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Although macrophages are recognized as important players in the pathogenesis of chronic liver diseases, their roles in cholestatic
liver fibrosis remain incompletely understood. We previously reported that long noncoding RNA-H19 (lncRNA-H19) contributes to
cholangiocyte proliferation and cholestatic liver fibrosis of biliary atresia (BA). We here show that monocyte/macrophage CD11B
mRNA levels are increased significantly in livers of BA patients and positively correlated with the progression of liver inflammation
and fibrosis. The macrophages increasingly infiltrate and accumulate in the fibrotic niche and peribiliary areas in livers of BA
patients. Selective depletion of macrophages using the transgenic CD11b-diphtheria toxin receptor (CD11b-DTR) mice halts bile
duct ligation (BDL)-induced progression of liver damage and fibrosis. Meanwhile, macrophage depletion significantly reduces the
BDL-induced hepatic lncRNA-H19. Overexpression of H19 in livers using adeno-associated virus serotype 9 (AAV9) counteracts the
effects of macrophage depletion on liver fibrosis and cholangiocyte proliferation. Additionally, both H19 knockout (H19−/−) and
conditional deletion of H19 in macrophage (H19ΔCD11B) significantly depress the macrophage polarization and recruitment. lncRNA-
H19 overexpressed in THP-1 macrophages enhance expression of Rho-GTPase CDC42 and RhoA. In conclusions, selectively
depletion of macrophages suppresses cholestatic liver injuries and fibrosis via the lncRNA-H19 and represents a potential
therapeutic strategy for rapid liver fibrosis in BA patients.
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INTRODUCTION
Cholestatic liver diseases, such as biliary atresia (BA), usually lead
to end-stage liver diseases [1, 2]. BA is a severe liver disease in
neonates featuring cholestasis and severe liver fibrosis [3, 4]. Due
to the poor understanding of its pathogenesis, BA clinical
management remains challenging other than a liver transplant.
It is reported that the infiltration of inflammatory macrophages
increased in BA patients via (MCP)-1/(C-C motif) ligand 2 (CCL2)
and its receptor C-C chemokine receptor 2 (CCR2) and promoted
cholangiocyte injury and disease progression [5]. Hepatic macro-
phages include tissue-resident kupffer cells (KCs) and macro-
phages recruited from the circulating bone marrow-derived
monocyte lineage. KCs are originated from fetal precursor cells
and located within the periportal area of hepatic sinusoids [6]. The
liver macrophages derived from monocytes are recruited from
circulation mainly through the CCL2/CCR2 pathway [7]. Previous
studies also demonstrated that the deficiency of either Ccl2 or
Ccr2 could largely alleviate cholestatic liver injury in mice [8, 9].
However, the roles of macrophages in liver fibrosis are seemingly
ambivalent [10, 11]. In the current study, we used transgenic
CD11b-DTR mice to examine the role of macrophages in
cholestatic liver fibrosis. Mice are not sensitive to diphtheria toxin

(DT) as the murine DTR does not bind to DT. Macrophages in
CD11b-DTR mice specifically express the human DTR and can be
depleted by a simple intravenous injection of DT [12, 13]. CD11b-
DTR mice have been shown to have inflammatory macrophages
that can be specifically depleted from solid organs in vivo
[12].
The previous studies reported that long noncoding RNA

(lncRNA) H19, an imprinted and maternally expressed gene, was
significantly induced in the cholestatic liver [14]. H19 not only
contributes to bile acid dysregulation via inhibiting small
heterodimeric partner expression in hepatocytes [15] but also
promotes liver fibrosis by activating hepatic stellate cells [16]. We
also reported that hepatic and serum exosomal H19 levels are
positively correlated with the severity of fibrotic liver injuries in BA
patients. H19 deficiency protects the mice from bile duct ligation
(BDL)-induced cholangiocyte proliferation and liver fibrosis via
inhibiting bile acid-induced expression and activation of sphingo-
sine 1-phosphate receptor 2 (S1PR2) [17]. We also showed that the
expression level of H19 in the liver macrophage increased in BA
patients. However, the contribution of macrophages to cholestatic
liver injury in BA patients and the potential mechanisms remain to
be fully elucidated.
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Fig. 1 Increased macrophages accumulate in fibrotic niche and peribiliary areas of BA patients’ livers. A Relative mRNA levels of CD11B
and CD68 in livers of BA patients (n= 44) and controls (n= 12) were determined by real-time PCR (RT-PCR). HPRT1 was used as an internal
control. B Quantification of CD68+ and CD11B+ cells in liver sections of HC (n= 3) and BA (n= 5) by ImageJ. C Representative images of co-
immunofluorescence of CD31 and CD68, CD31 and CD11B in livers of BA and HC. Scale bars: 50 μm. D Representative IF images of CK19, CD31,
α-SMA, CD68, CD11B, CD206, and iNOS in BA patients (n= 6). Scale bars: 25 μm. E Graph of CD68, CD11B, CD206, and iNOS+ macrophages in
BA patients were determined by ImageJ. Data were expressed as mean ± SD. Statistical significance relative to controls: *P < 0.05; **P < 0.01;
***P < 0.001. BA biliary atresia, HC healthy controls, HPRT1 hypoxanthine phosphoribosyl transferase 1.
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MATERIALS AND METHODS
Human liver specimens
A total of 44 liver specimens were retrieved from BA patients undergoing
surgery. Twelve normal adjacent non-tumor tissues taken from hepato-
blastoma patients were used as healthy controls (HC). All patients’
guardians provided written informed consent. The patients’ characteristics
are presented in Table S1. This study was approved by the Faculty of
Medicine’s Ethics Committee of Xin Hua Hospital (XHEC-D-2020-187). All
methods in this study were carried out following the relevant guidelines.

