+CD11b+Ly6G- cells. *P < 0.05, **P < 0.01, and ***P < 0.001, Mann–Whitney U test after Bonferroni 
correction. Representative (I) Luna and (J) toluidine blue stained liver sections from 8-week-old NIF mice. 
Framed areas are highlighted. Scale bars are 200 μm.
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in a novel mouse model, the NIF mice. We show how the accumulation of NKT cells in the livers of NIF mice 
precedes the recruitment of other inflammatory cells by approximately 2 weeks, suggesting that this NKT cell 
population mediates the initial events in liver pathogenesis. This notion is supported by the observation that 
NKT cells but not total spleen cells isolated from 2,4αβNOD.Rag2+/− control mice could induce liver inflam-
mation and fibrosis when adoptively transferred to naïve NOD.Rag2−/− mice. We propose that the observed 
hepatocyte damage, albeit limited, together with the increased expression of pro-inflammatory cytokines such 
as TNFα and GM-CSF by the NKT cell population drives the initial type 1 inflammatory response in the livers 
of NIF mice. This process involves the activation of the NLRP3 inflammasome and processing of pro-caspase-1 
and pro-IL-1β. The subsequent type 1 inflammatory response observed at the early stage of liver pathogenesis 
in the NIF mice largely overlaps with the initial stages of sterile liver inflammation associated with human liver 
diseases such as ALD and NAFLD/NASH.

The type 1 inflammatory response and the resulting tissue damage are assumed to be the driving forces behind 
the transition to a type 2 inflammatory response promoting tissue repair, when uncontrolled, this switch leads 
to fibrogenesis9,44. Alarmins constitute some of the earliest type 2 cytokines to be produced and contribute to 
this transition. Consistent with this finding, we observed a progressive transition into a type 2 inflammatory 
response in the NIF mice that included an accumulation of cells expressing the alarmin IL-33 in mice approxi-
mately 6 weeks old and older. IL-33 is known to activate ILC2s and drives a type 2 inflammatory response. The 
anti-inflammatory property of the type 2 cytokines is most likely reflected in the decreased magnitude of the 
pro-inflammatory response observed in the livers of NIF mice approximately 10–12 weeks old. It should be 
noted, however, that chronic inflammation, albeit at a lower level, characterized the livers of NIF mice at least 
40 weeks of age. This outcome may be explained by the continuous output of newly formed NKT cells from the 
thymus. In addition, no signs of fibrosis remission were observed during the monitoring time, indicating that 
the fibrotic process is largely self-sustained. Consistent with this finding, activated αSMA+ HSCs were continu-
ously observed in the liver.

Interestingly, we also observed a switch in the cytokine profile of the NKT cells in the NIF mice, leading to 
an increased production of type 2 cytokines particularly of IL-13, and to a distinct accumulation of eosinophils 
and other fibrosis-related cellular subpopulations in the liver9. NKT cells of both major types, iNKT cells and 
type 2 NKT cells, have been documented as producers of large quantities of different cytokines, depending on 
the local environment27,45. While iNKT cells have been mainly associated with a pro-inflammatory role and type 
2 NKT cells mainly have a regulatory role, the plasticity of their cytokine production profiles suggests that each 
of these subsets can execute different functional roles46. The transgenic NKT cell population of the NIF mice, 
defined as type 2 NKT cells based on receptor specificity34, appears to drive the development of chronic type 1 
liver inflammation and to support the shift of this into a type 2 inflammatory response, thus driving the develop-
ment of progressive liver fibrosis in these mice. Prevailing models have proposed that the two major subsets of 
NKT cells, iNKT and type 2 NKT cells, play opposing roles in the control of inflammatory responses20. Hence, 
iNKT cells, representing the major population in the murine liver, have been associated with the production of 
pro-inflammatory cytokines and function mainly as promoters of type 1 inflammation. In contrast, type 2 NKT 
cells, representing the major NKT cell population in the human liver, preferentially produce type 2 cytokines 
and thus have been proposed to fulfill an anti-inflammatory role. Here, we observed that the transgenic NKT cell 
population, defined as type 2 NKT cells with respect to their TCR specificity, in the presence of a mature adaptive 
immune system acquires a predominantly pro-inflammatory cytokine profile. In contrast, in the immunodefi-
cient background of the NIF mice, this cytokine profile shifts into a mixed type 1/type 2 cytokine profile. This 
mixed profile of the transgenic NKT cell population can be counteracted by the adoptive transfer of a naïve T 
cell population into the NIF mice34, which suggests that the development of hepatic inflammation and fibrosis is 
a reflection of the status of the T cell population, affecting the NKT cells and potentially other cell populations, 
such as different ILCs. The observed plasticity of the NKT cell population suggests that this cell population, 
depending on the local environment, can fulfill different roles in the coordination of the immune response.

