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The human gut harbors a dense and highly diverse microbiota of approximately 1,000
bacterial species. The interaction between the host and gut bacteria strongly influen-
ces human health. Numerous evidence suggest that intestinal flora imbalance is closely
associated with the development and treatment of liver diseases, including acute liver
injury and chronic liver diseases (cirrhosis, autoimmune liver disease, and fatty liver).
Therefore, requlating the gut microbiota is expected to be a new method for the
adjuvant treatment of liver diseases. Fecal microbiota transplantation (FMT) is defined
as the transplantation of gut microbiota from healthy donors to sick patients via the
upper or lower gastrointestinal route to restore the normal intestinal balance. In this
study, we briefly review the current research on the gut microbiota and its link to liver
diseases and then summarize the evidence to elucidate the clinical application and
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microbiome

The human microbiome is defined as a collection of microbes
—bacteria, viruses, fungi—that colonize the human body.
Microbial cells in the body are as abundant as our somatic
cells. The gut, the largest digestive and immune organ,
contains approximately 80% of the total microbiota in
humans.! More than 99% of the microbes in the human gut
are bacteria and other microbes, such as viruses and fungi.2
The gut contains approximately 1,000 bacterial species, with
2,000 genes per species. There are two million genes in the
gut, which is 100 times higher than the commonly estimated
number of human genes (approximately 20,000). Some of
these bacteria are probiotic, while some are pathogenic. The
dynamic balance of the number and species of bacteria in the
gut maintains the intestinal balance, which plays an impor-
tant role in the digestive, metabolic, and immune functions
of the human body.
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development of FMT in liver disease treatment.

There are many factors affecting the intestinal balance,
such as diet, medications, infections, metabolic disorders,
and autoimmune diseases. An imbalance in the intestinal
flora is related to the occurrence and development of many
intestinal and extraintestinal diseases, including liver dis-
eases, diabetes, leukemia, and sepsis. Therefore, altering the
gut microbiota has the potential to combat diseases associ-
ated with intestinal dysbiosis. Many approaches have been
employed to modulate the structure and metabolism of the
gut microbiota, such as diet, prebiotics, probiotics, and anti-
biotics.>* Although the above methods obtained certain
curative effects, the results were not very satisfactory.

Fecal microbiota transplantation (FMT) may be traced
back as early as the Eastern Jin Dynasty in China approxi-
mately 1,700 years ago. However, it has attracted the
interest of clinical doctors and scholars only in recent
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years. FMT is regarded as a promising treatment regimen
to regulate gut microbiota directly. This method transfers
processed fecal materials from healthy donors to patients
to alter the composition of their gut microbiota. It has
been widely accepted that FMT can successfully treat
refractory and recurrent Clostridium difficile infection
(CDI). Moreover, an increasing amount of data indicate
that FMT is effective at ameliorating intractable functional
constipation, inflammatory bowel diseases (IBDs), obesity,
type-2 diabetes, etc.’ In addition, the observed intestinal
dysbiosis that occurs in a variety of liver diseases has
increased interest regarding the potential of FMT for the
treatment of liver diseases.

The imbalance of gut microbiota is closely linked to the
occurrence, development, and prognosis of several liver
diseases, including acute liver injury, viral hepatitis, cirrho-
sis, autoimmune liver disease, alcoholic liver disease (ALD),
and nonalcoholic fatty liver disease (NAFLD).>/ FMT has high
efficacy in accelerating disease recovery by restoring the
normal intestinal balance in patients with hepatic disor-
ders.®? In this review, we mainly focus on the gut microbiota
and its involvement in various liver diseases. We then discuss
the current clinical studies and the latest advances in the
application of FMT in acute and chronic liver diseases as
shown in ~Fig. 1.

Gu et al.

Connection between Gut Microbiota and
Liver Diseases

The liver, the largest digestive gland and an important
immune organ in the human body, is in close contact with
the gut. Studies have revealed that intestinal dysbiosis occurs
in various liver diseases.®” Meanwhile, this dysbiosis influ-
ences the degree of hepatic steatosis, inflammation, fibrosis,
and even canceration through multiple interactions with the
host immune system and other cell types. The relationship
between liver diseases and the gut microbiota is complex and
not well understood. Liver diseases may lead to an imbalance
in the gut microbiota, and this imbalance may aggravate the
progression of liver diseases, which they mutually promote
and affect.

Changes in the Gut Microbiota Associated with Liver
Disease

The gut-liver axis, which was first described in 1987, pro-
poses that the relationship between the gut and liver is
bidirectional and a cyclic process. Under physiological con-
ditions, the liver secretes bile acids (BAs) and other biologi-
cally active materials into the gut to aid in metabolism and
absorption. During this process, in addition to liver and
intestinal metabolites, endotoxins enter the liver with the
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blood via the portal system, affecting host systemic
homeostasis.?*9°

In healthy humans, the gut mainly consists of intestinal
mucosal epithelium, intestinal mucus, and intestinal flora
and serves a mucosal barrier function. The normal intestinal
barrier could effectively limit the access of bacterial com-
pounds. In disease conditions, such as liver diseases, the gut
mucosal barrier could become damaged. Bacterial transloca-
tion (BT) from the gut to the systemic circulation or through
the gut-liver axis could lead to the exacerbation of pathoge-
netic conditions.