Animal studies
CD11b-DTR mice (Fig. S1A) and H19−/− mice (ΔExon 1–5, Fig. S1B) with
C57/BL6 background were obtained from Nanjing Biomedical Research
Institute of Nanjing University (Nanjing, China). A total of 63 CD11b-DTR
(male, n= 42; female, n= 21, approximately 7 weeks old) mice weighing
18–22 g were used in this study. All mice were subjected to either BDL or
sham operation, as described previously [17]. The 2 weeks after the
operation, sham mice and BDL mice were intraperitoneally (i.p.) injected
with either (a) DT (25 ng/g) or (b) saline as a control every 3 days. Tissues
and serum were harvested 24 h following the final injection and processed
for quantitative reverse transcriptase PCR (qRT-PCR), western blotting
analysis, histology, and immunohistochemistry analysis. WT and H19−/−

mice were subjected to BDL or sham operation as described above (n=
6–10). H19-floxed mice (Fig. S2A) were generated by using the CRISPR/
Cas9 system in which exon 1–5 of murine H19 was flanked with two loxp
sequences. H19-floxed alleles (H19fl/fl) were bred with CD11BCreERT2 mice
(Fig. S2B, GemPharmatech, Nanjing, China) to generated H19fl/fl:
CD11BCreERT2 mice. The H19fl/fl: CD11BCreERT2 mice were subjected to
either BDL or sham operation for 8 days. To deplete the H19 in
macrophages in vivo (H19ΔCD11B), the H19fl/fl: CD11BCreERT2 mice were
given tamoxifen via i.p injection at a dose of 75mg/kg body weight daily
for a total of three consecutive days. For overexpressing H19 in the livers of
mice, the murine H19 (NR_130973) cDNA was subcloned into the adeno-
associated virus serotype 9 (AAV9) transfer plasmid (Fig. S3) and
transfected into HEK293T cells to produce AAV9-H19 vector genomes
(Genechem, Shanghai, China). A dose of 1.0 × 1011 vector genomes of the
AAV9-H19 or AAV9 controls were injected into CD11b-DTR mice via the tail
vein. Seven days post-injection, the mice were subjected to the BDL
operation and randomly divided into four groups (each group, n= 4–6):
saline+ Control AAV9 vector (AAV9-CTL), saline+ AAV9-H19 (AAV9-H19),
DT+ Control AAV9 (AAV9-CTL+ DT), and DT+ AAV9-H19 (AAV9-H19+
DT). Mice were injected with either DT (20 ng/g, i.p.) or saline (i.p.) every
2 days. After 10-day BDL, liver tissues and serum were harvested for further
research. All experimental protocols were approved by the Shanghai Jiao
Tong University School of Medicine affiliated Xin Hua hospital Animal Care
and Use Committee (XHEC-F-2020-009).

Statistical analysis
All data are reported as the means ± SD. For comparisons of different
groups, statistical significance was determined based on Student’s t-test or
ANOVA analysis with Bonferroni correction. The relationships between two
factors were tested with two-tailed Pearson’s correlations. P values <0.05
were considered to be statistically significant.

RESULTS
The increased macrophages in BA livers positively correlate
with progression of the inflammation, fibrosis, and
angiogenesis
As shown in Fig. 1A, the RT-PCR analysis showed that CD11B and
CD68 mRNA levels were much higher in BA patients than in
control subjects (Fig. 1A). Immunofluorescence (IF) staining
showed that the infiltration of CD11B+ monocytes/macrophages
and the number of CD68+ macrophages increased in livers of BA
patients (Fig. 1B, C). The CD68+ macrophages mainly accumulated
in the parenchymal area (Fig. 1D, E). The CD11B+ cells infiltrated
and accumulated in the peribiliary areas and the fibrotic niche.
Interestingly, both pro-inflammatory (iNOS+) and anti-
inflammatory (CD206+) macrophages were observed in the
parenchyma, the peribiliary areas, and around the fibrotic niche
(Fig. 1D, E). The transmission electron microscope (TEM) analysis
also showed the macrophages presented in the fibrotic niche and

hepatic vascule (Fig. S4). RT-PCR analysis also showed that the
mRNA levels of C–X–C motif chemokine ligand 3 (CXCL3),
monocyte chemoattractant protein-1 (MCP-1, CCL2) and its
receptor chemokine (C-C motif) receptor 2 (CCR2) were higher
in livers of BA patients than in controls, but not significant (Fig. S5).
The pro-inflammatory markers, chemokine (C-C motif) ligand 20
(CCL20), interleukin 6 (IL6), and C–X–C motif chemokine ligand 8
(CXCL8, IL8), were increased significantly in livers of BA patients
relative to controls (Fig. S5). The marker genes for cholangiocyte
proliferation and liver fibrosis, including keratin 19 (KRT19), actin,
alpha 2 smooth muscle (ACTA2), collagen type I alpha 1 (COL1A1),
and cystic fibrosis transmembrane conductance regulator (CFTR),
were increased markedly in livers of BA patients compared to
controls (Fig. S5). The mRNA expression levels of angiogenesis
genes, including intercellular adhesion molecule-1 (ICAM1),
platelet and endothelial cell adhesion molecule-1 (PECAM), C-
type lectin domain family 4 member G (CLEC4G), and alanyl
aminopeptidase and membrane (ANPEP), were also increased in
the livers of BA patients compared to controls, but did not reach
significance (Fig. S5). The linear regression analysis showed that
the relative mRNA level of hepatic CD11B was correlated with
CD68, CCL2, CCR2, and NOS2 (Fig. S6), as well as the pro-
inflammatory markers, including IL1B, TNFA, and IL6, but there
was no significant correlation between relative mRNA level of
hepatic CD11B and IL10 (Fig. S6). In addition, hepatic CD11B
mRNA level was positively correlated with mRNA levels of KRT19,
ACTA2, COL1A1, CFTR, and angiogenesis marker genes, including
ICAM1, PECAM, CLEC4G, and ANPEP (Fig. S6).