As we reported previously34, the earliest detectable inflammation develops in the liver and skin of NIF mice 
approximately 3–4 weeks of age, while the first signs of inflammation in the kidneys and lungs occur much later. 
The early onset in the liver likely reflects the well-established preferential homing of NKT cells to the liver46. 
Based on these observations, we hypothesize that NKT cells may be key organizers of the balance between type 
1 and type 2 inflammatory responses in the liver of NIF mice. In humans, increased numbers of NKT cells in 
the liver have been reported to be associated with sterile inflammation47–49 and to have both disease-promoting 
and disease-inhibiting effects on NAFLD and NASH development21,30–32. Several examples have been reported 
regarding how the local environment can reprogram the cytokine profile and function of both iNKT and type 
2 NKT cells46,50. Moreover, a duality in the function of NKT cells as regulators of type 1/type 2 inflammatory 
responses has been previously reported in allergic airway disease50. Further analyses of the role of these subsets 
in the development of liver fibrosis are warranted and could open new avenues for identifying therapeutic targets.

Despite differences between the NIF mouse liver pathogenesis and that of human NASH, the similarities 
in the fibrogenic pathways and late-stage phenotype make the NIF mouse an interesting model for preclinical 
studies with potential translational opportunities. NASH has traditionally been believed to follow a “two-hit” 
course in which the first hit involves the development of steatosis, while the second hit involves the formation 
of an inflammatory and fibrotic response51. This view has been challenged, and a “multi-hit” model has been 
proposed suggesting that multiple factors act simultaneously to promote the development of NAFLD52. The type 
1 inflammatory stage in NASH and in some of the animal models of the disease is driven by metabolic stress42,53. 
This component and its consequences in terms of liver steatosis and shifting of the system towards the produc-
tion of IL-1β, TNFα, IL-6 and IL-12 are missing in NIF mice. However, while the etiology and earliest stages of 
disease development in NIF mice are distinct from NASH in humans, we found that the transgenic NKT cell 
population in the liver promotes a similar process in NIF mice. From this point in the pathogenesis, disease 
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progression through the expression of TGF-β1, together with IL-4 and IL-13, drives the fibrogenic pathway 
described for human NASH. Despite the absence of liver steatosis and associated phenomena, such as hepatocyte 
ballooning, the extensive inflammation and fibrosis that develop in the livers of the NIF mice were accompanied 
by histopathological evidence of hepatocyte damage with focal necrosis and bile duct hyperplasia. We noted that 
this development was associated with a moderate but significant increase in serum bile acids but an unexpected 
lack of changes in the liver enzymes AST/ALT. Thus, while the lack of metabolically related etiology and early 
pathology precludes the analysis of therapies targeting the earliest events in the disease, the NIF mice constitute 
an improved model and useful tool for testing specific targets represented in the type 2 inflammatory response 
and fibrogenesis.

Methods
Mice.  All animals were housed under specific pathogen–free conditions at the Biomedical Center animal 
facility in Lund, Sweden. To generate 2,4αβNOD.Rag2−/− (NIF) mice, 2,4αβNOD.Rag2−/− male mice were bred 
with female 2,4αβNOD.Rag2+/− generating both NIF and 2,4αβNOD.Rag2+/− control mice. The 2,4αβNOD.
Rag2−/−.CD2-GFP (NIF.CD2-GFP) mouse was generated by crossing the NIF mouse and the NOD.CD2-GFP 
mouse35. NOD.CD2-GFP mice were a gift from Dr Anne Cooke (Department of Pathology, University of Cam-
bridge, United Kingdom).

Antibody treatment regimen.  6 weeks old male NIF mice were treated with 5 mg/kg of 1D11 (Nordic 
BioSite, Sweden) or PBS 3 times/week for 4 weeks. Each reagent was administered by sterile intraperitoneal 
injection over a 4-week period.

Histology.  Mice were sacrificed by cervical dislocation and livers were perfused with PBS via the inferior 
vena cava. Preparation of paraffin-embedded liver sections and staining with hematoxylin and eosin (H&E) or 
picrosirius red were performed as described previously34. The sections were treated for antigen retrieval by high-
temperature heating in Tris–EDTA buffer and stained using primary antibody against αSMA and secondary 
anti-rabbit Alexa 488 antibodies.

Immunohistochemical staining of frozen tissue was performed as previously described54. Eight-micrometer 
frozen sections were stained overnight with primary anti-IL-33, anti-PDGFRα or anti-CD45 antibodies at 4 °C 
followed by incubation with appropriate secondary antibodies conjugated with Alexa 488/594 fluorophores from 
Life Technologies (Thermo Fisher Scientific, Darmstadt, Germany) for 1 h at room temperature (1:500). Digital 
images of the sections mounted with fluorescence mounting medium (Dako, Glostrup, Denmark) were acquired 
with a Zeiss LSM 800 Airyscan confocal laser-scanning microscope.

Pathological staging.  An ECVP board certified pathologist used a light Leitz Diaplan microscope to assess 
H&E and PSR-stained liver sections according to a classical 5-point semiquantitative scoring scale of the lesions. 
In addition, a six-point Ishak scoring scale was used to evaluate the PSR-stained liver sections.

