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Significance

Immune checkpoint inhibitors are 
used in HCC treatment, but overall 
response rates for single-agent 
PD-1/PD-L1 blockers have 
remained stubbornly low. Using a 
mouse model of NASH-driven 
HCC, we show that cotreatment 
with the safe and inexpensive 
angiotensin II receptor inhibitor 
losartan substantially enhanced 
anti-PD-1-triggered HCC 
regression. Although losartan did 
not potentiate the reinvigoration 
of exhausted CD8+ T cells, it 
considerably enhanced their 
intratumoral invasion, which we 
postulated to be compromised by 
peritumoral fibrosis. Indeed, the 
beneficial effect of losartan 
correlated with inhibition of TGF-β 
signaling and collagen deposition, 
and depletion of immunosup
pressive fibroblasts. Losartan 
should be evaluated for its 
adjuvant activity in HCC patients 
undergoing PD-1/PD-L1 blocking 
therapy.
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Although viral hepatocellular carcinoma (HCC) is declining, nonviral HCC, which 
often is the end stage of nonalcoholic or alcoholic steatohepatitis (NASH, ASH), is on an 
upward trajectory. Immune checkpoint inhibitors (ICIs) that block the T cell inhibitory 
receptor PD-1 were approved for treatment of all HCC types. However, only a minority 
of HCC patients show a robust and sustained response to PD-1 blockade, calling for 
improved understanding of factors that negatively impact response rate and duration 
and the discovery of new adjuvant treatments that enhance ICI responsiveness. Using a 
mouse model of NASH-driven HCC, we identified peritumoral fibrosis as a potential 
obstacle to T cell–mediated tumor regression and postulated that antifibrotic medications 
may increase ICI responsiveness. We now show that the angiotensin II receptor inhib-
itor losartan, a commonly prescribed and safe antihypertensive drug, reduced liver and 
peritumoral fibrosis and substantially enhanced anti-PD-1-induced tumor regression. 
Although losartan did not potentiate T cell reinvigoration, it substantially enhanced 
HCC infiltration by effector CD8+ T cells compared to PD-1 blockade alone. The 
beneficial effects of losartan correlated with blunted TGF-β receptor signaling, reduced 
collagen deposition, and depletion of immunosuppressive fibroblasts.

NASH-driven HCC | anti-PD-1 | losartan | liver fibrosis

Hepatocellular carcinoma (HCC), one of the most common cancer types worldwide (1), 
is the end result of chronic liver injury and inflammation, often occurring in the context 
of hepatocyte cell death and liver fibrosis (2, 3). Whereas early and locoregional HCC 
are effectively treated by surgical resection, radiofrequency ablation, or chemoemboliza-
tion, the treatment of advanced HCC is limited by the compromised liver function 
accompanying the disease (1). The only approved targeted HCC therapies are pan-kinase 
inhibitors, such as sorafenib, which extend patient survival by several months, leaving 
the 5-y survival rates at 30% for patients with localized disease and an abysmal 2.5% for 
patients with advanced metastatic disease (4, 5). A considerable advance in HCC treat-
ment was the finding that immune checkpoint inhibitors (ICIs) targeting PD-1 or its 
ligand PD-L1 [hereafter PD-(L)1], whose association causes T cell exhaustion (6), can 
curtail HCC growth or induce tumor regression with objective response rates (ORRs) of 
15 to 20% (7–11). Although the effectiveness of PD-(L)1 blockade was recently improved 
by its combination with Vascular endothelial growth factor (VEGF) receptor inhibitors 
or CTLA4 checkpoint blockade (11), ORRs remain lower than 30% and suggested to 
be particularly low in nonalcoholic steatohepatitis (NASH)-related HCC (12–14). 
Although hepatosteatosis was postulated to account for the adverse effect of NASH on 
ICI responsiveness (12–14), it should be recognized that hepatosteatosis usually declines 
or disappears (“burnout NASH”) in advanced NASH, which is characterized by extensive 
fibrosis, which often precedes HCC (15). Moreover, hepatosteatosis is not required for 
induction of liver damage and fibrosis in NASH-afflicted mice (16). Based on our studies 
of NASH-related HCC in the MUP-uPA mouse model (17–19), we reasoned that liver 
fibrosis is more likely to account for the adverse effect of NASH on ICI outcome than 
hepatosteatosis. Although NASH is driven by metabolic inflammation, it is also accom-
panied by marked changes in the hepatic immune system, including the accumulation 
of immunosuppressive IgA-expressing plasma cells, which dismantle immunosurveillance 
by HCC-directed T cells (19, 20). The immunosuppressive activity of IgA+ plasma cells 
is IL-10 and PD-L1 dependent, and either PD-L1 or IL-10 blockade, or ablation, restore 
anti-HCC immunity to high fat diet (HFD)-fed MUP-uPA mice (19), which develop 
NASH and robustly progress to HCC (17, 18). While most NASH-induced liver tumors 
in MUP-uPA mice were effectively eliminated by PD-L1 blockade, tumors with extensive 
peritumoral fibrosis were treatment refractory (19).
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Liver fibrosis or excessive collagen fiber deposition is triggered by 
chronic liver injury, which induces production of transforming 
growth factor-beta (TGF-β) and other profibrogenic cytokines by 
activated immune cells, mainly macrophages (21, 22). TGF-β acti-
vates collagen-producing hepatic stellate cells (HSC) that express 
α-smooth muscle actin (α-SMA) and glial fibrillary acidic pro-
tein (23) and gives rise to cancer-associated fibroblasts (CAF) during 
HCC emergence (24, 25). TGF-β activates HSC by binding to its 
type II receptor (TGFBR2) which heterodimerizes with the type I 
receptor (TGFBR1), triggering activation and nuclear translocation 
of SMAD2, 3, and 4 transcription factors (26). TGFBR signaling 
is potentiated by angiotensin II (Ang II) acting via its type 1 receptor 
(AngIIR1) (27, 28). Although no TGFBR inhibitors or other tar-
geted therapeutics were approved for the treatment of liver fibrosis 
(29), the commonly used AngIIR1 inhibitor and antihypertensive 
drug losartan can reduce liver fibrosis in humans (30, 31) and 
rodents (32, 33). Other studies carried out by Rakesh Jain’s group 
have shown that losartan enhances anticancer drug delivery (34) and 
down-regulates immunosuppression-associated genes in ovarian and 
pancreatic cancers when combined with chemo- or radio-therapy 
(35, 36) and reduced ICI-induced edema in glioblastoma mouse 
model (37). Inspired by these findings, we investigated whether 
losartan improves ICI-induced HCC regression and if so, whether 
this correlates with its antifibrogenic activity. We now show that 
losartan potentiates the therapeutic response to a suboptimal PD-1 
antagonistic antibody in the MUP-uPA model and that this effect 
correlates with improved intratumoral invasion by reinvigorated 
CD8+ cytotoxic T cells, diminished collagen type I (Col I) produc-
tion, and down-regulated TGF-β signaling.