Administration of DT selectively depleting macrophages
ameliorates cholestatic liver injuries
In order to determine the role of macrophages in cholestatic liver
fibrosis, we transiently depleted macrophages using the CD11b-
DTR transgenic mice treated with DT in a BDL mouse cholestatic
model. A CD11b-DTR transgenic mouse is a well-established
model that has the advantage of selectively depleting most tissue
macrophages independently of their phagocytic activity
[12, 13, 18, 19]. As shown in Fig. 2, IF staining showed that the
percent positivity for CD11b+ monocytes/macrophages, F4/80+

macrophages, as well as Ccr2+ macrophages increased signifi-
cantly and accumulated in the livers of BDL mice, which were
depleted after DT administration (Fig. 2A, B). The administration of
DT to wild-type (WT) control mice had no effect on macrophages
infiltrating into the cholestatic livers after 2 weeks’ BDL (Fig. S8A,
B). The RT-PCR analysis indicated that BDL-induced increase of
hepatic levels of CD11b, Ccr2, F4/80, CD68, CD206, and Nos2 were
significantly reduced by DT treatment (Fig. S7B). In addition, the
relative mRNA level of hepatic Ym1 decreased in BDL+ DT mice
compared with BDL mice (Fig. S7B). The western blotting analysis
confirmed that BDL induced upregulation of protein levels of
CD11b and iNos was also reduced by DT administration (Fig. 2C
and Fig. S7A). Furthermore, DT administration significantly
reduced BDL-induced liver injury as indicated by the reduction
of serum alanine aminotransferase, aspartate aminotransferase, γ-
glutamyltransferase, alkaline phosphatase, total bilirubin, and
direct bilirubin (Fig. 2D).

Macrophage depletion suppresses liver fibrosis and
cholangiocyte proliferation in cholestatic livers
Histologically, hematoxylin–eosin (H&E) staining revealed that the
liver necrosis was decreased in BDL+ DT mice when compared to
that in the BDL mice (Fig. 3A, B). Masson’s trichrome and Sirius red
staining indicated that BDL significantly induced liver fibrosis in
vehicle-treated mice but had much less impact on DT mice (Fig.
3A, C, D). Moreover, the Ccr2+ macrophages in the fibrotic niche
decreased in BDL+ DT mice compared to those in the BDL mice
(Fig. S9A, B). Consistent with these results, BDL-induced increase
of the mRNA levels of fibrotic markers, including Col1a1, Acta2,
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Fig. 2 Diphtheria toxin (DT) injection depleted macrophages in the cholestatic livers and ameliorates liver injury. A The mice were
divided into groups of Sham, Sham+DT, BDL, and BDL+DT (n= 5–8). Representative images of immunofluorescence (IF) staining for CD11b,
Ccr2, F4/80, and CD31 in the livers of Sham, Sham+DT, BDL, and BDL+DT mice Scale bars: 50 μm. B Quantification of Ccr2+, F4/80+, and
CD11b+ cells in panel A by ImageJ. C Western blotting analysis for CD11b and iNOS in Sham, Sham+DT, BDL, and BDL+DT mice.
Representative images of three duplicate samples of the immune blottings are shown. D The levels of alanine aminotransferase (ALT),
aspartate aminotransferase (AST), alkaline phosphatase (ALP), γ-glutamyl transferas (GGT), total bilirubin (TBil), and direct bilirubin (DBil) in
serum (n= 5–13, each group). Data were expressed as mean ± SD. *P < 0.05; **P < 0.01; ***P < 0.001.

X. Tian et al.

4

Cell Death and Disease          (2021) 12:646 



Fig. 3 Macrophage depletion inhibits BDL-induced liver fibrosis and cholangiocyte proliferation. A Representative images of H&E staining,
scale bars: 100 μm; Masson’s trichrome staining, scale bars: 500 μm; and Sirius Red staining scale bars: 50 μm for livers of Sham, Sham+DT,
BDL, and BDL+DT mice (n= 5–8). B–D Quantification of necrosis area, Masson area, and Sirius area in panel A by ImageJ. E Western blotting
analysis for CK7, CK19, collagen type I, and α-SMA in Sham, Sham+DT, BDL, and BDL+DT mice. Representative images of the immune
blottings are shown. F Quantification of panel E. Data were expressed as mean ± SD from five to eight mice per group. *P < 0.05, **P < 0.01,
***P < 0.001.
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Pdgfb, and Itgb1, was reduced by DT treatment (Fig. S9C). The
western blotting analysis further showed that BDL-induced
upregulation of protein levels of collagen I and α-SMA was also
reduced by DT treatment (Fig. 3E, F). BDL-induced increase of

hepatic hydroxyproline levels was also significantly decreased by
DT treatment (Fig. S9D). BDL-induced increase of the cytokeratin
19 (CK19)-positive cholangiocytes and accumulation of F4/80+