NAFLD is a common clinical syndrome caused by factors
other than alcohol consumption or any other well-estab-
lished liver injury. Studies have suggested that alteration of
the gut microbiota may be key to the development of NAFLD.
As early as 20 years ago, it was reported that the application
of prebiotics could counteract both fat mass development
and hepatic steatosis. Le Roy et al demonstrated that the gut
microbiota contributed to the development of NAFLD inde-
pendently of obesity in germ-free mice.'” In addition,
Gomez-Hurtado et al'' found that bacterial antigen translo-
cation resulted in systemic inflammation in NAFLD patients.

Other liver diseases are also connected to changes in the
composition of resident microbial communities.'? Studies
have revealed gut microbiota dysbiosis in NAFLD patients,
with lower median abundances of Bacteroidetes and Akker-
mansia muciniphila and higher abundances of Proteobacte-
ria.'314 Patients with primary biliary cholangitis also exhibit
dysbiosis, with lower bacterial diversity observed than in
healthy controls. Primary sclerosing cholangitis (PSC)
patients showed increased levels of certain bacterial genera,
such as Veillonella and Enterococcus, and loss of beneficial
Clostridiales commensals.'> Compared with healthy individ-
uals, patients with hepatitis B-related acute and chronic liver
injury have increased circulating bacterial DNA and de-
creased microbial diversity.'® Gut-derived BT may be one
of the causes of the increased peripheral bacterial load. In
addition, a study by Wang et al showed that patients with
liver cirrhosis have a unique gut microbiota composition,
exhibiting an increase in Prevotella, Streptococcus, Staph-
ylococcaceae, and Enterococcus and a decrease in Rumino-
coccus and Clostridium."” In short, an imbalance in the gut
microbiota has been observed in various liver diseases and
may play a vital role in pathogenesis.

Several studies have identified specific metabolomics
associated with different stage of the disease in NAFLD.'®1?
Moreover, evidence of interaction among the gut, liver, and
blood metabolites has emerged in the recent years, suggest-
ing that the gut-liver axis is an important component in the
development of NAFLD. Indeed, compositional changes in gut
microbiota have been proposed to mechanistically contrib-
ute to the progression of NAFLD.?%2" Dysregulation of the gut
microbiome has been implicated in the progression of NAFLD
to advanced fibrosis and cirrhosis. The presence of advanced
fibrosis in NAFLD is the most important predictor of liver
mortality. Loomba et al used whole genome shotgun se-
quencing of DNA to analyze the patients with biopsy-proven
NAFLD, of which 72 had mild/moderate (stage 0-2 fibrosis)

Gu et al.

NAFLD, and 14 had advanced fibrosis (stage 3 or 4 fibrosis)
and found that 37 bacterial species could distinguish
mild/moderate NAFLD from advanced fibrosis, which could
be used to better diagnose different courses of NAFLD.?°
Moreover, the number of gut bacteria in patients with
chronic liver disease has changed, increasing the possibility
of using these changes to develop noninvasive diagnostic
tools. Researchers from the Salk Institute for Biological
Studies, Oh and their colleagues identified a feature in the
gut microbiome that can detect liver cirrhosis caused by
multiple causes in patients from different ethnicities and
different geographic regions.?? In addition, it is possible to
identify patients whose disease has progressed from fibrosis
to cirrhosis. This study shows that the diagnostic stool test
for liver cirrhosis has clinical and universal utility and
emphasizes specific bacterial species as potential targets
for novel therapeutic approaches. Recently, Oh and their
colleagues reported that proton-pump inhibitor (PPI) use
status did not modify the microbiome signature for
cirrhosis.”

Effect of Microbiota Imbalance on the Development of
Liver Disease
Gut microbiota imbalance could exacerbate liver damage and
be related to the progression of chronic hepatopathy, such as
ALD, NAFLD,>4-%7 PBC,%8-30 viral hepatitis,? cirrhosis,'’-?7-32
and especially, hepatic encephalopathy (HE).>>-3° HE is a
serious central nervous system complication of liver failure
caused by different acute and chronic hepatitis or decom-
pensated cirrhosis with significantly high mortality and
morbidity. Currently, the precise mechanism of HE remains
unclear. Among the several hypotheses, ammonia poisoning
theory is the most recognized major pathogenesis. The
elevated level of blood ammonia can promote the occurrence
of HE and aggravate cerebral edema. This process is closely
correlated with the imbalance of gut microbiota and variable
gut-brain axes.3®
The gut microbiota of cirrhosis patients with HE signifi-
cantly differs from that of healthy individuals, such as the
increase in Escherichia coli and Enterococcus.’ Bacterial
blooms could result in an increase in the production of
ammonia. At the same time, the imbalance of gut microbiota
could damage mucosal barrier function, leading to increased
intestinal mucosal permeability and bacterial endotoxin
translocation. All of the above are risk factors for the devel-
opment of HE. On the other hand, endotoxemia directly
correlates with the development of liver failure, and leads
to complications like HE. Likewise, endotoxemia plays an
important role in the hyperdynamic circulation observed in
patients with cirrhosis.>®3° Numerous studies have con-
firmed that gut-liver-brain axis can exert critical effects in
HE via gut microflora,*®#! and the mechanism of HE has been
associated with gut microflora. Indeed, the liver receives 75
to 80% of the hepatic blood volume via portal vein, and then
the blood move into the system circulation. To prevent germs
entering the bloodstream, intestinal barrier integrity can
separate the luminal content from the internal milieu. Evi-
dence has showed that ammonia and endotoxin were
Seminars in Liver Disease  Vol. 41