Quantitative assessment of fibrosis.  Digital images of the PSR-stained sections were acquired with 
a Panoramic 250 Flash II scanner (3DHistech, Hungary). For the quantitative assessment of these images, a 
semiautomated algorithm was used to extract detailed morphometric data on the red-stained collagen using the 
automatic thresholding function in ImageJ (run as a macro).

Hydroxyproline measurement.  As previously described33 the hydroxyproline content of the liver was 
determined using a hydroxyproline colorimetric assay kit (BioVision, Milpitas, CA, USA) according to the 
manufacturer’s instructions. Briefly, 100 μl of wet tissue (10 mg) was hydrolyzed in 100 μl of 12 N HCl for 3 h at 
120 °C. The aliquots were transferred to a 96-well plate, dried for 1.5 h at 60 °C and incubated with chloramine 
T and DMAB reagents for 90 min at 60 °C. Finally, the absorbance at 560 nm was measured.

Cytokine analysis.  Cytokine analyses were performed as previously described33. Single cell suspensions 
of leukocytes isolated from the liver (105 per well) or sorted NKT cells from the liver (2.5 × 105 per well) were 
cultured in complete RPMI 1640 medium supplemented with 10% FCS, 100 U/ml penicillin/streptomycin, 
2.5% sodium bicarbonate (7.5% solution), 1 mM sodium pyruvate and 69 µM 1-thioglycerol unstimulated or 
activated with an anti-CD3 antibody (4 µg/ml, clone 154-2C11, BD Biosciences). The supernatants were col-
lected after 24 h in culture and stored at −80 °C before being analyzed for cytokines using the mouse Th1/Th2/
Th9/Th17/Th22/Treg Cytokine 17-plex Mouse ProcartaPlex Panel (Invitrogen) according to the manufacturer’s 
instructions.

Plasma was collected using EDTA-coated microcentrifuge tubes and centrifuged for 15 min at 1000 × g. The 
cleared plasma was collected and stored at −80 °C before being analyzed for cytokines. For cytokine measure-
ments in plasma or culture supernatants of sorted NKT cells, the MSD U-PLEX platform (Meso Scale Diagnos-
tics, Rockville, MD, USA) was used according to the manufacturer’s instructions.

Gene expression analysis.  As previously described33, RNA was extracted from liver biopsy samples by 
the homogenization of tissue in QIAzol lysis reagent (Qiagen, Hilden, Germany), followed by purification on 
RNeasy Mini columns (Qiagen) according to the manufacturer’s protocol. Total RNA (0.5 μg) was reverse tran-
scribed using a RT2 HT First Strand kit (Qiagen). Genomic elimination was carried out in a C1000 Thermal 
Cycler (Bio-Rad, Hercules, CA) at 42 °C for 5 min. Next, cDNA synthesis was performed in the C1000 Thermal 
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Cycler at 42 °C for 15 min, and the reaction was terminated at 95 °C, which required 5 min for completion. The 
cDNA was used for quantitative PCR analysis using RT2 SYBR Green Master Mix (Qiagen) at 95 °C for 10 min, 
followed by 40 cycles at 95 °C for 15 s and 60 °C for 1 min in a ViiA 7 thermal cycler (Applied Biosystems). The 
analyses were performed using primers for mouse Nfkb, Nlrp3, Casp1, Il1b, Cxcl1, Ccl2, Tgfb1, Pdgfra, and Il33. 
Gapdh was used as a housekeeping gene (see 1 Table S1 for details). Fold changes in mRNA expression of the 
genes were calculated by using the ΔΔCt method. The relative normalized expression of each gene for each sam-
ple was calculated using the formula 2-ΔΔCt, with the expression data from 8 week old 2,4αβNOD.Rag2+/− mice 
used as the controls.

Flow cytometry.  Flow cytometric analyses were performed as previously described34. Liver leukocytes were 
obtained by incubating minced pieces of liver in 1.0 mg/ml collagenase II solution (Sigma) for 20 min at 37 °C, 
after which the tissue was pushed through a 70 µm mesh, and the leukocytes were separated on a 50/30% Percoll 
gradient (GE Healthcare) by centrifugation. The isolated cells were stained in FACS buffer (3% FCS in PBS) as 
follows: prior to surface staining, the cells were incubated with 2.4G2 (anti-CD16/CD32) Ab (BD Biosciences) 
to prevent nonspecific binding. The cells were then incubated with fluorochrome-conjugated anti-mouse anti-
bodies specific for the cell surface markers listed in Table S1. The stained cells were then analyzed using a BC 
CytoFLEX flow cytometer and FlowJo software (TreeStar, Ashland, OR).