macrophages around bile ducts were also reduced by DT

Fig. 4 Macrophage depletion reduces the H19 expression in the cholestatic livers. A H19 Fluorescence in situ hybridization (FISH) and
immunofluorescence (IF) co-staining showed H19 presented in CD68+ macrophages in livers of BA patients and H19 FISH and CD11b, F4/80
co-staining in the liver sections of BDL mice. Scale bars: 25 μm. B Hepatic levels of CD68 were positively correlated with the expression of H19
in livers of BA patients. C Relative mRNA levels of H19 in livers of Sham, Sham+DT, BDL, and BDL+DT (n= 5–11) were determined by RT-
PCR. Hprt1 was used as an internal control. Data were expressed as mean ± SD. **P < 0.01, ***P < 0.001.
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Fig. 5 H19 overexpression in the liver counteracts the macrophage depletion-mediated protective effect on cholestatic liver fibrosis and
bile duct proliferation. A A dose of 1.0 × 1011 vector genomes of the AAV9-H19 or controls (AAV9-CTL) were injected into CD11b-DTR mice via
tail vein. After 1 week of injection, the mice were subjected to the BDL operation and randomly divided into four groups: AAV9-CTL, AAV9-
H19, AAV9-CTL+DT, and AV9-H19+DT (each group, n= 4–6). Representative images of H&E staining, scale bars: 100 μm; Masson’s trichrome
staining, scale bars: 500 μm; and Sirius Red staining scale bars: 50 μm for the livers sections from AAV9-CTL, AAV9-H19, AAV9-CTL+DT, and
AV9-H19+DT mice. B–D Quantification of necrosis area, Masson area, Sirius area in panel A. E Western blotting analysis for CK7, CK19, Pcna,
Collagen I, α-SMA, and β-actin in livers of AAV9-CTL, AAV9-H19, AAV9-CTL+DT, and AAV9-H19+DT mice. Representative images of the
immune blottings are shown. F Quantification of panel E. Data were expressed as mean ± SD from four to six mice per group. *P < 0.05; **P <
0.01, ***P < 0.001; ns, not significant.
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treatment (Fig. S10A, B). The hepatic mRNA levels of cholangiocyte
markers, including keratin 7 (Krt7) and Krt19, were significantly
increased in BDL mice but reduced by DT treatment (Fig. S10C).
The expression of inflammatory genes, including Ccl20, Cxcl3,

Tnfa, Il6, and Cxcl12, increased significantly in livers of BDL mice
compared to sham mice, but not in livers of BDL+ DT mice (Fig.
S10C). In addition, the relative mRNA level of hepatic Mki67
decreased in BDL+ DT mice compared with BDL mice (Fig. S10C).

Fig. 6 Macrophage-specific depletion of H19 attenuates BDL-induced liver fibrosis. A Representative images of H&E staining, Masson’s
trichrome staining, Sirius Red staining in the liver sections from Sham, Sham+ Tamoxifen, BDL, and BDL+ Tamoxifen (TAM) mice (each group,
n= 3–6). Scale bars: 100 μm. B–D Quantification of necrosis area, Masson area and Sirius area in the panel A. E Western blotting analysis for
CK19, collagen type I, and α-SMA in Sham, Sham+ TAM, BDL, and BDL+ TAM mice. Representative images of the immune blotting are shown.
F Quantification of panel E. Data were expressed as mean ± SD from three to six mice per group. *P < 0.05, **P < 0.01, ***P < 0.001.
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The western blotting analysis showed that protein levels of both
CK7 and CK19 increased markedly in BDL mice livers, but not in
BDL+ DT mice (Fig. 3E, F). In addition, mRNA levels of angiogen-
esis marker genes, including epithelial cell adhesion molecule
(Epcam), lymphatic vessel endothelial hyaluronan receptor 1
(Lyve1), vascular endothelial growth factor A (Vegfa),

angiogenin-1 (Ang1), ICAM1, PECAM, and Clec4g, were reduced
in BDL+ DT mice when compared to the BDL mice (Fig. S11A). IF
staining showed that the hepatic CD31 protein level was increased
in BDL mice compared to sham ones, but not in the BDL+ DT
mice (Fig. S11B, C).

Fig. 7 H19 contributes to the activation and polarization of macrophages in the cholestatic livers. A Representative images of co-staining
of CD31 and CD11b, α-SMA and Ccr2, F4/80 and CK19 in the liver sections from Sham, Sham+ TAM, BDL, and BDL+ TAM mice (each group, n
= 3–6). Scale bars: 25 μm. B Quantification of CD11b+, Ccr2+, and F4/80+ cells of panel A. C Western blotting analysis for CD11b, iNOS, Ccr2,
and β-actin in the liver tissues from Sham, Sham+ TAM, BDL, and BDL+ TAM mice. D Quantification of panel B. Data were expressed as mean
± SD. *P < 0.05; **P < 0.01, ***P < 0.001.
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LncRNA-H19 is involved in macrophage-mediated
cholangiocyte proliferation and cholestatic liver fibrosis
Our previous study reported that long noncoding RNA-H19
(lncRNA-H19) increased in BA livers and played an important role
in promoting cholestatic liver fibrosis [17]. Here, we also showed
that H19 deficiency reduced the BDL-induced hyperplasia of

cholangiocytes and ameliorated liver fibrosis, as indicated by
downregulation of the protein expression of CK19, PCNA, α-SMA,
and collagen I (Fig. S12A). The fluorescent in situ hybridization
assay showed that the H19 was expressed in CD68+ macrophages
in the livers of BA patients (Fig. 4A). In BDL mice, H19 was detected
in both CD11b and F4/80 macrophages (Fig. 4A). The relative