No. 4/2021 © 2021. The Author(s).

497



498

Fecal Microbiota Transplantation in Liver Diseases

associated with the HE development in the setting of
intestinal barrier dysfunction.*?>*> Once destroyed, bacteria
or bacterial products are transferred from tract to the liver.
As the main metabolite of bacterial products, ammonia can
produce potent hepatotoxicity. Meanwhile, neuroglial cells
were activated by ammonia, and further release the proin-
flammatory factor. These factors lead to brain tissue dam-
age followed by cognitive impairment. Furthermore, a series
of preclinical and clinical studies have revealed bidirection-
al communication between the brain and the gut micro-
biota. It has been determined that gut microbes can send
signals to the brain via neuronal, endocrine, and immune-
mediated pathways. The type and amount of gut microbial
information that reaches the brain is greatly dependent on
the regional intestinal microbes. Therefore, changes in the
gut microbiota can impair brain function via the gut-brain
axis.

Kang et al** found that a dysbiotic profile of gut micro-
biota might be related to the development of systemic
inflammation and neuroinflammation due to cirrhosis.
The specific alterations of gut microbiota affect different
aspects of brain function. This may explain the underlying
mechanisms of HE from another perspective. Bajaj et al®”
used 16S rRNA sequencing to analyze the stool/salivary
microbiota of cirrhosis patients and found that the relative
abundance of Lactobacillaceae was higher in minimal he-
patic encephalopathy (MHE), which could be used to better
diagnose MHE.

Caussy et al*> found that a gut microbiome-linked serum
metabolite, 3-(4-hydroxyphenyl) lactate has a statistically
and clinically significant shared gene-effect with both he-
patic steatosis and fibrosis using two independent cohorts.
This cross-sectional study provides evidence of a link be-
tween the gut-microbiome and 3-(4-hydroxyphenyl) lactate
that shares gene effect with hepatic steatosis and fibrosis.
Future studies from independent cohorts are needed to
validate these findings and evaluate if 3-(4-hydroxyphenyl)
lactate could be a useful noninvasive biomarker of gut
microbiome involvement in NAFLD-related fibrosis and
whether it could be used for monitoring the targeted thera-
peutic response when modulating the microbiome to affect
hepatic fibrosis in NAFLD.

Gut microbiota abnormalities also affect acute liver injury
(ALI). A previous study showed that BT and the translocation
of endotoxin from the gut to the blood and intra-abdominal
organs occurred in ALI induced by D-galactosamine (GalN).
In acute alcohol-induced liver injury, a similar phenomenon
was found: acute exposure to alcohol at high concentrations
could cause dysbiosis of the gut microbiota and mucosal
damage and then increase intestinal permeability, leading to
the translocation of enteral bacteria and endotoxin from the
intestine into the liver. Furthermore, the SCFAs derived from
gut microbiota could strengthen CD4" T cell-effector func-
tion during T cell-mediated acute inflammation, disrupting
gut barrier function and damaging the liver.*® Lactobacillus
rhamnosus GG was found to produce 5-methoxyindoleacetic
acid to protect against oxidative liver injury by activating
Nrf2.47

Seminars in Liver Disease  Vol. 41 No. 4/2021 © 2021. The Author(s).
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Gut Microbiota and Liver Disease Treatment

Extensive evidence supports the crucial role of altered
communication among the gut, its microbiota, and the liver
in the development of various acute and chronic liver dis-
eases, as well as their complications. The imbalance of gut
microbiota is a critical player in the pathophysiology of this
process. In addition to the occurrence and development of
liver disease, microbiota dysbiosis and BT also affect the
ability to treat these diseases. In severe cirrhosis patients, an
imbalance in the gut microbiota could lead to systemic
inflammation, endotoxemia, and complications (spontane-
ous peritonitis, intestinal infection, etc.)*® which would
limit therapeutic efficacy and may cause aggravation of the
condition and even death. A clinical trial showed that
patients with cirrhosis were often treated with antibiotics,
which reduced the species and abundance of gut microbiota.
This disturbed the gut microbiota composition and influ-
enced the treatment result.*> Therefore, microbial factors are
driving factors in many different liver diseases and at various
stages of liver diseases. These findings have important
therapeutic implications; we should place high value on
the gut microbiota in the treatment of liver diseases. Manip-
ulating the microbiota using various strategies, including
prebiotics, new probiotics or antibiotics, or FMT, should be
regarded as an important therapeutic measure. In view of the
significant effect of FMT, it may become the most powerful
measure to correct the imbalance of gut microbiota in the
future.