Results

Losartan Potentiates Anti-PD-1-Induced HCC Regression. NASH-
driven HCC in MUP-uPA mice was the model chosen for the present 
study as its pathogenic mechanisms, transcriptome, and mutational 
signature resemble human HCC and are also responsive to PD-(L)1 
blockade (17, 19). We first determined the optimal losartan dose 
and treatment regimen. We found that losartan in drinking water 
was well tolerated at 30 mg/kg, with no significant weight loss when 
the mice were treated for ~2 mo (SI Appendix, Fig. S1 A and B). 
However, when the treatment period exceeded 2 mo and the dose 
was raised to 50 mg/kg, HFD-fed mice no longer gained weight and 
a tendency to develop smaller tumors (SI Appendix, Fig. S1 A–D). We 
next examined whether losartan can potentiate anti-PD-1-induced 
HCC regression. We placed 6-wk-old MUP-uPA mice on HFD 
for 6 mo to induce NASH and HCC and allocated HCC-bearing 
mice into four treatment groups (SI Appendix, Fig. S1E): control 
(ctrl) IgG, anti-PD-1, losartan+ctrl IgG, and losartan+anti-PD-1. 
Treatments lasted 8 wk while the mice were kept on HFD. Under 
these conditions, body weight gain was identical across all groups 
and no organ injury was observed (SI Appendix, Fig. S1 F and G). 
Notably, the combination of losartan with anti-PD-1 resulted in 
lower liver/body weight ratio, tumor multiplicity, and tumor volume 
compared to ctrl IgG, anti-PD-1 alone, or ctrl IgG plus losartan 
(Fig. 1 A–D). Importantly, losartan addition augmented anti-PD-1-
induced tumor regression. However, anti-PD-1 single treatment also 
caused a moderate decrease in hepatosteatosis, liver triglyceride (TG) 
accumulation, and serum TG amounts, effects that were slightly 
affected by losartan addition (SI Appendix, Fig. S1 H–J). Losartan 
without or with anti-PD-1 reduced liver damage marked by the 
presence of liver enzymes in the circulation (SI Appendix, Fig. S1K).

Losartan Enhances HCC Infiltration with Anti-PD-1-
Induced T Effector Cells. To identify how losartan enhanced 