Adoptive transfer experiments.  Live CD2-GFPhighVα3.2+Vβ9+NKT cells were sorted from spleens of 
12 week old male or female 2,4αβNOD.CD2-GFP donor mice using a BD FACSAria Fusion (nozzle size 100 μm) 
(Table S1). Purity of the sorted cells was > 97.5%. 1.3 × 105 sorted tgNKT cells or 1 × 10y 7 total spleen cells were 
then adoptively transferred to 4 week old NOD.Rag2−/− recipient mice. For endpoint analysis, mice were sacri-
ficed 10 weeks post adoptive transfer and livers were analyzed by Flow cytometry as described above using an 
alternative staining panel (Table S1) and Immunofluorescence analysis.

Immunoblot analysis.  To separate the intracellular proteins from extracellular proteins in the mouse 
liver, extracted livers were transferred to a 70 µm strainer and subjected to complete protease inhibitor cocktail 
(Roche) in 2.5 ml of PBS per 1 g tissue. The cells in each 1 ml suspension were centrifuged at 1000 × g and 4 °C 
for 5 min to separate the extracellular proteins (in the supernatant). The supernatants were transferred to new 
prechilled 1.5 ml reaction tubes, mixed at a ratio of 1:20 with 2 × reducing Laemmli buffer and then heated at 
95 °C for 10 min.

The cell pellets were resuspended in 5 ml of 1 × red blood cell (RBC) lysis buffer (Santa Cruz) and incubated 
for 5 min at room temperature. After RBC lysis, the cells in 150 µl of cell suspension were pelleted at 1000 × g 
and 4 °C for 5 min. The cell pellets were resuspended in 200 µl of lysis buffer (20 mM Tris–HCl, pH 7.4; 150 mM 
NaCl; 1 mM EDTA; 1% NP-40; 0.5% deoxycholate; and 0.2% SDS containing phosphatase inhibitor (Biotool) 
and cOmplete protease inhibitor cocktail (Roche) and incubated on ice for 10 min, followed by centrifugation 
at 20,000 × g and 4 °C for 10 min. The cleared lysates were mixed in a ratio of 3:1 with 6 × reducing Laemmli 
buffer and heated at 95 °C for 10 min.

The proteins in the supernatant and lysate (cell pellet) samples were separated on NuPAGE 10% Bis–Tris gels 
(Invitrogen; Thermo Fisher Scientific) and immunoblotted onto nitrocellulose membranes (Amersham). The 
membranes were blocked for 1 h in 1 × Roti Block (Roth) and subsequently incubated with different primary 
antibodies in TBS-Tween/5% BSA overnight.

The following primary antibodies were used: goat anti-IL-1β from R&D Systems (#AF-401-MA; 1:2,500 dilu-
tion); NLRP3 rabbit monoclonal antibody (D4D8T) from Cell Signaling Technology (#15101; 1:1,000 dilution); 
and mouse anti-Caspase-1 (p20) monoclonal antibody (Casper-1) obtained from Adipogen (#AG-20B-0042; 
1:1,000 dilution).

After incubation with HRP-labeled secondary antibodies (either in 1 × Roti Block or TBS-Tween/2.5% BSA), 
the proteins were detected using ECL substrates and X-ray film from GE Healthcare Amersham. The following 
secondary antibodies were used: anti-HRP-labeled secondary anti-rabbit antibody from Cell Signaling Technol-
ogy (#7074; 1:10,000 dilution); anti-HRP-labeled secondary anti-goat antibody from Santa Cruz Biotechnology 
(#sc-2020; used 1:10,000 dilution); and mouse TrueBlot ULTRA anti-mouse Ig HRP (eB144) from Rockland 
(#18-8817-33; 1:1,000 dilution).

Serum markers.  Serum was collected from clotted whole blood by centrifugation for 10 min at 1500 × g. 
The cleared supernatant was collected and analyzed at The University Animal Hospital, SLU, Uppsala for AST, 
ALT, triglycerides and bile acid using a fully automated Architect c4000 (Abbott Laboratories, Abbott Park, IL, 
US).

Statistics.  The results are presented as the means and standard error of the mean (SEM). Differences 
between two groups were considered significant when P < 0.05, as assessed using the Mann–Whitney U test and 
Bonferroni corrections by GraphPad Prism 7 software (San Diego, CA).

Study approval.  Animal experiments were performed in strict accordance with the recommendations for 
the use of laboratory animals from the Swedish Board of Agriculture and were approved by the ethics commit-
tee of animal experiments of Malmö/Lund (permit no. M143-11 and no. M52-16). The mice were sacrificed by 
cervical dislocation. All efforts were made to minimize animal suffering.
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Data availability
All data generated or analyzed during this study are included in this published article (and its Supplementary 
Information files).