Fecal Microbiota Transplantation

Origin of Fecal Microbiota Transplantation

FMT is an innovative clinical treatment that transfers
screened and processed donor stool to a recipient via the
upper or lower gastrointestinal route to restore a disrupted
microbiota and ameliorate bacterial imbalances. Approxi-
mately 1,700 years ago in China, Ge Hong treated severe
diarrhea by oral ingestion of fecal material.”® In 1958, the
administration of feces by enema to treat patients with
pseudomembranous enterocolitis was reported.”’ In 1983,
a patient with repeated episodes of Clostridium difficile
enterocolitis was cured after achieving a normal bowel flora
by feces infusion—the first clinical case of FMT.>2 Later, FMT
was widely used in CDI and other intestinal and extraintes-
tinal diseases. Recent research attention has thus shifted
toward its potential therapeutic role in acute and chronic
liver disease.

Fecal Microbiota Transplantation Methods

Therapeutic protocols for FMT may vary significantly in
different diseases, and donor selection is important. Healthy
donors may be unrelated individuals, close relatives, or
family members. However, the current guidelines recom-
mend that the best donor source is an unrelated individual.
This is because relatives and family members may share a
common living environment and similar dietary structure.
Therefore, they may share similar gut microbiota. By com-
parison, unrelated individuals have significantly different
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gut microbiota communities. To ensure successful transplan-
tation, the donor needs to pass donor screening and meet
strict inclusion and exclusion criteria according to an estab-
lished protocol.” Most stool materials are fresh, diluted, and
homogenized to a form that can be administered.>> Frozen
fecal materials can also be applied in some cases, which has
the advantage of more convenient management.>* However,
the bacterial diversity of frozen products may be lower than
that of fresh material. Compared with fresh material, arecent
double-blind study of patients with CDI reported that frozen
fecal material provided lower therapeutic efficacy.

The routes of administration are also various. Fecal micro-
biota could be delivered to the gut through endoscopy,
capsules, colonoscopy, enema and so on.>*~>8 However, the

Gu et al.

optimal pathway of FMT remains undefined. Retention ene-
ma is the most common method in China because it is
inexpensive and safe, but the ability of microbiota coloniza-
tion is limited. Oral capsule administration is noninvasive
and accepted by patients, but it is cost prohibitive. In addi-
tion, it is worth noting that important data should be collect
when conducting FMT trials including macro and micronu-
trient information, such as PPI use, metformin, diabetes
status, obesity, antibiotic use, previous GI surgery, IBD, other
intestinal diseases®*%:°9-%4 (~Table 1).

Common Indications, Effectiveness, and Safety
There is a considerable number of clinical trials aimed at
investigating diseases in which FMT along with its

Table 1 Collecting information of macro and micronutrients for

trials using FMT

Disease type

Authors, Year

Study type

Nutrients

Primary outcome

Hepatic
encephalopathy (HE)

Bajaj et al® 2018

RCT

Lactulose, rifaximin,
metronidazole,
amoxicillin,
ciprofloxacin

Participants were divided into the FMT and no
treatment group. In FMT group, FMT increased
diversity of the intestinal flora, and improved
cognitive dysfunction.

HE

Kao et al'” 2015

Case report

Lactulose and rifaximin

This report is the finish first report of treating
HE. In this case, the dramatic clinical
improvements, both subjectively and
objectively, following serial FMT are very
encouraging.

Liver cirrhosis (LC)

Bajaj et al* 2018

RCT

Lactulose, rifaximin,
metronidazole,
amoxicillin,
ciprofloxacin, diabetes

In patients with advanced cirrhosis on lactulose
and rifaximin, FMT restored antibiotic-
associated disruption in microbial diversity and
function.

LC

Fischer et al® 2020

A multicenter
observational study

Clostridioides difficile
infection, 1BD,
immunosuppression,
ETOH, PSC, ascites,
hepatic
encephalopathy,
variceal hemorrhage,
lactulose, rifaximin

In all, 63 CDI patients, 54 patients (85.7%) were
successful by FMT, and side effect is not
significant. FMT has proven to be a safe therapy.

Clostridium difficile
infection (CDI)

Kelly et al'® 2014

A multicenter
retrospective series

Vancomycin,
antineoplastic agents,
immunocompromised,
solid organ transplant
recipients, HIV/AIDS

12 patients were treated with FMT, and the
overall cure rate was 89%. Therefore, FMT is also
safe for the treatment of immunocompromised
patients with CDI.

