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ABSTRACT
Tumor immune microenvironment (TIME) has become a new hotspot in cancer research over the past few years. Tumor immune micro-
environment of hepatocellular carcinoma (HCC) is especially intriguing as HCC is reported to be highly heterogeneous by previous 
genomic and cytological studies. It is also closely related to patient prognosis and therapeutic outcome. The recently emerged single-cell 
RNA sequencing (scRNAseq) technique provides a new tool for TIME study, and current studies have made great advances in defining 
the roles of TIME in HCC pathogenesis and therapy. Current evidence suggests that heterogeneity is a key player influencing therapeutic 
response, drug resistance, and prognosis. However, our understanding is limited on the roles of TIME heterogeneity in HCC development, 
prognosis, and therapeutic response, especially in the era of immunotherapy. This review aims to unravel the heterogeneity of TIME 
in HCC by scRNAseq, with specific focuses on the cellular, transcriptional, and marker perspectives of TIME heterogeneity in HCC, as 
well as assessing prognostic and therapeutic response by heterogeneity markers. By summarizing current discoveries regarding TIME 
heterogeneity, we hope to provide clues on the crucial roles of various cellular components in the development and progression of HCC. 
We also hope to identify potential markers and therapeutic targets for prognosis assessment and personalized treatment to improve 
patient outcomes. Combined therapies from multiple dimensions regarding heterogeneity may provide new opportunities to treat HCC 
more effectively.
Keywords: Hepatocellular carcinoma, heterogeneity, single-cell RNA sequencing, tumor immune microenvironment, prognosis

INTRODUCTION
Tumor immune microenvironment (TIME) is a local eco-
system composed of tumor cells, immune cells, stro-
mal cells, and various intracellular and intercellular 
factors. Tumor immune microenvironment heterogene-
ity remains a major challenge in cancer prevention and 
treatment.1,2 Genomic, transcriptomic, and epigenomic 
studies have revealed widespread intra-tumor and inter-
tumor heterogeneity. Heterogeneity of TIME is a major 
contributing factor to tumor metastasis, recurrence, 
and drug resistance, but the relationship between dis-
tinct TIME subtypes and the clinical relevance of hepa-
tocellular carcinoma (HCC) is currently unclear. Chronic 
hepatitis due to viral infection, stress, drug-induced liver 

damage, aflatoxin-contaminated food, untreated inflam-
mation, and complex tumor microenvironment led to 
high intratumoral heterogeneity.3,4 Recent single-cell 
sequencing studies, particularly those using the single-
cell RNA sequencing (scRNAseq) technique, have greatly 
improved our understanding of the TIME heterogene-
ity, especially the characteristics of immune cell subsets 
and tumor-associated stromal cells.5,6 Despite recent 
advances in HCC immunotherapy, our knowledge of the 
relationship between HCC TIME and patient outcomes 
is limited, and more research is still required. This review 
focuses on findings of HCC TIME heterogeneity and its 
roles in prognosis and response revealed by the scRNA-
seq technique.
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COMPOSITION OF HCC TIME AND ITS ROLES IN HCC 
PATHOGENESIS
The cellular component of HCC TIME consists of non-
immune cells (normal liver cells and tumor cells) and 
immune cells. The non-immune cells mainly include 
normal epithelial cells, normal endothelial cells, hepatic 
stellate cells, and HCC malignant cells. Most of the non-
immune cells in cancer patients are malignant, while 
endothelial cells and hepatic stellate cells are relatively 
low in proportion.7 The immune cells identified include T 
cells, myeloid cells, plasma cells, B cells, and natural killer 
(NK) cells. Hepatocellular carcinoma patients had rela-
tively low levels of infiltration of dendritic cells (DCs), B 
cells, and plasma cells. The proportion of immune cell 
populations varies in different patients, indicating sig-
nificant heterogeneity of immune cell composition across 
HCC malignancies.7 The myeloid cells can be divided into 
11 clusters, including 5 macrophage clusters, 2 monocyte 
clusters, 3 dendritic cell clusters, and 1 circulating cell 
cluster. The reclustering of T/NK cells showed 17 clusters, 
including 2 NK subtypes, 4 CD4+ T cell subtypes, and 7 
CD8+ T cell subtypes.7