Received: 11 May 2020; Accepted: 27 November 2020

References
	 1.	 Koyama, Y. & Brenner, D. A. Liver inflammation and fibrosis. J. Clin. Investig. 127, 55–64. https​://doi.org/10.1172/JCI88​881 (2017).
	 2.	 Krenkel, O. & Tacke, F. Liver macrophages in tissue homeostasis and disease. Nat. Rev. Immunol. 17, 306–321. https​://doi.

org/10.1038/nri.2017.11 (2017).
	 3.	 Kazankov, K. et al. The role of macrophages in nonalcoholic fatty liver disease and nonalcoholic steatohepatitis. Nat. Rev. Gastro-

enterol. Hepatol. 16, 145–159. https​://doi.org/10.1038/s4157​5-018-0082-x (2019).
	 4.	 Neumann, K., Schiller, B. & Tiegs, G. NLRP3 inflammasome and IL-33: novel players in sterile liver inflammation. Int. J. Mol. Sci. 

19, 2018. https​://doi.org/10.3390/ijms1​90927​32 (2018).
	 5.	 Broz, P. & Dixit, V. M. Inflammasomes: mechanism of assembly, regulation and signalling. Nat. Rev. Immunol. 16, 407–420. https​

://doi.org/10.1038/nri.2016.58 (2016).
	 6.	 Chen, G. Y. & Nunez, G. Sterile inflammation: sensing and reacting to damage. Nat. Rev. Immunol. 10, 826–837. https​://doi.

org/10.1038/nri28​73 (2010).
	 7.	 Lamkanfi, M. & Dixit, V. M. Mechanisms and functions of inflammasomes. Cell 157, 1013–1022. https​://doi.org/10.1016/j.

cell.2014.04.007 (2014).
	 8.	 Arrese, M., Cabrera, D., Kalergis, A. M. & Feldstein, A. E. Innate Immunity and Inflammation in NAFLD/NASH. Dig Dis Sci. 61, 

1294–1303. https​://doi.org/10.1007/s1062​0-016-4049-x (2016).
	 9.	 Hart, K. M. et al. Type 2 immunity is protective in metabolic disease but exacerbates NAFLD collaboratively with TGF-beta. Sci. 

Transl. Med. 2017, 9 (2017).
	10.	 Hossain, M. & Kubes, P. Innate immune cells orchestrate the repair of sterile injury in the liver and beyond. Eur. J. Immunol. 49, 

831–841. https​://doi.org/10.1002/eji.20184​7485 (2019).
	11.	 Wynn, T. A. & Ramalingam, T. R. Mechanisms of fibrosis: therapeutic translation for fibrotic disease. Nat. Med. 18, 1028–1040. 

https​://doi.org/10.1038/nm.2807 (2012).
	12.	 Schmitz, J. et al. IL-33, an interleukin-1-like cytokine that signals via the IL-1 receptor-related protein ST2 and induces T helper 

type 2-associated cytokines. Immunity 23, 479–490. https​://doi.org/10.1016/j.immun​i.2005.09.015 (2005).
	13.	 McHedlidze, T. et al. Interleukin-33-dependent innate lymphoid cells mediate hepatic fibrosis. Immunity 39, 357–371. https​://doi.

org/10.1016/j.immun​i.2013.07.018 (2013).
	14.	 Liew, F. Y., Girard, J. P. & Turnquist, H. R. Interleukin-33 in health and disease. Nat. Rev. Immunol. 16, 676–689. https​://doi.

org/10.1038/nri.2016.95 (2016).
	15.	 Heymann, F. & Tacke, F. Immunology in the liver–from homeostasis to disease. Nat. Rev. Gastroenterol. Hepatol. 13, 88–110. https​

://doi.org/10.1038/nrgas​tro.2015.200 (2016).
	16.	 Gieseck, R. L. 3rd., Wilson, M. S. & Wynn, T. A. Type 2 immunity in tissue repair and fibrosis. Nat. Rev. Immunol. 18, 62–76. https​

://doi.org/10.1038/nri.2017.90 (2018).
	17.	 Bedossa, P. & Paradis, V. Transforming growth factor-beta (TGF-beta): a key-role in liver fibrogenesis. J. Hepatol. 22, 37–42 (1995).
	18.	 Bissell, D. M., Roulot, D. & George, J. Transforming growth factor beta and the liver. Hepatology 34, 859–867. https​://doi.

org/10.1053/jhep.2001.28457​ (2001).
	19.	 Dooley, S., Delvoux, B., Lahme, B., Mangasser-Stephan, K. & Gressner, A. M. Modulation of transforming growth factor beta 

response and signaling during transdifferentiation of rat hepatic stellate cells to myofibroblasts. Hepatology 31, 1094–1106. https​
://doi.org/10.1053/he.2000.6126 (2000).

	20.	 Bandyopadhyay, K., Marrero, I. & Kumar, V. NKT cell subsets as key participants in liver physiology and pathology. Cell Mol 
Immunol 13, 337–346. https​://doi.org/10.1038/cmi.2015.115 (2016).

	21.	 Liew, P. X., Lee, W. Y. & Kubes, P. iNKT cells orchestrate a switch from inflammation to resolution of sterile liver injury. Immunity 
47, 752–765. https​://doi.org/10.1016/j.immun​i.2017.09.016 (2017).

	22.	 Marrero, I. et al. Complex network of NKT cell subsets controls immune homeostasis in liver and gut. Front. Immunol. 9, 2082. 
https​://doi.org/10.3389/fimmu​.2018.02082​ (2018).