CDI

Salgia et al® 2020

Observational
study

Hypertension,
immunosuppression,
cancer, chronic kidney
disease, diabetes

A total of 201 patients with CDI received FMT.
There was no significant difference between
patients with liver disease and the rest of the
cohort with regard to FMT response 12/14
(87%) vs. 164/187 (88%).

Alcoholic hepatitis

Philips et al'® 2017

Case report

Ascites, icterus,
prednisolone

Starting on day 5 of FMT, the general condition
of patient was improved. This result suggests
the beneficial effects of FMT in a patient with
SAH not responding to steroids.

Hepatitis B virus

Ren et al?® 2016

Observational
study

Entecavir, tenofovir
disoproxil fumarate

18 HBV patients were classified in FMT and
control group. At the end of follow-up, a
significant decline in HBeAg titer was observed
in the FMT arm compared with that at the
baseline. In contrast to that, none of the control
patients achieved HBeAg clearance (0 of 13) at
the conclusion of the study.

Nonalcoholic fatty liver
disease

Craven et al®! 2020

RCT, double-
blinded

Obesity

21 NAFLD patients were randomized in two
group. There were no significant changes in
HOMA-IR or hepatic PDFF in patients who
received the allogenic or autologous FMT.

Abbreviations: CHB, Chronic hepatitis B; ETOH, ethanol; FMT, fecal microbiota transplantation; IBD, inflammatory bowel disease; NAFLD,
nonalcoholic fatty liver disease; PDFF, proton density fat fraction; PSC, primary sclerosing cholangitis; SAH, severe alcoholic hepatitis.
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effectiveness and safety would be useful. To date, FMT is
recognized as the last-resort therapy for severe CDL® In-
deed, evidence showed that FMT was a safe and effective
therapy against CDI for patients with CLD and cirrhosis.>®-6?
In addition, FMT is very effective for the treatment of several
types of disease, such as intestinal diseases, liver diseases,
and neurological disorders.®®~%° In most reported cases, FMT
was shown to be safe, tolerated and highly effective com-
pared with previous measures of regulating gut microbiota,
including prebiotics, probiotics, and antibiotics.”>

A study reported that among 536 patients with CDI who
received FMT therapy, the clinical response rate was up to
87%, and no severe adverse events were observed.”® Another
study used frozen fecal capsules to treat 20 patients with CDI,
resulting in a 90% response rate after one or two treatment
courses without serious adverse effects. The above studies
indicate that the administration of FMI in CDI is effective and
safe. However, in 2019, two patients with CDI were reported
to have suffered from bacteremia after undergoing FMT, and
one patient died. These two patients received fecal capsules
from the same donor, which indicates that FMT also has some
risks. It is therefore necessary to enhance donor screening to
limit the transmission of microorganisms that could lead to
adverse infections.”"

Ulcerative colitis (UC), an IBD, is difficult to treat, and
remission is difficult to achieve. In a randomized trial with
70 acute UC patients, the remission rate in the FMT group
and placebo-controlled group was 24 vs. 5%, respectively.’?
Moreover, no significant difference in adverse events was
observed between the groups. Therefore, FMT induces
remission in a significantly greater percentage of patients
with UC than placebo with no additional adverse events. Yu
et al evaluated the efficacy of oral FMT capsules in 22 adults
with obesity in a double-blind, randomized trial.”> The
results showed that the capsules were well tolerated and
led to sustained changes in the gut microbiome and BA
profiles that were similar to those of the lean donor.
Nevertheless, FMT did not reduce body mass index (BMI)
in obese patients compared with the placebo-controlled
group.

In intestinal infectious diseases and intestinal inflamma-
tory diseases, there is abundant evidence proving the effica-
cy of FMT. In metabolic diseases, FMT could improve lipid
metabolism. With strict donor screening, FMT could be quite
safe. Many studies have reported its remarkable effect in
various diseases; therefore, the clinical indications of FMT
could be further expanded to include other diseases, such as
liver disease.

However, FMT safety still continues to be a significant
problem when FMT is considered a treatment option. Side
effects mainly included diarrhea, constipation, abdominal
pain, and low-grade fevers.”* Though generally safe, rare
but serious adverse events form FMT, including death,
have been reported. Other than that, the infectious agent
is also a major cause of serious adverse events, such as
bacteremia and infection.”* So donor screening is very
important to prevent pathogen transmission through
stool.

Vol. 41
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Fecal Microbiota Transplantation to Treat
Microbiota Imbalances in Liver Disease

Hepatic Encephalopathy

HE is the most serious complication of liver cirrhosis. Recur-
rent HE is a leading cause of readmission, brain injury, and
death. Upper gastrointestinal bleeding and serious infection
trigger recurrence in many of these patients. They commonly
receive antibiotic therapy, which could disrupt gut micro-
biota, precipitating further HE. The standard care of HE,
including lactulose and rifaximin, could improve the envi-
ronment of the microbiota in the gut. However, their thera-
peutic effect is relatively poor.