anti-PD-1-induced HCC regression, immune cell numbers and 
effector functions were analyzed by flow cytometry (FC). Both CD8+  
T cell number and fraction were increased in the livers of anti-PD-
1-treated mice, with the majority of CD8+ T cells secreting TNF 
and IFNγ (Fig. 2A and SI Appendix, Fig. S2 A–C). Additionally, 
there was a decline in the percentage of CD8+ T cells that express 
the inhibitory collagen receptor LAIR1 (38) after anti-PD-1 
treatment; however, the LAIR1 expressing in liver monocytes 
barely changed (SI Appendix, Fig. S2 D and E). Losartan had no 
effect on total CD8+ T cell number, their effector function, or 
expression of LAIR1 (SI Appendix, Fig. S2 A–E). Nonetheless, the 
combination of losartan with anti-PD-1 increased the number and 
percentage of CD8+ T cells associated with lower tumor number 
and volume in comparison to anti-PD-1 alone (Fig.  2 A–C).  
Anti-PD-1 without or with losartan enhanced the expression 
of mRNAs coding for Ccl8, Ccl5, Ccl19, Ccl2, Cxcl9, and 
Cxcl10, which are chemokines that promote T cell recruitment 
and activation (SI Appendix, Fig. S2 F–H). Losartan cotreatment 
tended to further increase chemokine expression, but the effect 
was not statistically significant. FC and immunochemistry (IHC) 
revealed that while losartan in combination with anti-PD-1 did 
not exert a significant effect on anti-PD-1-induced CD8+ T cell 
reinvigoration or CD8+ T cell activation markers, it increased 
tumor infiltration by CD8+CD3+ T cells, CD3+CD8− helper  
T cells (CD4+), CD3−CD8+ plasmacytoid dendritic (pDC) cells, 
and CD45+ immune cells compared to anti-PD-1 alone (Fig. 2 
D–G and SI Appendix, Fig. S2 I–K). These results show that the 
main effect of losartan on anti-HCC immunity was to increase 
tumor infiltration with reinvigorated T cells and pDC. Losartan 
cotreatment, however, did not enhance the anti-PD-1-induced 
expression of MHC-I related genes, which present antigens to 
CD8+ T cells (39), such as Nlrc5, Psm9, and Tap1, neither did 
it affect Cd274 or Il1b messenger RNA (mRNA) expression 
(SI Appendix, Fig. S2 L–P).

Losartan Inhibits Liver Fibrosis. We next explored likely 
mechanisms through which losartan stimulates HCC infiltration 
by T cells. Losartan alone or together with anti-PD-1 largely 
reduced liver fibrosis, assessed by Sirius Red staining, which was 
slightly increased by anti-PD-1 alone (Fig. 3 A and B). The major 
extracellular matrix (ECM) protein collagen type I a1 chain 
(Col1a1) and the activated  HSC marker α-SMA also declined 
after losartan alone or losartan+anti-PD-1 (Fig.  3 A and C–G). 
Losartan, however, had a modest effect on fibroblast-specific protein 
1 (FSP1)-expressing fibroblasts (Fig. 3 E and H). Unlike α-SMA+ 
HSC, FSP1+ fibroblasts support the response to immunotherapy 
by producing chemokines (40). Of note, losartan cotreatment 
increased the number of lymphoid-dense areas (tertiary lymphoid 
follicle-like structures), which contained FSP1+ fibroblasts next to 
B220+ B cells and CD8+ T cells (SI Appendix, Fig. S3 A–C) and 
shown to predict better prognosis (41). COX2+α-SMA+ fibroblasts 
and COX2+FSP1+ fibroblasts, which have immunosuppressive 
properties (42), were lower after losartan treatment (SI Appendix, 
Fig. S3 D–G). Altogether, losartan treatment reduced liver fibrosis, 
inhibited Col1a1 deposition, and blunted the generation of 
immunosuppressive CAF.

Losartan Inhibits TGF-β Signaling. Next, we examined the effect of 
losartan on TGF-β signaling. IHC showed that losartan inhibited 
ERK1/2 phosphorylation in hepatocytes and stellate cells, as well as 
TGF-β1 expression (Fig. 4 A and B). Immunoblotting (IB) confirmed 
the decrease in ERK1/2 phosphorylation and showed that losartan 
also inhibited SMAD2 and 3 phosphorylation (Fig. 4C). Quantitative 
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Real-Time PCR (qRT-PCR) showed that losartan also blunted 
Tgfbr1, Tgfbr2, Vegf, Pdgfb, Pdgfrα, Pdgfrβ, Ctnnb1 (β-Catenin), and 
Fgf2 mRNA expression (SI Appendix, Fig. S4 A and B). Expression 
of the TGF-β target connective tissue growth factor (CTGF) also 
decreased after losartan without or with anti-PD-1 (SI Appendix, 
Fig. S4 A, C, and D). In agreement with a recent publication, anti-
PD-1 treatment increased IL-6 expression (Fig. 4D and SI Appendix, 
Fig. S4E), which supports ICI resistance (43). Losartan cotreatment, 
however, reversed this effect and reduced the number of IL6+ α-SMA+ 
fibroblasts (Fig. 4D and SI Appendix, Fig. S4E). Consistent with the 
ability of PD-1 blockade to improve senescence surveillance (44), 
anti-PD-1 treatment reduced p21 and p16 expression, an effect 
that was modestly enhanced by losartan cotreatment (Fig. 4 E–G). 
Anti-PD-1 increased the expression of hexosamine pathway (HBP) 
genes (SI Appendix, Fig.  S4 F–J), including glutamine-fructose-6-
phosphate transaminase 1 (Gfpt1), O-linked N-acetylglucosamine 
(GlcNAc) transferase (Ogt), phosphoglucomutase 3 (Pgm3), UDP-N-
acetylglucosamine pyrophosphorylase 1 (Uap1), and the EGFR ligand 
amphiregulin (Areg), which promotes ECM hyaluronan synthesis 
(45). The addition of losartan, however, reduced the expression of 
these genes (SI  Appendix, Fig.  S4 F–J). Collectively, these results 
demonstrate that losartan has a profound effect on the ECM and 
the tumor stroma, effects which are consistent with the inhibition of 

TGF-β signaling and that are likely to contribute to enhancement of 
tumor invasion by CD8+ Teff cells.