The immune cells in HCC can be divided into 2 types, 
one immunoactive type promoting anti-tumor immune 
responses and one immunosuppressive type limiting 
effective immune monitoring. Immunoactive cells mainly 
include CD8+ T cells, dendritic (DC) cells, tumor-associ-
ated macrophages (TAM) type M1, and NK cells. It was 
reported that CD8+ T cells attack cancer cells by produc-
ing direct cytotoxic effects through perforin and gran-
zyme secretion.8 Dendritic cells capture tumor antigens. 
Tumor-associated macrophages (type M1) activates the 
T-cell-mediated immune response, promotes inflamma-
tion, and secretes tumor necrosis factor α (TNF-α) and 
nitric oxide (NO).9 Natural killer cells attack infected and 
mutated cells by secreting cytokines and chemokines 

such as TNF-α and interferon-gamma (IFN-γ), interacting 
with other immune cells.10 Immunosuppressive cell popu-
lations in HCC TIME include TAM (type M2), myeloid-
derived suppressor cells (MDSCs), and regulatory T cells 
(Tregs), causing dysfunction of DCs and CD8+ T cells.11 
LAMP3+ DC may belong to a common DC subgroup 
with mature characteristics and may play a role in T cell 
dysfunction.12

Different pathogenesis of HCC involving viral and non-
viral etiology is related to the unique TIME. Chronic infec-
tion with hepatitis B virus (HBV) promotes the formation 
of a tolerant TIME by depletion of the effector CD8+ T 
cells and attracting immunosuppressive cells including 
granulomatous myeloid-derived suppressor cells (gMD-
SCs), Tregs, or regulatory B (Breg) cells. Chronic infec-
tion by hepatitis C virus (HCV) depletes CD8+ T cells and 
promotes immune evasion through spontaneous viral 
escape and dysregulation of major histocompatibility 
complex I (MHC I) dependent antigen presentation.13,14 
In alcoholic steatohepatitis (ASH), alcohol promotes the 
inhibition of liver immune response by increasing the 
abundance of M2 TAMs, inhibiting CD8+ T cell activa-
tion, and facilitating gMDSC infiltration. In contrast, non-
alcoholic steatohepatitis (NASH) activates dysfunctional 
immune cells, including helper T cell 17 (Th17) cells, 
natural killer T (NKT) cells, CD8+/PD-1+ T cells and IgA+ 
plasma cells, disrupting tumor immune surveillance and 
inducing HCC.15,16

HCC can be divided into 2 types in terms of immune 
response. One is the “inflammatory type,” which includes 
3 distinct subtypes: immunologically “active” tumors with 
high levels of infiltration of CD8+ T cells and TAM (type 
M1) and interferon signaling, immunologically “depleted” 
tumors characterized by high levels of transforming 
growth factor-β (TGF-β) signaling, increased Wnt/β-
catenin signaling and abundant TAM (type M2). The third 
subtype is associated with high levels of chromosomal 
instability and dysfunction of antigen presentation and 
interferon signaling, and this subtype also involves those 
with high levels of Wnt/β-catenin signaling and immune 
desertification characteristics.17-19

THE TIME HETEROGENEITY IN HCC
The TIME heterogeneity of HCC reported in current 
studies can be divided into 2 categories: cellular hetero-
geneity and transcriptional heterogeneity. Articles that 
describe the TIME heterogeneity of HCC are summarized 
in Table 1.13,20-52

Main Points
•	 scRNAseq provides a powerful new tool to define the roles 

of TIME in HCC pathogenesis and therapy.
•	 HCC heterogeneity is a key player influencing therapeutic 

response, drug resistance, and prognosis.
•	 Heterogeneous cellular components, differentially tran-

scripted genes, specific markers, and relevant models have 
been discovered or established to predict HCC patient 
prognosis and therapeutic response.

•	 Combined therapies from multiple dimensions regarding 
heterogeneity may provide new opportunities to treat HCC 
more effectively.



Han et al. Heterogeneity of TIME in HCC and its ImplicationsTurk J Gastroenterol 2024; 35(12): 876-888

878

Ta
bl

e 
1.

 S
um

m
ar

y 
of

 th
e 

M
ai

n 
Fi

nd
in

gs
 a

nd
 th

e 
Si

gn
ifi

ca
nc

e 
of

 S
tu

di
es

 o
n 

H
et

er
og

en
ei

ty
 o

f T
IM

E 
in

 H
C

C
 b

y 
sc

RN
As

eq

Pu
bl

ic
at

io
n 

Ye
ar

Re
f 

N
o

To
ta

l 
N

um
be

r 
of

 C
el

ls
 

An
al

yz
ed

To
ta

l N
um

be
r o

f 
Pa

tie
nt

s/
Sa

m
pl

es
 

In
vo

lv
ed

Et
io

lo
gy

 
(V

ira
l, 

C
irr

ho
tic

)

St
ag

e 
of

 
Tu

m
or

 
Sa

m
pl

es
M

et
as

ta
si

c 
C

on
di

tio
n

C
on

di
tio

n 
of

 
N

or
m

al
 

C
on

tr
ol

Pi
pe

lin
e 

U
se

d 
to

 
An

al
yz

e 
th

e 
D

at
a

H
et

er
og

en
ei

ty
 

C
at

eg
or

y
M

ai
n 

Fi
nd

in
gs

Si
gn

ifi
ca

nc
e 

of
 th

e 
St

ud
y

Va
lid

at
io

n 
of

 
Fi

nd
in

gs

20
19

32
To

ta
lly

 5
0 

37
8 

ce
lls

19
 p

at
ie

nt
s(

19
 tu

m
or

 
sa

m
pl

es
)