Few studies analyzing the efficacy of FMT in HE have been
published to date. In 2016, Kao et al reported the first case of
grade 1-2 HE who underwent FMT.®' The results of serial
FMT have been very encouraging. Both subjectively and
objectively, the symptoms of the patients improved. Later,
an increasing number of researchers begun to explore FMT in
HE. A study exploring the effect of capsular FMT in HE
patients tested different indexes, including safety, tolerance,
microbiota changes, and brain function. After FMT treat-
ment, duodenal mucosal diversity, duodenal E-cadherin, and
defense A5 were increased, while IL-6 and serum LBP were
reduced.”” Mehta et al® shared their experience in treating
10 HE patients with FMT. Their results showed that arterial
ammonia concentration decreased significantly, and neuro-
logical symptoms were reduced at 20 weeks after receiving
FMT. In an open-label randomized clinical trial, Bajaj et al®
conducted a study on cirrhosis with recurrent HE patients,
comparing the effect and safety between FMT using a ratio-
nally derived stool donor and the standard of care (SOC)
alone. The results showed that the adverse events and
incidence rate of recurrent HE in the FMT group were
significantly lower than those in the SOC group. The bacterial
diversity and beneficial taxa were increased in the FMT
group but not in the SOC group. More importantly, cognition
was significantly improved in the FMT group. Therefore, FMT
was associated with lower hospitalizations, improved cogni-
tion, and balanced gut microbiota among patents with HE.

In addition to clinical studies, preclinical studies also
support the application of FMT in HE. To investigate whether
FMT could prevent the occurrence of HE, Wang et al’®
established an HE rat model with carbon tetrachloride
(CCl4)-induced acute hepatic dysfunction. The rats subse-
quently received FMT, and the results revealed that FMT
could improve rat behaviors, HE grade, and spatial learning
capability. Moreover, FMT prevented hepatic necrosis and
intestinal mucosal barrier damage. FMT may alter intestinal
permeability and improve the TLR response of the liver by
decreasing TLR4 and TLR9 expression. In conclusion, both
preclinical and clinical evidence suggest that FMT can
improve the prognosis of HE patients.

Complications of Liver Cirrhosis

Gut dysbiosis appears in 20 to 75% of patients with cirrhosis.
The microbiota composition and barrier function are affect-
ed, even with prior rifaximin use. Moreover, the incidence of
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cirrhosis and its complications have been linked to abnor-
malities in the gut microbiota.”” Common complications of
liver cirrhosis include spontaneous bacterial peritonitis,
ascites, and sepsis. In patients with cirrhosis, a complex
and specific microbiota composition has been detected,
and Clostridiales is increased in the serum of patients with
ascites.”® Importantly, BT is increased in the presence of
portal hypertension. These changes in function and structure
are mainly related to fecal BAs and short-chain fatty acids
(SCFAs). The imbalance of gut microbiota, which worsens
with the progression of liver disease, is further impaired by
the administration of antibiotics. Restoring the gut micro-
biota could therefore both decrease ammonia serum and
endotoxemia levels and prevent complications of cirrhosis.
A phase I safety trial was performed to explore FMT in
restoring gut microbial function in cirrhosis, with 10 patients
assigned to FMT and SOC groups.49 In the background of
antibiotics and rifaximin, the microbial composition and
functional indicators (BA, SCFA, 7a-dehydroxylation) were
analyzed before and after a single FMT in this study. The
researchers found that FMT could induce the secretion of
SCFAs and modulate BA profiles and thus restore metabolic
capability, especially in the short term after FMT. The long-
term effects of FMT require further exploration. Because of
the limited sample sizes of the current studies in the litera-
ture, more prospective, randomized and large-scale studies
are needed to further confirm the value of FMT in cirrhosis.

Primary Sclerosing Cholangitis

PSC is a chronic autoimmune liver disease with a poor
prognosis and is often associated with IBD. Liver transplan-
tation remains the only curative option for these patients. It
has been proven that the imbalance of gut microbiota is
related to the progression of PSC. A GF murine model of PSC
proved that the absence of the gut microbiota exacerbated
hepatobiliary diseases, explaining the importance of FMT
from another perspective.”? Microbiome restoration has
become a therapeutic goal of PSC due to the lack of effective
medical therapy.2° Previous studies have shown that oral
vancomycin could be effective in treating PSC patients by
modifying the gut microbiome. As such, FMT may be a more
feasible treatment for PSC. FMT could improve microbiome
diversity and liver biochemistry in PSCs.

The first case report of FMT treatment for PSC was
published in 2018 by Philips.2" A 38-year-old male was
diagnosed with PSC with recurrent acute bacterial cholangi-
tis and without IBD. The patient underwent weekly endo-
scopic FMT for 4 weeks, and all antibiotics were withheld
during this period. Multiple studies have shown that a
decrease in BAs and alkaline phosphatase (ALP) lead to a
better prognosis. After treatment with FMT, the patient’s BAs
and ALP decreased, and the patient remained anicteric up to
a year. Regarding this gut microbiota, a decrease in Proteo-
bacteria (a phylum containing numerous human pathogens)
and an increase in Firmicutes abundance (a phylum with
many taxa, having presumed beneficial immunologic prop-
erties) were observed. All of these results favored the use of
FMT in PSC.