Discussion

Our results show that losartan, a safe, inexpensive, and widely 
used AngIIR1 antagonist, significantly potentiates HCC regres-
sion in response to PD-(L)1 blockade. Of note, losartan had no 
effect on the activation state of hepatic T cells and their expression 
of the inhibitory collagen receptor LAIR1, on its own or together 
with anti-PD-1. The only obvious effect of losartan cotreatment 
on anti-HCC immunity was the enhancement of HCC infiltra-
tion by CD8+ T cells that were reinvigorated by PD-1 blockade, 
as well as by pDC. Without added losartan, anti-PD-1 treatment 
resulted in the expected increase in Teff cells, but the reinvigorated 
CD8+ T cells mainly remained at the tumor margin with very few 
of them detected within the tumor proper. Consistent with pre-
vious publications (32, 33), losartan treatment alone or in com-
bination with anti-PD-1 ameliorated liver and peritumoral 
fibrosis, an effect that was likely due to inhibition of TGFBR1, 
TGFBR2, and CTGF expression and SMAD and ERK phospho-
rylation, as well as diminished Col I production due to inhibition 
of HSC activation, all of which reflect the inhibition of TGF-β 
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signaling. Indeed, the effects of losartan closely resemble the anti-
PD-L1 potentiating effect of TGF-β1 blockade in a mouse model 
of colorectal cancer (46). These results are consistent with our 

previous finding that HCCs that were surrounded by more exten-
sive peri-tumoral fibrosis were refractory to PD-L1 blockade com-
pared to HCC nodules lacking a fibrotic envelope (19). Although 
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it was already reported that losartan inhibits Col I production 
and improves blood vessel perfusion, leading to improved drug 
delivery and enhanced chemotherapy and radiation effectiveness 

(34, 47, 48), here losartan was shown to increase ICI responsive-
ness. Our results were obtained in a mouse model of NASH-
driven HCC that shares many features with the equivalent human 
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disease, including a highly similar transcriptome and mutational 
signature (17). Nonetheless, it is important to conduct retrograde 
analysis of human clinical data and determine whether HCC 
patients who received losartan or other AngIIR1 inhibitors exhibit 
an improved ORR when subjected to PD-(L)1 blockade. 
Moreover, it needs to be tested whether losartan can potentiate 
the response to PD-(L)1 blockade in other cancers associated with 
peritumoral fibrosis and desmoplasia, such as pancreatic cancer 
and intrahepatic cholangiocarcinoma, which so far have been 
refractory to ICI. As losartan only slightly affect hepatosteatosis, 
our results suggest that liver fibrosis maybe a more relevant expla-
nation of the modest response of NASH-induced HCC to 
PD-(L)1 blockers (12–14).

Materials and Methods

Animals. MUP-uPA mice were previously described and kindly provided by 
E.P. Sandgren, University of Wisconsin-Madison (49). The mice were main-
tained in filter-topped cages on autoclaved food and water with a 12 h light (6 
am-6 pm)/dark (6 pm-6 am) cycle. To induce NASH and HCC, male mice were 
placed on HFD (Bio-Serv S3282) at 6 to 8 wk of age. After 6 mo, the mice were 
administered control IgG [25AUW, mouse [HEXON-Ad] mAb (TC31.27F11.C2) 
IgG1 D265A/Kappa] (20 mg/kg, i.p.) or anti-PD-1 [03AHF, mouse-modified 
PD-1 mAb (DX400 D265A LPD2127/LPD2128) mIgG1/Kappa], two to three 
times weekly (20 mg/kg, i.p.) without or with losartan (30 mg/kg in drinking 
water) (SI Appendix, Fig. S1E). For dose-finding studies, 30 mg/kg and 50 mg/
kg losartan were used in drinking water, as indicted (SI  Appendix, Fig.  S1 
A–D). The mice were monitored daily during treatment and were provided 
with soft bedding and nesting as well as access to food and water ad libitum. 
Body weight gain and food consumption were calculated every 2 wk. After 
8 wk, the mice were killed, and tumors and livers were analyzed. Tumor vol-
ume was calculated as: L × W × H/2 (L, length, W, width, and H, height). All 
experiments were performed according to University of California San Diego 
(UCSD) Institutional Animal Care and Use Committee and NIH guidelines 
and regulations. Karin’s Animal protocol S00218 was approved by the UCSD 
Institutional Animal Care and Use Committee.