	23.	 Ahn, S. et al. GM-CSF and IL-4 produced by NKT cells inversely regulate IL-1beta production by macrophages. Immunol. Lett. 
182, 50–56. https​://doi.org/10.1016/j.imlet​.2017.01.003 (2017).

	24.	 Chow, M. T. et al. Type I NKT-cell-mediated TNF-alpha is a positive regulator of NLRP3 inflammasome priming. Eur. J. Immunol. 
44, 2111–2120. https​://doi.org/10.1002/eji.20134​4329 (2014).

	25.	 Felley, L. E. et al. Human invariant NKT cells induce IL-1beta secretion by peripheral blood monocytes via a P2X7-independent 
pathway. J. Immunol. 197, 2455–2464. https​://doi.org/10.4049/jimmu​nol.16007​90 (2016).

	26.	 Bendelac, A. et al. CD1 recognition by mouse NK1+ T lymphocytes. Science 268, 863–865 (1995).
	27.	 Bendelac, A., Savage, P. B. & Teyton, L. The biology of NKT cells. Annu. Rev. Immunol. 25, 297–336. https​://doi.org/10.1146/annur​

ev.immun​ol.25.02210​6.14171​1 (2007).
	28.	 Cardell, S. et al. CD1-restricted CD4+ T cells in major histocompatibility complex class II-deficient mice. J. Exp. Med. 182, 

993–1004 (1995).
	29.	 Godfrey, D. I., MacDonald, H. R., Kronenberg, M., Smyth, M. J. & Van Kaer, L. NKT cells: what’s in a name?. Nat. Rev. Immunol. 

4, 231–237. https​://doi.org/10.1038/nri13​09 (2004).
	30.	 Ajuebor, M. N. Role of NKT cells in the digestive system. I. Invariant NKT cells and liver diseases: is there strength in numbers?. 

Am. J. Physiol. Gastrointest. Liver Physiol. 293, 651–656. https​://doi.org/10.1152/ajpgi​.00298​.2007 (2007).
	31.	 Berzins, S. P. & Ritchie, D. S. Natural killer T cells: drivers or passengers in preventing human disease?. Nat. Rev. Immunol. 14, 

640–646. https​://doi.org/10.1038/nri37​25 (2014).
	32.	 Kumar, V. NKT-cell subsets: promoters and protectors in inflammatory liver disease. J. Hepatol. 59, 618–620. https​://doi.

org/10.1016/j.jhep.2013.02.032 (2013).
	33.	 Fransen Pettersson, N. et al. The immunomodulatory quinoline-3-carboxamide paquinimod reverses established fibrosis in a novel 

mouse model for liver fibrosis. PLoS ONE 13, e0203228. https​://doi.org/10.1371/journ​al.pone.02032​28 (2018).
	34.	 Fransen-Pettersson, N. et al. A New Mouse Model That Spontaneously Develops Chronic Liver Inflammation and Fibrosis. PLoS 

ONE 11, e0159850. https​://doi.org/10.1371/journ​al.pone.01598​50 (2016).
	35.	 Raine, T., Zaccone, P., Mastroeni, P. & Cooke, A. Salmonella typhimurium infection in nonobese diabetic mice generates 

immunomodulatory dendritic cells able to prevent type 1 diabetes. J. Immunol. 177, 2224–2233. https​://doi.org/10.4049/jimmu​
nol.177.4.2224 (2006).

	36.	 Kolaczkowska, E. & Kubes, P. Neutrophil recruitment and function in health and inflammation. Nat. Rev. Immunol. 13, 159–175. 
https​://doi.org/10.1038/nri33​99 (2013).

https://doi.org/10.1172/JCI88881
https://doi.org/10.1038/nri.2017.11
https://doi.org/10.1038/nri.2017.11
https://doi.org/10.1038/s41575-018-0082-x
https://doi.org/10.3390/ijms19092732
https://doi.org/10.1038/nri.2016.58
https://doi.org/10.1038/nri.2016.58
https://doi.org/10.1038/nri2873
https://doi.org/10.1038/nri2873
https://doi.org/10.1016/j.cell.2014.04.007
https://doi.org/10.1016/j.cell.2014.04.007
https://doi.org/10.1007/s10620-016-4049-x
https://doi.org/10.1002/eji.201847485
https://doi.org/10.1038/nm.2807
https://doi.org/10.1016/j.immuni.2005.09.015
https://doi.org/10.1016/j.immuni.2013.07.018
https://doi.org/10.1016/j.immuni.2013.07.018
https://doi.org/10.1038/nri.2016.95
https://doi.org/10.1038/nri.2016.95
https://doi.org/10.1038/nrgastro.2015.200
https://doi.org/10.1038/nrgastro.2015.200
https://doi.org/10.1038/nri.2017.90
https://doi.org/10.1038/nri.2017.90
https://doi.org/10.1053/jhep.2001.28457
https://doi.org/10.1053/jhep.2001.28457
https://doi.org/10.1053/he.2000.6126
https://doi.org/10.1053/he.2000.6126
https://doi.org/10.1038/cmi.2015.115
https://doi.org/10.1016/j.immuni.2017.09.016
https://doi.org/10.3389/fimmu.2018.02082
https://doi.org/10.1016/j.imlet.2017.01.003
https://doi.org/10.1002/eji.201344329
https://doi.org/10.4049/jimmunol.1600790
https://doi.org/10.1146/annurev.immunol.25.022106.141711
https://doi.org/10.1146/annurev.immunol.25.022106.141711
https://doi.org/10.1038/nri1309
https://doi.org/10.1152/ajpgi.00298.2007
https://doi.org/10.1038/nri3725
https://doi.org/10.1016/j.jhep.2013.02.032
https://doi.org/10.1016/j.jhep.2013.02.032
https://doi.org/10.1371/journal.pone.0203228
https://doi.org/10.1371/journal.pone.0159850
https://doi.org/10.4049/jimmunol.177.4.2224
https://doi.org/10.4049/jimmunol.177.4.2224
https://doi.org/10.1038/nri3399