Gu et al.

In 2019, Allegretti et al®? enrolled 10 patients with PSC
and IBD. All of them received a single FMT from a single
donor by colonoscopy, and there were no related adverse
events. ALP levels decreased > 50% from baseline in 30% of
patients, and the diversity of microbiota and metabonomic
dynamics increased after FMT. More importantly, the in-
crease in bacterial diversity and engraftment may correlate
with an improvement in ALP. This was the first prospective
study to report the efficacy and safety of FMT in PSC.

The results from these studies suggest that FMT is safe for
treating PSC, although the ability of FMT to improve the
disease and the courses of FMT have not yet been deter-
mined. Some studies administered four fecal transplants,
while others used a single transplant. Exploring optimal FMT
treatment courses and time points is important for deter-
mining the efficacy of FMT in PSC.

Fatty Liver (Alcoholic, Nonalcoholic)

Patients with severe alcoholic hepatitis (SAH) have a very
poor prognosis, with a 28-day mortality rate of 13 to 30% and
a 1-year mortality/need for liver transplant of nearly 60%.
After alcohol consumption stops and lifestyle changes are
made, fatty liver continues to develop. Thus, treatment
options are severely restricted. It has been described that
the progression of both ALD and NAFLD is associated with an
imbalance in gut microbiota. Limited clinical studies have
evaluated the efficacy of FMT in ALD and NAFLD.

Philips et al®3 conducted a pilot study with eight male
patients to investigate the effect of FMT in untreated SAH.
Daily FMT was given to the participants for 1 week. They
found that FMT treatment was effective and safe, with a
reduction in both disease severity and mortality. The one-
year survival rate was 87.5%, while it was 33.3% in the control
group. A large number of retrospective studies showed
similarly encouraging results. Fifty-one patients received
steroids, nutritional therapy, pentoxifylline, and FMT, and
the survival rates were 38, 29, 30, and 75%, respectively, after
3 months. Patients in the FMT group had a significantly
higher survival rate and decreased rates of HE than other
groups.®* While the above studies showed that FMT is
promising for the treatment of SAH, they are all retrospective
studies. The results of a prospective and randomized study
comparing FMT and corticosteroid therapy for SAH
(NCT03091010) have not yet been published. Recent studies
suggest that Virome and Fungome are altered in patients
with alcoholic hepatitis and represent novel targets for
therapy. For instance, Schnabl et al also found that an
intestinal Virome signature was associated with disease
severity and mortality.®> In the field of fungi research, the
latest research found that alcoholism can significantly alter
intestinal fungal diversity and composition: the abundance
of Candida in ALD patients was remarkably lower; however,
that of penicillium in nonalcoholic controls was higher,86

FMT was used in a study comparing 64 obese children
with sonographic NAFLD in a randomized triple-blind trial.
After receiving probiotic capsules, the levels of alanine
aminotransferase, aspartate aminotransferase, cholesterol,
and triglycerides and waist circumference decreased
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significantly, indicating that probiotic compounds were ef-
fective at treating pediatric NAFLD.®” Probiotic capsules are
also effective in NAFLD. Therefore, FMT, which has more
beneficial bacteria and a normal gut microbiota structure,
should be even more effective. Zhou et al3® investigated the
role of FMT in curing steatohepatitis in mice. Their results
revealed that FMT could attenuate steatohepatitis by correct-
ing gut microbiota disturbances and decreasing intrahepatic
lipid accumulation, proinflammatory cytokines, and NAS
scores. Prof. Perlemuter transplanted the intestinal micro-
flora from ALD patients who have AH into germ-free mice,
which lead to severe alcohol-induced liver inflammation.'*
Also, Cassard et al found that pectin treatment and FMT both
prevented alcohol-induced liver injury.®’ These studies have
convincingly demonstrated that FMT will be adopted into
preclinical practice with ALD. However, there are relatively
few clinical studies exploring FMT in chronic ALD and NAFLD.
Further studies on FMT in fatty liver diseases are certainly
warranted.

Acute Liver Injury

ALl is defined as acute hepatocyte damage and necrosis
because of different factors, including alcohol, paracetamol
toxicity, hepatic ischemia, viral and autoimmune hepatitis,
and drug-induced liver injury. If patients are not promptly
diagnosed and expeditiously treated, ALl may develop acute
liver failure (ALF), with a significantly high mortality of up to
40% within 90 days. More than half of the cases of ALF
progress and require liver transplantation. An excessive
systemic inflammatory response seems to play a crucial
role in the development of ALI and ALF. The imbalance in
the gut microbiota is related not only to the systemic
inflammatory response but also to ALl itself. For example,
Lactobacillus salivarius LI01 was reported to attenuate he-
patic injury.’° During the treatment of ALI or ALF, the use of
probiotics is commonly recognized, but it brings limited
survival benefits. FMT is a potential treatment strategy for
ALI and ALF to regulate the gut microbiota.