FC. Single-cell suspensions were prepared from livers and spleens. For liver 
lymphocyte isolation, 0.5 g of tissue was cut into small pieces and incubated 
in dissociation solution (DMEM medium supplemented with 5% FBS), col-
lagenase type I (200 U/mL), collagenase type IV (200 U/mL), and DNase I 
(100  μg/mL) for 40  min at 37 °C. Next, the cell suspensions were passed 
through a 40-μm cell strainer and washed twice. The isolated cells were incu-
bated with labeled antibodies in Cell Staining Buffer (BioLegend). Dead cells 
were excluded based on staining with Live/Dead Fixable Viability Dye (FVD-
eFluor780, ThermoFisher Scientific/eBioscience). For intracellular cytokine 
staining, cells were restimulated with cell stimulation cocktail (ThermoFisher 
Scientific/eBioscience; containing PMA and ionomycin), in the presence of 
a protein transport inhibitor cocktail (ThermoFisher Scientific/eBioscience; 
containing brefeldin A and monensin). After 4-h incubation at 37 °C, cells 
were fixed and permeabilized with BD™ Perm/Wash buffer (BD Biosciences). 
After fixation/permeabilization, cells were stained with labeled antibodies of 
interest. The cells were analyzed on a Beckman Coulter Cyan ADP flow cytom-
eter. Data were analyzed using FlowJo software (Treestar). Absolute numbers 
of specific immune cells (e.g., CD8+ cells) in spleens were calculated by mul-
tiplying the total cell numbers from one spleen by the percentage of the cell 
type in question among total CD45+ immune cells. Absolute immune cell 
numbers in livers were calculated by multiplying total cell number in one liver 
fragment by the percentages of the corresponding cell type among all total 
liver cells divided by the weight of the analyzed liver fragment (cell number 
per gram of liver). Antibodies were purchased from BD Biosciences, BioLegend, 
and ThermoFisher Scientific.

Histology. Livers were removed, and portions of liver tissue were fixed in 4% 
paraformaldehyde and embedded in paraffin. Thick sections (5 μm) were stained 
with hematoxylin and eosin (H&E) (Leica, 3801615, 3801571) and Sirius Red 
(ab246832) and processed for IHC. For frozen block preparations, liver tissue 

fragments were embedded in Tissue-Tek OCT compound (Sakura Finetek), sec-
tioned, and stained with Oil Red O (ORO). Image J was used for image quan-
tification as descried (19). Briefly, for Sirius Red, areas of at least 1 mm3 were 
quantitated with Image J and normalized for vascularization and lipid accumula-
tion using corresponding H&E-stained areas. For ORO analysis, multiple images 
(3 to 4) were quantitated and averaged using Image J. IHC was performed as 
follows: after xylene deparaffinization and rehydration with ethanol series, 
antigen retrieval was conducted for 15 min at 100 °C with 0.1% sodium citrate 
buffer. After quenching of endogenous peroxidases with 3% H2O2 and blocking 
with 5% bovine serum albumin (BSA), sections were incubated with indicated 
antibodies (SI Appendix, Table  S1) overnight at 4 °C followed by incubation 
with biotinylated secondary antibodies (1:200) for 30 min and Streptavidin-HRP 
(1:500) for 30 min. Bound peroxidase was visualized by 1 to 10 min incuba-
tion in 3, 30-diaminobenzidine (DAB) solution (Vector Laboratories, SK-4100). 
Images were captured on an upright light/fluorescent Image A2 microscope with 
AxioVision Release 4.5 Software (Zeiss).

IB Analysis. Livers were homogenized in a Dounce homogenizer (Thomas 
Scientific) with 30 strokes in RIPA buffer (50  mM Tris-HCl, pH 7.4, 150  mM 
NaCl, 1% Triton X-100, 1% sodium deoxycholate, 0.1% SDS, 1  mM 
Ethylenediaminetetraacetic acid (EDTA)) with complete protease and phos-
phatase inhibitor cocktail. Lysates were sonicated, centrifuged, and boiled in 
4× loading buffer. The samples were separated by Sodium dodecyl-sulfate pol-
yacrylamide gel electrophoresis (SDS-PAGE) and transferred to Polyvinylidene 
fluoride (PVDF) membranes, blocked in 5% nonfat milk, and incubated with 
the indicated primary antibodies overnight. Secondary antibodies were added 
for another 1  h. and detected with Clarity Western ECL Substrate (Biorad). 
Immunoreactive bands were exposed in an automatic X-ray film processor. 
Antibodies are listed in SI Appendix, Table S1.

Immunostaining. Tissues were embedded in Tissue Tek OCT (Sakura 
Finetek) and snap frozen. Tissue sections were fixed in cold acetone/meth-
anol for 10  min and washed with Phosphate-buffered saline (PBS). Slides 
were blocked with PBS/1% normal donkey serum for 30 min. Sections were 
incubated with primary antibodies overnight at 4 °C. After washing with PBS, 
secondary antibodies and DAPI were added for 1 h at room temperature. Slides 
were washed with PBS and covered with FluorSave Reagent (EMD Millipore, 
345789). Images were captured on a TCS SPE Leica confocal microscope. The 
results were quantified by counting dots/calculating intensity for each field 
of view (four to five areas for each slide) with Image J.

Metabolic Measurements. Liver and serum TG were measured with TG 
Colorimetric Assay Kit (Cayman Chemical #10010303) according to manufac-
turer’s protocol. Circulating ALT was measured with ALT(GPT) Reagent (Thermo 
Scientific™, TR71121) according to manufacturer’s protocol.