Fig. 8 H19 knockout leads to skew macrophage polarization toward M2 subtype. A Representative flow cytometry results and images of
the percentage of indicated cells in all monocytes are shown. B The ratio of CD80/CD206-positive cells in Kupffer cells and monocyte-derived
macrophages. C Representative images of migration assay are shown. D The expression of RhoA and CDC42 in THP-1 macrophages that
infected with lentivirus-control (LV-Con) or lentivirus-H19 (LV-H19). E Quantification of panel D. Results from at least three independent
experiments are presented as mean ± SD. *P < 0.05; **P < 0.01, ***P < 0.001.
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mRNA level of hepatic CD68 was correlated with H19 in the livers
of BA patients (Fig. 4B). Similar to the previous finding, BDL
significantly induced hepatic H19 level, which was reduced
markedly in the livers of BDL+ DT mice (Fig. 4C). To further
determine whether the effect of DT-mediated depletion of
macrophages on reducing liver fibrosis is attributed to inhibition
of H19, adeno-associated virus serotype 9 (AAV9) overexpressing
H19 (AAV9-H19) was used to overexpress H19 in CD11b-DTR mice
via tail vein injection. Mice were subjected to BDL 7 days after
injection and treated with DT or saline every 2 days for 10 days.
The RT-PCR analysis showed that hepatic H19 levels increased
about 200-fold in AAV9-H19-treated mice compared to the AAV9-
CTL-treated mice (Fig. S13). As shown in Fig. 5, the H&E, Masson’s
Trichrome, and Sirius Red staining showed the BDL-induced
hepatic necrosis and liver fibrosis were inhibited significantly by
giving DT. However, these effects were counteracted or reversed
by AAV9-H19 injection (Fig. 5A–D). Consistent with these findings,
the western blot analysis indicated that DT injections significantly
reduced hepatic protein levels of CK7, CK19, α-SMA, collagen I,
and PCNA in BDL mice, which was completely reversed by
overexpression of H19 (Fig. 5E, F).

Macrophage-specific deletion of H19 ameliorates the
cholestatic liver injury and fibrosis
To further examine the role of macrophage H19 in cholestatic liver
injury, H19fl/fl: CD11BCreERT2 mice were treated with tamoxifen
(TAM). As shown in Figs. S2 and S14A, H19 was successfully
deleted in CD11b+ cells. The H&E, Masson’s Trichrome, and Sirius
Red staining showed that BDL-induced hepatic necrosis and liver
fibrosis were were reduced by giving the TAM (Fig. 6A–D).
Consistent with these findings, the western blot analysis revealed
that TAM injections significantly reduced the protein levels of
CK19, α-SMA, and Collagen I in livers of BDL mice (Fig. 6E, F).

LncRNA-H19 promotes the macrophage activation and
polarization in cholestatic livers
To determine the effects of H19 on the activation and polarization
of macrophages in cholestatic livers, we first analyzed the number
and polarization of hepatic macrophages in H19 knockout (H19−/

−) and WT mice. We showed that the numbers of CD11b+

monocytes/macrophages, F4/80+ macrophages, and Ccr2+

macrophages increased significantly in the livers of 2-week-BDL
WT mice, but not in that of H19−/− BDL mice (Fig. S15A, B). The
western blotting assay indicated that protein levels of CD11b,
Ccr2, and iNOS increased significantly in livers of BDL WT mice, but

not in the livers of H19−/− BDL mice (Fig. S16A, B). As shown in Fig.
7, IF staining showed the TAM-induced depletion of H19 in
macrophages significantly decreased the numbers of CD11b+

monocytes/macrophages, F4/80+ macrophages, and Ccr2+

macrophages in the livers of BDL mice (Fig. 7A, B). The western
blotting analysis confirmed that TAM treatment reduced levels of
CD11b, Ccr2, and iNOS proteins in the livers of BDL mice (Fig. 7C,
D).
To further identify the role of H19 in macrophage recruitment

and polarization, we used flow cytometry to separate resident
Kupffer cells and monocytes, as well as to identify the CD80 and
CD206 positive cell populations. As shown in Fig. S17A, B, CD11b+

macrophages were decreased significantly in BDL-H19−/− mice
when compared with BDL WT mice, but the number of F4/80+

macrophages showed no significant change. In contrast to the WT
BDL mice, the expression of CD80 was found to be low in F4/80+

macrophages and CD11b+ macrophages from BDL-H19−/− mice.
In F4/80-positive cell population, CD206 increased in BDL-H19−/−

mice and no significant difference in CD11b-positive CD11b+

macrophages population was observed (Fig. 8A). In addition, the
ratio of CD80/CD206 was decreased in both F4/80-positive cell
population and CD11b-positive cell population (Fig. 8B). We
further used the transwell assay to examine the effect of H19
overexpression on cell migration. We overexpressed H19 in THP-1
derived macrophages using H19 recombinant lentivirus. As shown
in Fig. 8C, overexpression of H19 promoted the migration of THP-1
derived macrophages. We examined its effect on the expression of
the Rho family of small GTPases, including RhoA and cdc42, which
play critical roles in cell migration. As shown in Fig. 8D, E, western
blot showed H19 overexpression increased protein levels of both
RhoA and cdc42).

DISCUSSION
The development of cholestatic liver fibrosis in BA patients is rapid
and severe. However, the limited understanding of cholestatic
liver fibrosis mechanisms impedes the development of novel
therapies for BA. We here showed that macrophage depletion
halts liver fibrosis progression via reducing lncRNA-H19 under
cholestatic conditions. We also identified a novel lncRNA-H19
regulatory mechanism in cholestasis-induced liver fibrosis in
which lncRNA-H19 enhances activation and polarization of
macrophages may occur via the Rho-GTPase pathway. Our study
suggests that macrophages may be potential targets in combat-
ting cholestatic liver fibrosis (Fig. 9).