H
C

V:
 6

; 
Fa

tt
y 

liv
er

: 
1;

 N
A:

 1
2

St
ag

e 
I: 

1;
st

ag
e 

II:
 0

;
st

ag
e 

III
: 4

;
st

ag
e 

IV
: 1

4

14
 p

at
ie

nt
s 

w
ith

 d
is

ta
l 

m
et

as
ta

si
s

N
o 

no
rm

al
 

sa
m

pl
es

 w
er

e 
co

lle
ct

ed

10
x 

ge
no

m
ic

s 
C

el
lR

an
ge

r 
pi

pe
lin

e 
(v

er
si

on
 1

.0
.1

)

tr
an

sc
rip

tio
na

l 
he

te
ro

ge
ne

ity
•	

H
C

C
 h

as
 a

 v
ar

yi
ng

 d
eg

re
e 

of
 

tr
an

sc
rip

to
m

ic
 d

iv
er

si
ty

•	
Tu

m
or

 tr
an

sc
rip

to
m

ic
 d

iv
er

si
ty

 
is

 a
ss

oc
ia

te
d 

w
ith

 p
at

ie
nt

 
ou

tc
om

es
•	

Tu
m

or
-d

er
iv

ed
 V

EG
F 

dr
iv

es
 

m
ic

ro
en

vi
ro

nm
en

ta
l 

re
pr

og
ra

m
m

in
g

•	
T 

ce
lls

 d
er

iv
ed

 fr
om

 h
ig

he
r 

he
te

ro
ge

ne
ou

s 
tu

m
or

s 
sh

ow
ed

 
lo

w
er

 c
yt

ol
yt

ic
 a

ct
iv

iti
es

In
si

gh
t i

nt
o 

th
e 

di
ve

rs
e 

ec
os

ys
te

m
 o

f 
liv

er
 c

an
ce

r a
nd

 it
s 

im
pa

ct
 o

n 
pr

og
no

si
s

12
 p

at
ie

nt
s 

as
 

a 
di

sc
ov

er
y 

se
t a

nd
 7

 
pa

tie
nt

s 
as

 
th

e 
va

lid
at

io
n 

se
t

20
20

34
40

70
 c

el
ls

6 
sa

m
pl

es
 (G

SE
 9

8 
63

8,
 

PM
ID

: 2
 8

62
 2

51
4)

H
BV

: 5
; N

A:
 

1
St

ag
e 

I: 
3;

st
ag

e 
II:

 1
;

st
ag

e 
III

: 0
;

st
ag

e 
IV

: 2

2 
pa

tie
nt

s 
w

ith
 d

is
ta

l 
m

et
as

ta
si

s

Pa
ire

d 
ad

ja
ce

nt
 

no
rm

al
 

tis
su

es

C
IB

ER
SO

RT
x 

on
lin

e 
an

al
ys

is
 

pr
oc

ed
ur

e

Tr
an

sc
rip

tio
na

l 
he

te
ro

ge
ne

ity
•	

C
D

4-
G

ZM
A 

TI
L 

ce
lls

 a
ss

oc
ia

te
d 

w
ith

 p
ro

gn
os

is
, a

nd
 fo

un
d 

19
 

pr
og

no
st

ic
 g

en
es

•	
An

 im
m

un
e 

ris
k 

sc
or

e 
pr

og
no

st
ic

 m
od

el
 w

as
 

co
ns

tr
uc

te
d 

C
D

4-
G

ZM
A 

ce
lls

 m
ay

 
yi

el
d 

th
er

ap
eu

tic
 

be
ne

fit
s 

in
 H

C
C

 
im

m
un

ot
he

ra
py

D
at

a 
fr

om
 

TC
G

A 
an

d 
IC

G
C

 w
er

e 
us

ed
 fo

r 
va

lid
at

io
n

20
20

13
41

 6
98

 
im

m
un

e 
ce

lls

7 
pa

ire
d 

sa
m

pl
es

H
BV

: 6
; 

H
C

V:
 1

St
ag

e 
I: 

3;
st

ag
e 

II:
 0

;
st

ag
e 

III
: 4

;
st

ag
e 

IV
: 0

N
o 

pa
tie

nt
s 

w
ith

 d
is

ta
l 

m
et

as
ta

si
s

Pa
ire

d 
ad

ja
ce

nt
 

no
rm

al
 

tis
su

es

10
x 

ge
no

m
ic

s 
C

el
lR

an
ge

r 
pi

pe
lin

e 
(v

3.
0.