15

Vol.:(0123456789)

Scientific Reports |        (2020) 10:21778  | https://doi.org/10.1038/s41598-020-78688-2

www.nature.com/scientificreports/

	37.	 Shi, C. & Pamer, E. G. Monocyte recruitment during infection and inflammation. Nat. Rev. Immunol. 11, 762–774. https​://doi.
org/10.1038/nri30​70 (2011).

	38.	 Hellerbrand, C., Stefanovic, B., Giordano, F., Burchardt, E. R. & Brenner, D. A. The role of TGFbeta1 in initiating hepatic stellate 
cell activation in vivo. J. Hepatol. 30, 77–87. https​://doi.org/10.1016/s0168​-8278(99)80010​-5 (1999).

	39.	 Tsuchida, T. & Friedman, S. L. Mechanisms of hepatic stellate cell activation. Nat. Rev. Gastroenterol. Hepatol. 14, 397–411. https​
://doi.org/10.1038/nrgas​tro.2017.38 (2017).

	40.	 Moussion, C., Ortega, N. & Girard, J. P. The IL-1-like cytokine IL-33 is constitutively expressed in the nucleus of endothelial cells 
and epithelial cells in vivo: a novel “alarmin”?. PLoS ONE 3, e3331. https​://doi.org/10.1371/journ​al.pone.00033​31 (2008).

	41.	 Marvie, P. et al. Interleukin-33 overexpression is associated with liver fibrosis in mice and humans. J. Cell Mol. Med. 14, 1726–1739. 
https​://doi.org/10.1111/j.1582-4934.2009.00801​.x (2010).

	42.	 Hansen, H. H. et al. Mouse models of nonalcoholic steatohepatitis in preclinical drug development. Drug Discov. Today 22, 
1707–1718. https​://doi.org/10.1016/j.drudi​s.2017.06.007 (2017).

	43.	 Ibrahim, S. H., Hirsova, P., Malhi, H. & Gores, G. J. Animal Models of Nonalcoholic Steatohepatitis: Eat, Delete, and Inflame. Dig 
Dis Sci 61, 1325–1336. https​://doi.org/10.1007/s1062​0-015-3977-1 (2016).

	44.	 Nathan, C. Points of control in inflammation. Nature 420, 846–852. https​://doi.org/10.1038/natur​e0132​0 (2002).
	45.	 Rhost, S., Sedimbi, S., Kadri, N. & Cardell, S. L. Immunomodulatory type II natural killer T lymphocytes in health and disease. 

Scand. J. Immunol. 76, 246–255. https​://doi.org/10.1111/j.1365-3083.2012.02750​.x (2012).
	46.	 Slauenwhite, D. & Johnston, B. Regulation of NKT Cell Localization in Homeostasis and Infection. Front. Immunol. 6, 255. https​

://doi.org/10.3389/fimmu​.2015.00255​ (2015).
	47.	 Adler, M. et al. Intrahepatic natural killer T cell populations are increased in human hepatic steatosis. World J. Gastroenterol. 17, 

1725–1731. https​://doi.org/10.3748/wjg.v17.i13.1725 (2011).
	48.	 Syn, W. K. et al. Accumulation of natural killer T cells in progressive nonalcoholic fatty liver disease. Hepatology 51, 1998–2007. 

https​://doi.org/10.1002/hep.23599​ (2010).
	49.	 Wolf, M. J. et al. Metabolic activation of intrahepatic CD8+ T cells and NKT cells causes nonalcoholic steatohepatitis and liver 

cancer via cross-talk with hepatocytes. Cancer Cell 26, 549–564. https​://doi.org/10.1016/j.ccell​.2014.09.003 (2014).
	50.	 Matsuda, H. et al. Plasticity of invariant NKT cell regulation of allergic airway disease is dependent on IFN-gamma production. 