HE is the leading cause of death in ALF. A rat model of ALF
was established with CCl4, and FMT was found to have potent
protective effects on motor activity in the rat model that
were comparable to probiotic administration. FMT effective-
ly improves the behavior and spatial cognitive capabilities of
HE. More importantly, biochemical indicators of hepatotox-
icity (ALT, AST, ALP, TBIL, DTBIL) and inflammatory mediators
(IL-1B, TNF-a, TLR4, TLR9) were significantly reduced in the
FMT group compared with the control group. At the same
time, decreased intestinal permeability and serum ammonia
were observed in the FMT rat model. In conclusion, FMT
prevented hepatic necrosis in ALI by decreasing intestinal
permeability, clearing ammonia, and limiting systemic in-
flammation.”® These animal studies have provided a basis for
the clinical application of FMT in ALT and ALF.

Future Prospects

Hepatitis B virus (HBV) infection continues to be a serious
global disease burden, especially in China, with an incidence
Vol. 41
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rate of up to 7 to 8%. If the infection is not treated, it may
transform into liver cirrhosis or liver cancer. Therefore, the
management of HBV infection is critical to decrease the
incidence of cirrhosis and liver cancer. By comparing the
intestinal flora of CHB patients and healthy controls, Wang
et al revealed that the bacteroides level was reduced in CHB
patients based on sequencing the V3-V4 region of the 16S
rRNA gene of the gut microbiota. In addition, the structural
changes in the gut microbiota due to liver disease and the
severity of disease are mutually causal. They probably affect
the transformation from CHB to liver fibrosis, liver cancer or
liver failure. Mouse studies have also demonstrated that the
gut microbiota may influence the host’s immune response
and ability to clear HBV infection. Therefore, FMT could be
considered a potential immunomodulatory therapy for
chronic infection with HBV.

In a nonrandomized controlled study, 14 HBeAg-positive
patients were given six cycles of FMT via gastroscopy accom-
panied by antiviral therapy (ART); 16.7% (2/12) of these
patients exhibited HBeAg clearance in the FMT arm, whereas
none exhibited clearance in the ART arm, compared with 15
patients with ART alone.’’ Another study with 18 HBeAg-
positive patients reported similar results.®* In the FMT arm,
two of five patients exhibited HBeAg clearance, compared
with none of the 13 patients in the control arm. These
findings indicate that FMT is effective against HBC infection.
However, the long-term effects of FMT on chronic HBC
infection remain unclear. In-depth research is required to
obtain solid conclusions regarding FMT in hepatitis.

Hepatocellular carcinoma (HCC) is the third leading cause
of cancer death globally and is strongly associated with the
development of HBV and hepatitis C virus infection. Experi-
ments in mice found that imbalance of gut microbiota
increased the incidence rate of HCC,’> and tumor growth
can be inhibited by administration of probiotics.>> These
studies suggest that modification of the gut microbiota may
improve the results of HCC patients. FMT has huge potential
for application in the management of HCC. However, there is
no clinical research reporting on FMT in the treatment of HCC
to date, which warrants further investigation. The current
challenges and ongoing trials testing MFT in patients with
liver disease such as HBV and HCC can be found in clincial-
trials.gov as summarized in ~Table 2.

Conclusion

The imbalance of gut microbiota contributes significantly to
various liver diseases. FMT offers a novel approach to treat
liver diseases by restoring the healthy gut microbiota, reduc-
ing the incidence and mortality of ALI or HE and improving
the survival rate of PSC. Compared with previous conven-
tional methods (probiotics), FMT is the most direct way to
change the composition of gut microbiota. Both basic science
research and clinical studies have proven that FMT can
effectively improve the state of the gut microbiota under
the conditions of acute and chronic liver diseases, rebuild the
intestinal microbiome balance, and accelerate disease
recovery.
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However, only a few clinical studies have investigated FMT

for the treatment of chronic hepatitis B and liver HCC. Large
randomized controlled studies are urgently needed to ex-
plore the effectiveness of FMT in hepatitis and HCC, espe-
cially its long-term efficacy, to reduce the disease burden in
our country.

Although FMT is an effective, safe, and inexpensive treat-

ment approach for many diseases, it also has several limi-
tations, such as acceptance by patients. The promotion of
FMT should therefore be strengthened. Additionally, trans-
plantation methods need to be further improved. It is urgent
to build a fecal bacteria bank to provide a source of healthy
fecal bacteria for patients.

Main Concepts and Learning Points

Gut microbiota abnormalities affect acute liver injury.
Fecal microbiota transplantation (FMT) could contribute
to clinical efficacy in hepatic disorders.

FMT could be considered as a potential immunomodula-
tory therapy for with HBV.
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