1)

Tr
an

sc
rip

tio
na

l 
he

te
ro

ge
ne

ity
•	

Id
en

tif
ie

d 
29

 im
m

un
e 

ce
ll 

su
bs

et
s 

w
ith

 u
ni

qu
e 

tr
an

sc
rip

to
m

ic
 p

ro
fil

es
 in

 H
C

C
•	

M
2 

m
ac

ro
ph

ag
es

 h
ig

hl
y 

ex
pr

es
s 

C
C

L1
8 

an
d 

C
RE

M
s 

pa
rt

ic
ip

at
ed

 
in

 p
ro

gr
es

si
on

.
•	

Ac
tiv

at
ed

 C
D

8+
 T

 c
el

ls
 h

ig
hl

y 
ex

pr
es

si
ng

 X
C

L1
 c

or
re

la
te

d 
w

ith
 b

et
te

r s
ur

vi
va

l r
at

es
•	

D
is

tin
ct

 e
ff

ec
to

r C
D

8+
 T

 c
el

ls
 

w
er

e 
al

so
 id

en
tif

ie
d

H
ig

hl
ig

ht
ed

 n
ov

el
 

m
ac

ro
ph

ag
e 

an
d 

T-
ce

ll 
su

bs
et

s 
th

at
 

co
ul

d 
be

 fu
rt

he
r 

ex
pl

oi
te

d 
in

 fu
tu

re
 

im
m

un
ot

he
ra

py

Id
en

tif
ie

d 
im

m
un

e 
su

bs
et

s 
w

er
e 

va
lid

at
ed

20
20

26
48

76
 A

N
T 

ce
lls

 a
nd

 
31

71
 T

M
 

ce
lls

11
7 

su
rg

ic
al

 s
am

pl
es

H
BV

: 1
03

; 
ot

he
rs

: 1
4

St
ag

e 
I: 

97
;

st
ag

e 
II+

III
: 

20

N
o 

pa
tie

nt
s 

w
ith

 d
is

ta
l 

m
et

as
ta

si
s

pa
ire

d 
ad

ja
ce

nt
 

no
rm

al
 

tis
su

es

C
el

lR
an

ge
r 

pi
pe

lin
e 

(v
er

si
on

 2
.1

.1
, 

10
XG

en
om

ic
s)

ce
llu

la
r 

he
te

ro
ge

ne
ity

•	
Ab

un
da

nc
e 

or
 lo

ca
tio

n 
of

 T
 c

el
l 

su
bs

et
s 

co
rr

el
at

ed
 w

ith
 

lo
ng

-t
er

m
 c

lin
ic

al
 o

ut
co

m
e

•	
In

fil
tr

at
io

n 
of

 C
D

8+
T/

Te
x 

ce
lls

 
w

as
 c

lo
se

ly
 li

nk
ed

 to
 O

S 
an

d 
RF

S
•	

FO
XP

3+
-T

re
g 

is
 m

or
e 

pr
ed

ic
tiv

e 
of

 e
ar

ly
 re

cu
rr

en
ce

U
nd

er
lin

ed
 th

e 
he

te
ro

ge
ne

ity
 a

nd
 

cl
in

ic
al

 re
le

va
nc

e 
of

 
ex

ha
us

te
d 

T 
ce

lls
 in

 
H

C
C

N
o 

va
lid

at
io

n 
w

as
 

pe
rf

or
m

ed

20
20

21
17

 4
32

 
60

0 
im

m
un

e 
ce

lls

39
 m

at
ch

ed
 s

am
pl

es
 

fr
om

 1
3 

H
C

C
 p

at
ie

nt
s

H
BV

: 1
0;

 
ot

he
rs

: 3
St

ag
e 

I: 
1;

st
ag

e 
II:

 0
;

st
ag

e 
III

: 1
1;

st
ag

e 
IV

: 1

1 
pa

tie
nt

 
w

ith
 d

is
ta

l 
m

et
as

ta
si

s

Pa
ire

d 
ad

ja
ce

nt
 

no
rm

al
 

tis
su

es

Th
e 

C
el

lR
an

ge
r 

(3
.1

.0
) s

of
tw

ar
e

C
el

lu
la

r 
he

te
ro

ge
ne

ity
•	

D
PT

 c
el

ls
 a

re
 fo

un
d 

in
 re

gi
on

s 
w

ith
 e

xp
re

ss
io

n 
of

 P
D

-1
/​H

LA
-D

​
R/

IC
O

​S/
C

D
4​5

RO
.