Fig. 9 Schematic diagram of mechanisms for macrophage functions in the cholestatic liver fibrosis. The accumulated bile acids caused
liver injuries in cholestatic livers, which attracted the monocytes/macrophages from the peripheral circulation to repair damages. Once
monocytes/macrophages cells reached the injured areas, H19 increased their activation and polarization and subsequently promoted the liver
fibrosis progression. H19 can induce macrophage migration into the injured liver. H19 also promotes macrophage differentiation and
polarization in the cholestatic livers.
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BA is a severe cholestatic liver disease in neonates without
effective therapy [3, 4]. Currently, preventing progressive liver
injury and fibrosis is essential to their clinical management. The
previous studies indicate that macrophage infiltration increasing
in BA patients is a key driving force to promote disease
progression [5]. The current study showed a significant positive
correlation between levels of hepatic CD11B and liver fibrosis,
inflammation, and angiogenesis in BA patients. The accumulation
of the CD11B+ cells and CD68+ cells was mainly detected in the
fibrotic niche and peribiliary areas in BA patients. In the liver,
resident KCs and macrophages recruited from the circulating bone
marrow-derived monocyte lineage are two major types of
macrophages [20]. In the cholestatic liver, an increase in
CCL2 secretion recruits CCR2-expressing cells (such as pro-
inflammatory monocytes) to the injury site [8, 21, 22]. It has been
reported that Ccr2 knockout mice are protected from cholestatic
liver injury [8, 9]. However, the roles of macrophages in liver
fibrosis remain unclear. A transgenic mouse (CD11b-DTR) was
used in this study to determine the contribution of macrophages
to cholestatic liver fibrosis. The previous studies reported that DT
injection could selectively deplete most tissue macrophages
[12, 13, 18, 19]. We also showed that hepatic macrophages were
successfully depleted in CD11b-DTR mice after DT injection in the
current study. Macrophage depletion significantly reduced BDL-
induced fibrotic liver injury, which was accompanied by inhibition
of BDL-induced lncRNA-H19 upregulation. LncRNA-H19 is an
imprinted and maternally expressed transcript [23, 24]. Aberrant
expression of lncRNA-H19 has been associated with many disease
conditions, including various liver diseases [25–29]. It has been
reported that H19 is mainly expressed in cholangiocytes under
cholestatic conditions, but it can be transported to other hepatic
cells via exosomes [15, 16, 30]. Our previous study indicated that
H19 expresses in hepatic macrophages and plays a vital role in
regulating bile duct cell proliferation and liver fibrosis in BA
patients [17]. Similarly, in this study, we identified that H19 was
upregulated in CD11b+ monocytes/macrophages and F4/80+

macrophages in the livers of BDL mice. These results suggest that
macrophage H19 is a critical player in promoting cholestatic liver
injury. We further confirmed our findings using AAV9-H19 to
overexpress H19 in CD11b-DTR mice. As expected, overexpression
of H19 counteracted the protective effect of macrophage
depletion against BDL-induced liver injury. Conditional deletion
of H19 in macrophages using TAM in H19fl/fl: CD11BCreERT2 mice
also ameliorated BDL-induced liver injuries and fibrosis, which is
consistent with the findings in the H19 knockout mice. In the
absence of H19, the numbers of CD11b+ monocytes/macro-
phages, F4/80+ macrophages, and Ccr2+ macrophages are
significantly decreased in the livers of BDL mice. H19 deficiency
also suppressed the macrophage polarization as indicated by the
reduction of the M1 pro-inflammatory mediator, iNOS protein.
Similar to the finding in the global H19 knockout mice,
macrophage-specific deletion of H19 also decreased the hepatic
macrophage infiltration and M1 polarization. A recent study also
showed that cholangiocyte-derived H19-exosomes were involved
in macrophage activation and hepatic inflammation in cholestatic
liver injury [30]. Rho-family GTPases are the key regulators of cell
migration and morphogenesis, which are activated by guanine
nucleotide exchange factors (GEFs) and inactivated by GTPase-
activating proteins (GAPs) [31–33]. It has been reported that Rho-
kinase inhibitor Y27632 can reduce BDL-induced cholestatic liver
injury [34]. We also identified that H19 overexpression increased
the expression of both CDC42 and RhoA in macrophages.
However, how H19 regulates the expression of CDC42 and RhoA
remains unclear. In hepatocellular carcinoma, it has been reported
that H19 positively regulates CDC42 via sponging miR-15b [35].
H19 silencing has suppressed proliferation and invasiveness of
hepatocellular cells through miR-15b/CDC42 pathway [35]. It thus

hypothesis that H19 regulates the CDC42 and RhoA may through
sponging miR-15b in macrophages.
In summary, we demonstrated that hepatic macrophage

recruitment and activation are major contributors to cholestatic
liver injury both in BA patients and the BDL mouse model.
Selective depletion of macrophages attenuates liver fibrosis
progression and bile duct proliferation. LncRNA-H19 plays critical
roles not only in the cholestasis-induced activation and polariza-
tion of macrophages, but also in macrophage recruitment via
modulating Rho-family GTPases. Targeting H19 represents a
potential therapeutic target for cholestatic liver diseases.