RNA Isolation and qRT-PCR. Total liver RNA was extracted with RNeasy 
Plus Mini kit (Qiagen #74134) and complementary DNA (cDNA) was synthe-
sized with SuperScript™ VILO™ cDNA Synthesis Kit (ThermoFisher Scientific, 
11754050). mRNA amounts were determined on a CFX96 thermal cycler 
(Biorad). Data were presented as arbitrary units and calculated by the com-
parative CT method [2Ct(18s rRNA–gene of interest)]. Primers are listed in SI Appendix, 
Table S2.

Quantification and Statistical Analysis. Data were presented as mean ± SEM. 
Differences between mean values were analyzed by two-tailed Student’s t test 
and Mann–Whitney U test with GraphPad Prism software. P value < 0.05 was con-
sidered as significant (*P < 0.05, **P < 0.01, ***P < 0.001, ****P < 0.0001).

Data, Materials, and Software Availability. All study data are included in 
the article and/or SI Appendix.

ACKNOWLEDGMENTS. We thank the reviewers for their excellent suggestions 
and Cell Signaling Technologies, Santa Cruz Technologies, and Life Technologies 
for gifts of antibodies/other reagents and the University of California San 
Diego histology core for assistance. Funding: Research was supported by the 
Merck and Co. Oncology translational studies program and NIH grants to M.K. 
(R01CA234128) and M.K. and S.S. (U01AA027681). The research was also sup-
ported in part by a research grant from Investigator-Initiated Studies Program of 

http://www.pnas.org/lookup/doi/10.1073/pnas.2300706120#supplementary-materials
http://www.pnas.org/lookup/doi/10.1073/pnas.2300706120#supplementary-materials
http://www.pnas.org/lookup/doi/10.1073/pnas.2300706120#supplementary-materials
http://www.pnas.org/lookup/doi/10.1073/pnas.2300706120#supplementary-materials
http://www.pnas.org/lookup/doi/10.1073/pnas.2300706120#supplementary-materials
http://www.pnas.org/lookup/doi/10.1073/pnas.2300706120#supplementary-materials
http://www.pnas.org/lookup/doi/10.1073/pnas.2300706120#supplementary-materials
http://www.pnas.org/lookup/doi/10.1073/pnas.2300706120#supplementary-materials


8 of 8   https://doi.org/10.1073/pnas.2300706120� pnas.org

Merck Sharp & Dohme Limited Liability Company (LLC). The opinions expressed 
in this paper are those of the authors and do not necessarily represent those 
of Merck Sharp & Dohme LLC. Additional support came from the MD Anderson 
Cancer Center SPORE in Hepatocellular Carcinoma to S.S. (P50 CA217674). 
M.K. holds the Ben and Wanda Hildyard Chair for Mitochondrial and Metabolic 
Diseases and is an American Cancer Society Research Professor.

Author affiliations: aLaboratory of Gene Regulation and Signal Transduction, Department 
of Pharmacology and Pathology, School of Medicine, University of California San Diego, 
San Diego, CA 92093; bDepartment of Center of Smart Laboratory and Molecular Medicine, 
School of Medicine, Chongqing University, Chongqing 400044, China; cDepartment of 
Cancer Biology, The University of Texas MD Anderson Cancer Center, Houston, TX 77030; 
dGastrointestinal Medical Oncology Department, The University of Texas MD Anderson 
Cancer Center, Houston, TX 77030; and eDepartment of Biostatistics, The University of 
Texas MD Anderson Cancer Center, Houston, TX 77030

1.	 J. M. Llovet et al., Hepatocellular carcinoma. Nat. Rev. Dis. Primers 7, 6 (2021).
2.	 J. Baglieri, D. A. Brenner, T. Kisseleva, The role of fibrosis and liver-associated fibroblasts in the 

pathogenesis of hepatocellular carcinoma. Int. J. Mol. Sci. 20, 1723 (2019).
3.	 R. F. Schwabe, T. Luedde, Apoptosis and necroptosis in the liver: A matter of life and death. Nat. Rev. 

Gastroenterol. Hepatol. 15, 738–752 (2018).
4.	 M. Karin, New insights into the pathogenesis and treatment of non-viral hepatocellular carcinoma: 

A balancing act between immunosuppression and immunosurveillance. Precis. Clin. Med. 1, 21–28 
(2018).

5.	 S. Chidambaranathan-Reghupaty, P. B. Fisher, D. Sarkar, Hepatocellular carcinoma (HCC): 
Epidemiology, etiology and molecular classification. Adv. Cancer Res. 149, 1–61 (2021).

6.	 W. Zou, J. D. Wolchok, L. Chen, PD-L1 (B7–H1) and PD-1 pathway blockade for cancer therapy: 
Mechanisms, response biomarkers, and combinations. Sci. Transl. Med. 8, 328rv324 (2016).

7.	 A. B. El-Khoueiry et al., Nivolumab in patients with advanced hepatocellular carcinoma (CheckMate 
040): An open-label, non-comparative, phase 1/2 dose escalation and expansion trial. Lancet 389, 
2492–2502 (2017).

8.	 C. Yang et al., Evolving therapeutic landscape of advanced hepatocellular carcinoma. Nat. Rev. 
Gastroenterol. Hepatol. 20, 203–222 (2022), 10.1038/s41575-022-00704-9.