•	
U

nc
ov

er
s 

th
e 

11
 s

ub
cl

us
te

rs
 

w
ith

 d
iff

er
en

t c
yt

ot
ox

ic
ity

, 
ex

ha
us

tio
n,

 a
nd

 a
ct

iv
at

io
n 

C
ha

ra
ct

er
iz

ed
 th

e 
un

iq
ue

 d
is

tr
ib

ut
io

n,
 

fu
nc

tio
n,

 o
rig

in
 o

f 
PD

-1
+D

PT
s

N
o 

va
lid

at
io

n 
w

as
 

pe
rf

or
m

ed

20
21

36
11

3 
si

ng
le

 
ci

rc
ul

at
in

g 
tu

m
or

 
ce

lls
 

(C
TC

s)

10
 p

at
ie

nt
s

H
BV

: 9
; 

H
C

V:
 1

BC
LC

-A
: 4

BC
LC

-B
: 6

N
o 

pa
tie

nt
s 

w
ith

 d
is

ta
l 

m
et

as
ta

si
s

C
el

ls
 fr

om
 1

 
pa

tie
nt

 w
er

e 
us

ed
 a

s 
co

nt
ro

l

SO
AP

nu
ke

1.
5.

0,
 

To
pH

at
 v

2.
0.

12
Tr

an
sc

rip
tio

na
l 

he
te

ro
ge

ne
ity

•	
C

TC
s 

as
so

ci
at

ed
 w

ith
 s

tr
es

s 
re

sp
on

se
, c

el
l c

yc
le

, a
nd

 
im

m
un

e-
ev

as
io

n 
si

gn
al

in
g

•	
C

he
m

ok
in

e 
C

C
L5

 a
s 

an
 

im
po

rt
an

t m
ed

ia
to

r f
or

 C
TC

 
im

m
un

e 
ev

as
io

n.
•	

p3
8-

M
AX

 re
cr

ui
te

s 
Tr

eg
s 

to
 

fa
ci

lit
at

e 
im

m
un

e 
es

ca
pe

 a
nd

 
m

et
as

ta
tic

 s
ee

di
ng

Re
ve

al
ed

 s
pa

tia
l 

he
te

ro
ge

ne
ity

 a
nd

 a
n 

im
m

un
e-

es
ca

pe
 

m
ec

ha
ni

sm
 o

f C
TC

Va
lid

at
io

n 
w

as
 

pe
rf

or
m

ed
 

w
ith

 
in

de
pe

nd
en

t 
H

C
C

 c
oh

or
ts

20
21

40
43

 6
45

 
ce

lls
8 

cl
in

ic
al

 H
C

C
 c

as
es

H
BV

: 8
St

ag
e 

I-
II:

 1
st

ag
e 

III
-I

V:
 

7

7 
pa

tie
nt

s 
w

ith
 v

en
ou

s 
in

va
si

on

N
or

m
al

 
he

pa
to

cy
te

s 
w

er
e 

us
ed

 a
s 

co
nt

ro
l

C
el

lR
an

ge
r 

(v
er

si
on

 3
.0

)
Tr

an
sc

rip
tio

na
l 

he
te

ro
ge

ne
ity

•	
TM

As
 s

up
pr

es
s 

tu
m

or
 T

 c
el

l 
in

fil
tr

at
io

n
•	

C
el

lu
la

r i
m

m
un

os
up

pr
es

si
ve

 
an

d 
ex

ha
us

tiv
e 

st
at

us
 

ex
em

pl
ifi

es
 c

an
ce

r-
pr

om
ot

in
g

Th
e 

an
al

ys
is 

of
 th

e 
im

m
un

os
up

pr
es

siv
e 

la
nd

sc
ap

e 
an

d 
in

te
rc

el
lu

la
r 

in
te

ra
ct

io
ns

 p
ro

m
ot

ed
 

im
m

un
e-

on
co

lo
gy

 
tr

ea
tm

en
ts

N
o 

va
lid

at
io

n 
w

as
 

pe
rf

or
m

ed

(C
on

tin
ue

d)



Han et al. Heterogeneity of TIME in HCC and its Implications Turk J Gastroenterol 2024; 35(12): 876-888

879

Pu
bl

ic
at

io
n 

Ye
ar

Re
f 

N
o

To
ta

l 
N

um
be

r 
of

 C
el

ls
 

An
al

yz
ed

To
ta

l N
um

be
r o

f 
Pa

tie
nt

s/
Sa

m
pl

es
 

In
vo

lv
ed

Et
io

lo
gy

 
(V

ira
l, 

C
irr

ho
tic

)