J. Immunol. 185, 253–262. https​://doi.org/10.4049/jimmu​nol.09023​01 (2010).
	51.	 Day, C. P. & James, O. F. Steatohepatitis: a tale of two “hits”?. Gastroenterology 114, 842–845 (1998).
	52.	 Tilg, H. & Moschen, A. R. Evolution of inflammation in nonalcoholic fatty liver disease: the multiple parallel hits hypothesis. 

Hepatology 52, 1836–1846. https​://doi.org/10.1002/hep.24001​ (2010).
	53.	 Haas, J. T., Francque, S. & Staels, B. Pathophysiology and mechanisms of nonalcoholic fatty liver disease. Annu Rev Physiol 78, 

181–205. https​://doi.org/10.1146/annur​ev-physi​ol-02111​5-10533​1 (2016).
	54.	 Schmidt-Christensen, A. et al. Imaging dynamics of CD11c(+) cells and Foxp3(+) cells in progressive autoimmune insulitis in the 

NOD mouse model of type 1 diabetes. Diabetologia 56, 2669–2678. https​://doi.org/10.1007/s0012​5-013-3024-8 (2013).

Acknowledgements
This work was supported by Barndiabetesfonden, project REP785922-1 of the EU commission and project 
2018051805 of the Swedish Innovation Agency. We thank Pernilla Andersson and Susanne Gidlund at the 
pathology unit, Umeå University for technical support.

Author contributions
Study concept and design: J.N., S.M., and D.H. Acquisition of data: J.N., M.H., A.S.C., M.N., K.L., and S.F.E. 
Analysis and interpretation of data: J.M., M.H., A.S.C., M.N., M.C., S.M., D.H., K.L., and S.F.E. Drafting of the 
manuscript: J.N. and D.H.; Critical revision and final approval of the manuscript: J.M., M.H., A.S.C., M.N., M.C., 
S.M., D.H., K.L. and, S.F.E.

Funding
Open Access funding provided by Lund University.

Competing interests 
JN, MH, KL, SM and DH are full- or part-time employed by InfiCure Bio AB. The other authors declare no 
conflicts of interest that pertain to this work.

Additional information
Supplementary information is available for this paper at https​://doi.org/10.1038/s4159​8-020-78688​-2.

Correspondence and requests for materials should be addressed to D.H.

Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note  Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access   This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the 
Creative Commons licence, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from 
the copyright holder. To view a copy of this licence, visit http://creat​iveco​mmons​.org/licen​ses/by/4.0/.

© The Author(s) 2020

https://doi.org/10.1038/nri3070
https://doi.org/10.1038/nri3070
https://doi.org/10.1016/s0168-8278(99)80010-5
https://doi.org/10.1038/nrgastro.2017.38
https://doi.org/10.1038/nrgastro.2017.38
https://doi.org/10.1371/journal.pone.0003331
https://doi.org/10.1111/j.1582-4934.2009.00801.x
https://doi.org/10.1016/j.drudis.2017.06.007
https://doi.org/10.1007/s10620-015-3977-1
https://doi.org/10.1038/nature01320
https://doi.org/10.1111/j.1365-3083.2012.02750.x
https://doi.org/10.3389/fimmu.2015.00255
https://doi.org/10.3389/fimmu.2015.00255
https://doi.org/10.3748/wjg.v17.i13.1725
https://doi.org/10.1002/hep.23599
https://doi.org/10.1016/j.ccell.2014.09.003
https://doi.org/10.4049/jimmunol.0902301
https://doi.org/10.1002/hep.24001
https://doi.org/10.1146/annurev-physiol-021115-105331
https://doi.org/10.1007/s00125-013-3024-8
https://doi.org/10.1038/s41598-020-78688-2
www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	NKT cells promote both type 1 and type 2 inflammatory responses in a mouse model of liver fibrosis
	Results
	The NIF mice develop chronic liver inflammation. 
	NKT cells drive an initial type 1 inflammatory response in the livers of the NIF mice. 
	Activation of the NLRP3 inflammasome pathway drives type 1 inflammation in the livers of the NIF mice. 
	Initial type 1 inflammation in the livers of the NIF mice is followed by the development of progressive liver fibrosis. 
	The fibrogenesis of the NIF mouse liver depends on TGF-β signaling. 
	Fibrogenesis is associated with HSC activation and increased IL-33 expression. 
	A switch in the NKT cell population to a predominantly type 2 cytokine production promotes the transition to type 2 inflammation in the NIF mice. 

	Discussion
	Methods
	Mice. 
	Antibody treatment regimen. 
	Histology. 
	Pathological staging. 
	Quantitative assessment of fibrosis. 
	Hydroxyproline measurement. 
	Cytokine analysis. 
	Gene expression analysis. 
	Flow cytometry. 
	Adoptive transfer experiments. 
	Immunoblot analysis. 
	Serum markers. 
	Statistics. 
	Study approval. 

	References
	Acknowledgements