9.	 A. X. Zhu et al., Pembrolizumab in patients with advanced hepatocellular carcinoma previously 
treated with sorafenib (KEYNOTE-224): A non-randomised, open-label phase 2 trial. Lancet Oncol. 
19, 940–952 (2018).

10.	 R. S. Finn et al., Pembrolizumab as second-line therapy in patients with advanced hepatocellular 
carcinoma in KEYNOTE-240: A randomized, double-blind. Phase III Trial. J. Clin. Oncol. 38, 193–202 
(2020).

11.	 B. Sangro, P. Sarobe, S. Hervás-Stubbs, I. Melero, Advances in immunotherapy for hepatocellular 
carcinoma. Nat. Rev. Gastroenterol. Hepatol. 18, 525–543 (2021).

12.	 F. Foerster, S. J. Gairing, L. Müller, P. R. Galle, NAFLD-driven HCC: Safety and efficacy of current and 
emerging treatment options. J. Hepatol. 76, 446–457 (2022).

13.	 M. Pinter, D. J. Pinato, P. Ramadori, M. Heikenwalder, NASH and hepatocellular carcinoma: 
Immunology and immunotherapy. Clin. Cancer Res. 29, 513–520 (2022), 10.1158/1078-0432.
Ccr-21-1258.

14.	 D. Pfister et al., NASH limits anti-tumour surveillance in immunotherapy-treated HCC. Nature 592, 
450–456 (2021).

15.	 D. van der Poorten et al., Hepatic fat loss in advanced nonalcoholic steatohepatitis: Are alterations in 
serum adiponectin the cause? Hepatology (Baltimore, Md.) 57, 2180–2188 (2013).

16.	 J. Y. Kim et al., PIDDosome-SCAP crosstalk controls high-fructose-diet-dependent transition from 
simple steatosis to steatohepatitis. Cell Metab. 34, 1548–1560.e1546 (2022).

17.	 M. A. Febbraio et al., Preclinical models for studying NASH-driven HCC: How useful are they? Cell 
Metab. 29, 18–26 (2019).

18.	 H. Nakagawa et al., ER stress cooperates with hypernutrition to trigger TNF-dependent spontaneous 
HCC development. Cancer Cell 26, 331–343 (2014).

19.	 S. Shalapour et al., Inflammation-induced IgA+ cells dismantle anti-liver cancer immunity. Nature 
551, 340–345 (2017).

20.	 T. Huby, E. L. Gautier, Immune cell-mediated features of non-alcoholic steatohepatitis. Nat. Rev. 
Immunol. 22, 429–443 (2022).

21.	 S. Tanwar, F. Rhodes, A. Srivastava, P. M. Trembling, W. M. Rosenberg, Inflammation and fibrosis 
in chronic liver diseases including non-alcoholic fatty liver disease and hepatitis C. World J. 
Gastroenterol. 26, 109–133 (2020).

22.	 F. Tacke, H. W. Zimmermann, Macrophage heterogeneity in liver injury and fibrosis. J. Hepatol. 60, 
1090–1096 (2014).

23.	 C. Hellerbrand, B. Stefanovic, F. Giordano, E. R. Burchardt, D. A. Brenner, The role of TGFbeta1 in 
initiating hepatic stellate cell activation in vivo. J. Hepatol. 30, 77–87 (1999).

24.	 E. Hernández-Aquino, P. Muriel, Beneficial effects of naringenin in liver diseases: Molecular 
mechanisms. World J. Gastroenterol. 24, 1679–1707 (2018).

25.	 F. Li et al., FBP1 loss disrupts liver metabolism and promotes tumorigenesis through a hepatic 
stellate cell senescence secretome. Nat. Cell Biol. 22, 728–739 (2020).

26.	 B. Dewidar, C. Meyer, S. Dooley, A. N. Meindl-Beinker, TGF-β in hepatic stellate cell activation and 
liver fibrogenesis-updated 2019. Cells 8, 1419 (2019).

27.	 T. Ehanire et al., Angiotensin II stimulates canonical TGF-β signaling pathway through angiotensin 
type 1 receptor to induce granulation tissue contraction. J. Mol. Med. (Berl) 93, 289–302 (2015).

28.	 E. E. Bramel et al., Distinct contribution of global and regional Angiotensin II Type 1a receptor 
inactivation to amelioration of aortopathy in Tgfbr1 (M318R/+) Mice. Front. Cardiovasc. Med. 9, 
936142 (2022).

29.	 B. A. Teicher, TGFβ-directed therapeutics: 2020. Pharmacol. Ther. 217, 107666 (2021).
30.	 S. Sookoian, M. A. Fernández, G. Castaño, Effects of six months losartan administration on liver 

fibrosis in chronic hepatitis C patients: A pilot study. World J. Gastroenterol. 11, 7560–7563 (2005).
31.	 D. M. Torres et al., Rosiglitazone versus rosiglitazone and metformin versus rosiglitazone and 

losartan in the treatment of nonalcoholic steatohepatitis in humans: A 12-month randomized, 
prospective, open- label trial. Hepatology 54, 1631–1639 (2011).