St
ag

e 
of

 
Tu

m
or

 
Sa

m
pl

es
M

et
as

ta
si

c 
C

on
di

tio
n

C
on

di
tio

n 
of

 
N

or
m

al
 

C
on

tr
ol

Pi
pe

lin
e 

U
se

d 
to

 
An

al
yz

e 
th

e 
D

at
a

H
et

er
og

en
ei

ty
 

C
at

eg
or

y
M

ai
n 

Fi
nd

in
gs

Si
gn

ifi
ca

nc
e 

of
 th

e 
St

ud
y

Va
lid

at
io

n 
of

 
Fi

nd
in

gs

20
21

41
11

 5
78

 
ce

lls
21

 H
C

C
 s

am
pl

es
 a

nd
 

25
6 

no
rm

al
 li

ve
r t

is
su

e 
sa

m
pl

es
 (G

SE
12

43
95

)

In
fo

rm
at

io
n 

no
t a

va
ila

bl
e 

fr
om

 
G

SE
12

43
95

In
fo

rm
at

io
n 

no
t a

va
ila

bl
e 

fr
om

 
G

SE
12

43
95

In
fo

rm
at

io
n 

no
t a

va
ila

bl
e 

fr
om

 
G

SE
12

43
95

N
or

m
al

 
co

nt
ro

l f
ro

m
 

G
SE

12
43

95
 

da
ta

se
t

Al
l t

he
 d

at
as

et
s 

w
er

e 
an

al
yz

ed
 

us
in

g 
Ra

ce
ID

3

C
el

lu
la

r 
he

te
ro

ge
ne

ity
•	

A 
to

ta
l o

f 9
 c

lu
st

er
s 

co
rr

es
po

nd
in

g 
to

 9
 c

el
l t

yp
es

 
w

er
e 

id
en

tif
ie

d
•	

Id
en

tif
ie

d 
10

 s
ur

vi
va

l-
re

la
te

d 
hu

b 
ge

ne
s

Te
n 

hu
b 

ge
ne

s 
w

er
e 

id
en

tif
ie

d 
fo

r t
he

 
di

ag
no

si
s 

an
d 

pr
og

no
si

s 
fo

r H
C

C

G
SE

54
23

6 
da

ta
se

t w
as

 
us

ed
 fo

r 
va

lid
at

io
n

20
22

20
71

 1
39

 
ce

lls
10

 H
C

C
 p

at
ie

nt
s 

an
d 

8 
no

rm
al

 s
ub

je
ct

s
(G

SE
14

96
14

)

H
BV

: 5
;

H
C

V:
 2

;
N

on
e:

 3

St
ag

e 
I: 

3;
st

ag
e 

II:
 1

;
st

ag
e 

III
: 4

;
st

ag
e 

IV
: 2

1 
pa

tie
nt

 
w

ith
 ly

m
ph

 
no

de
 

m
et

as
ta

si
s

C
el

ls
 fr

om
 8

 
no

rm
al

 
su

bj
ec

ts
 w

er
e 

us
ed

 a
s 

co
nt

ro
l

C
el

lR
an

ge
r 

so
ft

w
ar

e 
(v

er
si

on
 2

.2
.0

)

C
el

lu
la

r 
he

te
ro

ge
ne

ity
•	

25
 c

el
l c

lu
st

er
s 

w
er

e 
id

en
tif

ie
d 

an
d 

la
be

le
d 

as
 v

ar
io

us
 c

el
l t

yp
es

•	
Br

ow
n 

m
od

ul
e 

w
as

 m
os

t c
lo

se
ly

 
re

la
te

d 
to

 m
on

oc
yt

es
•	

A 
3-

ge
ne

 ri
sk

 m
od

el
 s

ho
w

ed
 

ex
ce

lle
nt

 p
re

di
ct

iv
e 

ef
fic

ac
y 

fo
r 

pr
og

no
si

s

3-
ge

ne
 s

ig
na

tu
re

 
de

ve
lo

pe
d 

ba
se

d 
on

 
TI

M
E 

he
te

ro
ge

ne
ity

 
pr

ed
ic

te
d 

su
rv

iv
al

 
ou

tc
om

e 
an

d 
im

m
un

ot
he

ra
py

 
re

sp
on

se

Va
lid

at
io

n 
w

as
 

pe
rf

or
m

ed
 

w
ith

 T
C

G
A 

da
ta

20
22

30
71

 9
15

 
si

ng
le

 c
el

ls
7 

m
at

ch
ed

 s
am

pl
es

 
se

le
ct

ed
(t

ot
al

ly
 1

0 
H

C
C

 p
at

ie
nt

s 
an

d 
8 

no
rm

al
 s

ub
je

ct
s)

(G
SE

14
96

14
)

H
BV

: 5
;

H
C

V:
 2

;
N

on
e:

 3

St
ag

e 
I: 

3;
st

ag
e 

II:
 1

;
st

ag
e 

III
: 4

;
st

ag
e 

IV
: 2

1 
pa

tie
nt

 
w

ith
 ly

m
ph

 
no

de
 

m
et

as
ta

si
s

Pa
ire

d 
ad

ja
ce

nt
 

no
rm

al
 

tis
su

es

C
el

lR
an

ge
r 

so
ft

w
ar

e 
(v

er
si

on
 2

.2
.0

)