REFERENCES
1. O’Hara SP, Tabibian JH, Splinter PL, LaRusso NF. The dynamic biliary epithelia:

molecules, pathways, and disease. J Hepatol. 2013;58:575–82.
2. Wu N, Baiocchi L, Zhou T, Kennedy L, Ceci L, Meng F, et al. The functional role of

the secretin/secretin receptor signaling during cholestatic liver injury. Hepatol-
ogy. 2020;72:2219–27.

3. Bessho K, Bezerra JA. Biliary atresia: will blocking inflammation tame the disease?
Annu Rev Med. 2011;62:171–85.

4. Hartley JL, Davenport M, Kelly DA. Biliary atresia. Lancet. 2009;374:1704–13.
5. Lages CS, Simmons J, Maddox A, Jones K, Karns R, Sheridan R, et al. The dendritic

cell-T helper 17-macrophage axis controls cholangiocyte injury and disease
progression in murine and human biliary atresia. Hepatology. 2017;65:174–88.

6. Bogdanos DP, Gao B, Gershwin ME. Liver immunology. Compr Physiol.
2013;3:567–98.

7. Dambach DM, Watson LM, Gray KR, Durham SK, Laskin DL. Role of CCR2 in
macrophage migration into the liver during acetaminophen-induced hepato-
toxicity in the mouse. Hepatology. 2002;35:1093–103.

8. Seki E, de Minicis S, Inokuchi S, Taura K, Miyai K, van Rooijen N, et al. CCR2
promotes hepatic fibrosis in mice. Hepatology. 2009;50:185–97.

9. Cai SY, Ouyang X, Chen Y, Soroka CJ, Wang J, Mennone A, et al. Bile acids initiate
cholestatic liver injury by triggering a hepatocyte-specific inflammatory response.
JCI Insight. 2017;2:e90780.

10. Pellicoro A, Ramachandran P, Iredale JP, Fallowfield JA. Liver fibrosis and repair:
immune regulation of wound healing in a solid organ. Nat Rev Immunol.
2014;14:181–94.

11. Tacke F, Zimmermann HW. Macrophage heterogeneity in liver injury and fibrosis.
J Hepatol. 2014;60:1090–6.

12. Duffield JS, Forbes SJ, Constandinou CM, Clay S, Partolina M, Vuthoori S, et al.
Selective depletion of macrophages reveals distinct, opposing roles during liver
injury and repair. J Clin Invest. 2005;115:56–65.

13. Cailhier JF, Partolina M, Vuthoori S, Wu S, Ko K, Watson S, et al. Conditional
macrophage ablation demonstrates that resident macrophages initiate acute
peritoneal inflammation. J Immunol. 2005;174:2336–42.

14. Bezerra JA, Wells RG, Mack CL, Karpen SJ, Hoofnagle JH, Doo E, et al. Biliary
atresia: clinical and research challenges for the twenty-first century. Hepatology.
2018;68:1163–73.

15. Li X, Liu R, Huang Z, Gurley EC, Wang X, Wang J, et al. Cholangiocyte-derived
exosomal long noncoding RNA H19 promotes cholestatic liver injury in mouse
and humans. Hepatology. 2018;68:599–615.

16. Liu R, Li X, Zhu W, Wang Y, Zhao D, Wang X, et al. Cholangiocyte-derived exo-
somal long noncoding RNA H19 promotes hepatic stellate cell activation and
cholestatic liver fibrosis. Hepatology. 2019;70:1317–35.

17. Xiao Y, Liu R, Li X, Gurley EC, Hylemon PB, Lu Y, et al. Long noncoding RNA H19
contributes to cholangiocyte proliferation and cholestatic liver fibrosis in biliary
atresia. Hepatology. 2019;70:1658–73.

18. Crapster-Pregont M, Yeo J, Sanchez RL, Kuperman DA. Dendritic cells and alveolar
macrophages mediate IL-13-induced airway inflammation and chemokine pro-
duction. J Allergy Clin Immunol. 2012;129:1621–7 e1623.

19. Chen F, Liu Z, Wu W, Rozo C, Bowdridge S, Millman A, et al. An essential role for
TH2-type responses in limiting acute tissue damage during experimental hel-
minth infection. Nat Med. 2012;18:260–6.

20. Tacke F. Targeting hepatic macrophages to treat liver diseases. J Hepatol.
2017;66:1300–12.

21. Okuma T, Terasaki Y, Kaikita K, Kobayashi H, Kuziel WA, Kawasuji M, et al. C-C
chemokine receptor 2 (CCR2) deficiency improves bleomycin-induced pulmonary
fibrosis by attenuation of both macrophage infiltration and production of
macrophage-derived matrix metalloproteinases. J Pathol. 2004;204:594–604.

22. Kitagawa K, Wada T, Furuichi K, Hashimoto H, Ishiwata Y, Asano M, et al. Blockade
of CCR2 ameliorates progressive fibrosis in kidney. Am J Pathol. 2004;165:237–46.

X. Tian et al.

12

Cell Death and Disease          (2021) 12:646 



23. Khosla S, Aitchison A, Gregory R, Allen ND, Feil R. Parental allele-specific chro-
matin configuration in a boundary-imprinting-control element upstream of the
mouse H19 gene. Mol Cell Biol. 1999;19:2556–66.

24. Bartolomei MS, Zemel S, Tilghman SM. Parental imprinting of the mouse H19
gene. Nature. 1991;351:153–5.

25. Stuhlmüller B, Kunisch E, Franz J, Martinez-Gamboa L, Hernandez MM, Pruss A,
et al. Detection of oncofetal h19 RNA in rheumatoid arthritis synovial tissue. Am J
Pathol. 2003;163:901–11.