32.	 M. Moreno et al., Reduction of advanced liver fibrosis by short-term targeted delivery of an 
angiotensin receptor blocker to hepatic stellate cells in rats. Hepatology (Baltimore, Md.) 51, 
942–952 (2010).

33.	 J. Karimi et al., Protective effects of combined Losartan and Nilotinib on carbon tetrachloride 
(CCl(4))-induced liver fibrosis in rats. Drug. Chem. Toxicol. 43, 468–478 (2020).

34.	 V. P. Chauhan et al., Angiotensin inhibition enhances drug delivery and potentiates chemotherapy 
by decompressing tumour blood vessels. Nat. Commun. 4, 2516 (2013).

35.	 Y. Zhao et al., Losartan treatment enhances chemotherapy efficacy and reduces ascites in ovarian 
cancer models by normalizing the tumor stroma. Proc. Natl. Acad. Sci. U.S.A. 116, 2210–2219 
(2019).

36.	 Y. Boucher et al., Abstract C043: Addition of losartan to FOLFORINOX and chemoradiation 
downregulates pro-invasion and immunosuppression-associated genes in locally advanced 
pancreatic cancer. Cancer Res. 82, C043–C043 (2022).

37.	 M. Datta et al., Losartan controls immune checkpoint blocker-induced edema and improves survival 
in glioblastoma mouse models. Proc. Natl. Acad. Sci. U.S.A. 120, e2219199120 (2023).

38.	 L. Meyaard, The inhibitory collagen receptor LAIR-1 (CD305). J. Leukoc. Biol. 83, 799–803 (2008).
39.	 Y. Zhou et al., Activation of NF-κB and p300/CBP potentiates cancer chemoimmunotherapy through 

induction of MHC-I antigen presentation. Proc. Natl. Acad. Sci. U.S.A. 118, e2025840118 (2021).
40.	 C. Perez-Shibayama, C. Gil-Cruz, B. Ludewig, Fibroblastic reticular cells at the nexus of innate and 

adaptive immune responses. Immunol. Rev. 289, 31–41 (2019).
41.	 L. Munoz-Erazo, J. L. Rhodes, V. C. Marion, R. A. Kemp, Tertiary lymphoid structures in cancer - 

considerations for patient prognosis. Cell Mol. Immunol. 17, 570–575 (2020).
42.	 D. Wang, C. S. Cabalag, N. J. Clemons, R. N. DuBois, Cyclooxygenases and prostaglandins in tumor 

immunology and microenvironment of gastrointestinal cancer. Gastroenterology 161, 1813–1829 
(2021).

43.	 H. Tsukamoto et al., Combined blockade of IL6 and PD-1/PD-L1 signaling abrogates mutual 
regulation of their immunosuppressive effects in the tumor microenvironment. Cancer Res. 78, 
5011–5022 (2018).

44.	 T. W. Wang et al., Blocking PD-L1-PD-1 improves senescence surveillance and ageing phenotypes. 
Nature 611, 358–364 (2022).

45.	 N. S. Sharma et al., Targeting tumor-intrinsic hexosamine biosynthesis sensitizes pancreatic cancer 
to anti-PD1 therapy. J. Clin. Invest. 130, 451–465 (2020).

46.	 S. Mariathasan et al., TGFβ attenuates tumour response to PD-L1 blockade by contributing to 
exclusion of T cells. Nature 554, 544–548 (2018).

47.	 B. Diop-Frimpong, V. P. Chauhan, S. Krane, Y. Boucher, R. K. Jain, Losartan inhibits collagen I 
synthesis and improves the distribution and efficacy of nanotherapeutics in tumors. Proc. Natl. Acad. 
Sci. U.S.A. 108, 2909–2914 (2011).

48.	 L. Wu et al., Losartan prevents tumor-induced hearing loss and augments radiation efficacy in NF2 
schwannoma rodent models. Sci. Transl. Med. 13, eabd4816 (2021).

49.	 T. C. Weglarz, J. L. Degen, E. P. Sandgren, Hepatocyte transplantation into diseased mouse liver. 
Kinetics of parenchymal repopulation and identification of the proliferative capacity of tetraploid 
and octaploid hepatocytes. Am. J. Pathol. 157, 1963–1974 (2000).

https://doi.org/10.1038/s41575-022-00704-9
https://doi.org/10.1158/1078-0432.Ccr-21-1258
https://doi.org/10.1158/1078-0432.Ccr-21-1258

	Angiotensin II receptor inhibition ameliorates liver fibrosis and enhances hepatocellular carcinoma infiltration by effector T cells
	Significance
	Results
	Losartan Potentiates Anti-PD-1-Induced HCC Regression.
	Losartan Enhances HCC Infiltration with Anti-PD-1-Induced T Effector Cells.
	Losartan Inhibits Liver Fibrosis.
	Losartan Inhibits TGF-β Signaling.

	Discussion
	Materials and Methods
	Animals.
	FC.
	Histology.
	IB Analysis.
	Immunostaining.
	Metabolic Measurements.
	RNA Isolation and qRT-PCR.
	Quantification and Statistical Analysis.

	Data, Materials, and Software Availability
	ACKNOWLEDGMENTS
	Supporting Information
	Anchor 28