C
el

lu
la

r 
he

te
ro

ge
ne

ity
•	

TN
FR

SF
4,

 T
IG

IT
 a

nd
 C

TL
A4

 
w

er
e 

un
iq

ue
ly

 o
ve

re
xp

re
ss

ed
 in

 
Tr

eg
s, 

an
d 

th
e 

gl
yc

o​l
ys

is
​/g

lu
c​

on
eo

g​e
ne

si
​s 

pa
th

w
ay

 w
as

 
en

ric
he

d 
in

 T
re

g 
ce

lls
•	

Tw
o 

N
K-

ce
ll 

su
bs

et
s 

w
er

e 
fo

un
d 

in
 a

ct
iv

at
ed

 s
ta

te
 o

r 
ex

ha
us

te
d 

st
at

us
•	

M
em

or
y 

B 
ce

lls
 in

 H
C

C
 h

ad
 h

ig
h 

pr
ol

ife
ra

tio
n,

 lo
w

 
di

ff
er

en
tia

tio
n,

 a
nd

 lo
w

 a
ct

iv
ity

H
ig

hl
ig

ht
ed

 th
e 

he
te

ro
ge

ne
ity

 o
f 

m
aj

or
 im

m
un

e 
ce

ll 
ty

pe
s 

an
d 

th
ei

r r
ol

es
 

in
 th

e 
im

m
un

os
up

pr
es

si
ve

 
en

vi
ro

nm
en

t

Va
lid

at
in

on
 b

y 
sc

RN
A-

se
q 

an
al

ys
is

20
22

23
To

ta
l 3

4 
41

4 
ce

lls
10

 H
C

C
 s

am
pl

es
(G

SE
14

96
14

)
H

BV
: 5

;
H

C
V:

 2
;

N
on

e:
 3

St
ag

e 
I: 

3;
st

ag
e 

II:
 1

;
st

ag
e 

III
: 4

;
st

ag
e 

IV
: 2

.

1 
pa

tie
nt

 
w

ith
 ly

m
ph

 
no

de
 

m
et

as
ta

si
s

Pa
ire

d 
ad

ja
ce

nt
 

no
rm

al
 

tis
su

es

Se
ur

at
 R

 
pa

ck
ag

e
C

el
lu

la
r 

he
te

ro
ge

ne
ity

•	
G

ro
up

ed
 H

C
C

 in
to

 3
 s

ub
ty

pe
s: 

ho
t t

um
or

, c
ol

d 
tu

m
or

, a
nd

 
im

m
un

os
up

pr
es

se
d 

tu
m

or
•	

BA
TF

 c
ou

ld
 u

pr
eg

ul
at

e 
im

m
un

os
up

pr
es

si
ve

 g
en

es
 in

 
th

e 
S3

-l
ik

e 
su

bt
yp

e
•	

W
e 

id
en

tif
ie

d 
a 

ce
ll 

in
te

ra
ct

io
n 

ne
tw

or
k 

in
 w

hi
ch

 a
 s

ub
se

t o
f 

m
ac

ro
ph

ag
es

 c
ou

ld
 p

ro
m

ot
e 

im
m

un
os

up
pr

es
si

ve
 T

-c
el

ls

Sp
ec

ifi
c 

m
ac

ro
ph

ag
es

 c
ou

ld
 

pr
om

ot
e 

th
e 

im
m

un
os

up
pr

es
si

ve
 

ce
lls

 a
nd

 a
ff

ec
t t

he
 

pr
og

no
si

s

Va
lid

at
io

n 
w

as
 

pe
rf

or
m

ed
 

w
ith

 IC
G

C
 a

nd
 

TC
G

A 
da

ta

20
22

42
26

 7
71

 
ce

lls
 in

 
no

rm
al

 
an

d 
37

 
86

3 
ce

lls
 

in
 tu

m
or

13
 H

C
C

 a
nd

 8
 p

ar
a 

ca
nc

er
 s

am
pl

es
(G

SE
14

96
14

)

H
BV

: 5
;

H
C

V:
 2

;
N

on
e:

 3

St
ag

e 
I: 