26. Iempridee T. Long non-coding RNA H19 enhances cell proliferation and
anchorage-independent growth of cervical cancer cell lines. Exp Biol Med.
2017;242:184–93.

27. Geng H, Bu HF, Liu F, Wu L, Pfeifer K, Chou PM, et al. In inflamed intestinal tissues
and epithelial cells, interleukin 22 signaling increases expression of H19 long
noncoding RNA, which promotes mucosal regeneration. Gastroenterology.
2018;155:144–55.

28. Yoruker EE, Keskin M, Kulle CB, Holdenrieder S, Gezer U. Diagnostic and prog-
nostic value of circulating lncRNA H19 in gastric cancer. Biomed Rep.
2018;9:181–6.

29. Zhang K, Luo Z, Zhang Y, Zhang L, Wu L, Liu L, et al. Circulating lncRNA H19 in
plasma as a novel biomarker for breast cancer. Cancer Biomark. 2016;17:187–94.

30. Li X, Liu R, Wang Y, Zhu W, Zhao D, Wang X, et al. Cholangiocyte-derived exo-
somal lncRNA H19 promotes macrophage activation and hepatic inflammation
under cholestatic conditions. Cells 2020;9:190.

31. Tolias KF, Duman JG, Um K. Control of synapse development and plasticity by
Rho GTPase regulatory proteins. Prog Neurobiol. 2011;94:133–48.

32. DerMardirossian C, Bokoch GM. GDIs: central regulatory molecules in Rho GTPase
activation. Trends Cell Biol. 2005;15:356–63.

33. Van Keymeulen A, Wong K, Knight ZA, Govaerts C, Hahn KM, Shokat KM, et al. To
stabilize neutrophil polarity, PIP3 and Cdc42 augment RhoA activity at the back
as well as signals at the front. J Cell Biol. 2006;174:437–45.

34. Laschke MW, Dold S, Menger MD, Jeppsson B, Thorlacius H. The Rho-kinase
inhibitor Y-27632 inhibits cholestasis-induced platelet interactions in the hepatic
microcirculation. Microvasc Res. 2009;78:95–99.

35. Zhou Y, Fan RG, Qin CL, Jia J, Wu XD, Zha WZ. LncRNA-H19 activates CDC42/PAK1
pathway to promote cell proliferation, migration and invasion by targeting miR-
15b in hepatocellular carcinoma. Genomics. 2019;111:1862–72.

ACKNOWLEDGEMENTS
The authors extend their gratitude to Jin Wu and Zizhen Gong for their technical
support in flow cytometry analysis.

AUTHOR CONTRIBUTIONS
Y.X., W.C., and Y.W. developed study concept and design, acquisition of data, analysis,
and interpretation of data. Y.X. wrote the manuscript. X.T., Y.X., J.D., and Y.L.
performed and analyzed most of the experiments. S.C. and W.W. performed the
experiments about cell culture and animal model. H.Z. reviewed and revised the
manuscript. All of the authors approved this version of the manuscript to be
published.

FUNDING INFORMATION
This work was supported by National Natural Science Foundation of China (81974058,
81630039, 81770517), Shanghai Key Laboratory of Pediatric Gastroenterology and
Nutrition (17DZ2272000), Foundation of Science and Technology Commission of
Shanghai Municipality (19495810500), Foundation of Shanghai Municipal Health
Commission (shslczdzk05702) and Innovative research team of high-level local
universities in Shanghai.

ETHICS STATEMENT
Experiments with mice were approval by the Shanghai Jiao Tong University School of
Medicine affiliated Xin Hua Hospital Animal Care and Use Committee (XHEC-F-2020-
009). Liver specimens analysis was approved by the Faculty of Medicine’s Ethics
Committee of Xin Hua Hospital (XHEC-D-2020-187). All methods in this study were
carried out in accordance with the relevant guidelines.

Competing interests
The authors declare no competing interests.

ADDITIONAL INFORMATION
Supplementary information The online version contains supplementary material
available at https://doi.org/10.1038/s41419-021-03931-1.

Correspondence and requests for materials should be addressed to W.C. or Y.X.

Reprints and permission information is available at http://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 anymedium or format, as long as you give
appropriate credit to the original author(s) and the source, provide a link to the Creative
Commons license, and indicate if changes were made. The images or other third party
material in this article are included in the article’s Creative Commons license, unless
indicated otherwise in a credit line to the material. If material is not included in the
article’s Creative Commons license 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 license, visit http://creativecommons.
org/licenses/by/4.0/.

© The Author(s) 2021

X. Tian et al.

13

Cell Death and Disease          (2021) 12:646 

https://doi.org/10.1038/s41419-021-03931-1
http://www.nature.com/reprints
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/

	Conditional depletion of macrophages ameliorates cholestatic liver injury and fibrosis via lncRNA-H19
	Introduction
	Materials and methods
	Human liver specimens
	Animal studies
	Statistical analysis

	Results
	The increased macrophages in BA livers positively correlate with progression of the inflammation, fibrosis, and angiogenesis
	Administration of DT selectively depleting macrophages ameliorates cholestatic liver injuries
	Macrophage depletion suppresses liver fibrosis and cholangiocyte proliferation in cholestatic livers
	LncRNA-H19 is involved in macrophage-mediated cholangiocyte proliferation and cholestatic liver fibrosis
	Macrophage-specific deletion of H19 ameliorates the cholestatic liver injury and fibrosis
	LncRNA-H19 promotes the macrophage activation and polarization in cholestatic livers

	Discussion
	Acknowledgements
	Author contributions
	Funding information
	Ethics statement
	ADDITIONAL INFORMATION