3;
st

ag
e 

II:
 1

;
st

ag
e 

III
: 4

;
st

ag
e 

IV
: 2

1 
pa

tie
nt

 
w

ith
 ly

m
ph

 
no

de
 

m
et

as
ta

si
s

Pa
ire

d 
ad

ja
ce

nt
 

no
rm

al
 

tis
su

es

Se
ur

at
 p

ac
ka

ge
C

el
lu

la
r 

he
te

ro
ge

ne
ity

•	
13

 c
el

l s
ub

po
pu

la
tio

ns
 w

er
e 

id
en

tif
ie

d 
an

d 
4 

ce
ll 

su
bg

ro
up

s 
w

er
e 

hi
gh

ly
 e

nr
ic

he
d

•	
9 

ge
ne

s 
am

on
g 

th
e 

64
1 

ge
ne

s 
w

er
e 

se
le

ct
ed

 to
 d

ev
el

op
 a

 
pr

og
no

st
ic

 ri
sk

 m
od

el

Re
ve

al
ed

 c
el

l 
su

bp
op

ul
at

io
ns

 a
nd

 
es

ta
bl

is
he

d 
a 

9-
ge

ne
 

pr
og

no
st

ic
 m

od
el

Va
lid

at
io

n 
w

as
 

pe
rf

or
m

ed
 

w
ith

 T
C

G
A 

da
ta

20
22

22
M

or
e 

th
an

 
1 

m
ill

io
n 

ce
lls

18
9 

sa
m

pl
es

 (1
24

 
pa

tie
nt

s 
an

d 
8 

m
ic

e)
H

BV
: 5

7;
H

C
V:

 6
;

N
BN

C
: 6

1

St
ag

e 
I: 

82
;

st
ag

e 
II:

 5
;

st
ag

e 
III

: 1
;

st
ag

e 
IV

: 3
4;

N
A:

 2

20
 p

at
ie

nt
s 

w
ith

 d
is

ta
l 

m
et

as
ta

si
s 

an
d 

34
 

pa
tie

nt
s 

w
ith

 
ly

m
ph

 n
od

e 
m

et
as

ta
si

s

C
on

tr
ol

 c
el

ls
 

w
er

e 
us

ed
W

eb
-b

as
ed

 to
ol

 
(h

tt
p:

​//
m

et
​

a-
ca

n​c
er

.c
​

n:
38

3​8
/s

cP
​LC

)

C
el

lu
la

r 
he

te
ro

ge
ne

ity
•	

W
e 

st
ra

tif
ie

d 
pa

tie
nt

s 
in

to
 5

 
TI

M
E 

su
bt

yp
es

 b
as

ed
 o

n 
im

m
un

e 
st

at
us

•	
TA

N
 p

op
ul

at
io

ns
 w

er
e 

as
so

ci
at

ed
 

w
ith

 a
n 

un
fa

vo
ur

ab
le

 p
ro

gn
os

is
•	

C
C

L4
+ 

TA
N

s 
re

cr
ui

t 
m

ac
ro

ph
ag

es
, P

D
-L

1+
 T

AN
s 

su
pp

re
ss

 T
 c

el
l c

yt
ot

ox
ic

ity

H
ig

hl
ig

ht
ed

 
im

m
un

os
up

pr
es

si
ve

 
fu

nc
tio

ns
 o

f T
AN

s 
an

d 
sh

ed
 li

gh
t o

n 
po

te
nt

ia
l 

im
m

un
ot

he
ra

pi
es

 
ta

rg
et

in
g 

TA
N

s

Va
lid

at
io

n 
w

as
 

pe
rf

or
m

ed

20
22

44
11

2 
50

6 
ce

lls
7 

pe
rf

or
m

ed
 

m
ul

tir
eg

io
na

l s
in

gl
e-

ce
ll 

st
ud

y 
(3

4 
sa

m
pl

es
 (2

5 
H

C
C

 p
at

ie
nt

s)

H
C

V:
 1

;
N

AF
LD

: 1
N

AS
H

: 3
N

on
e:

 2

St
ag

e 
I: 

3;
st

ag
e 

II:
 3

;
st

ag
e 

III
: 0

;
st

ag
e 

IV
: 1

1 
pa

tie
nt

 
w

ith
 ly

m
ph

 
no

de
 

m
et

as
ta

si
s

Ad
ja

ce
nt

 
no

rm
al

 li
ve

r 
tis

su
es

 w
er

e 
us

ed
 a

s 
a 

co
nt

ro
l

C
el

lR
an

ge
r a

gg
r 

pi
pe

lin
e 

fr
om

 
th

e 
C

el
l R

an
ge

r 
(v

er
si

on
 3

.1
.0

)

Tr
an

sc
rip

tio
na

l 
he

te
ro

ge
ne

ity
•	

W
e 

id
en

tif
y 

ce
llu

la
r d

yn
am

ic
s 

of
 

m
al

ig
na

nt
 c

el
ls

 a
nd

 th
ei

r 
co

m
m

un
ic

at
io

n 
ne

tw
or

ks
 w

ith
 

tu
m

or
-a

ss
oc

ia
te

d 
im

m
un

e 
ce

lls
•	

W
e 

fu
rt

he
r v

al
id

at
e 

th
e 

to
p 

lig
an

d-
re

ce
pt

or
 in

te
ra

ct
io

n 
pa

irs

U
nv

ei
le

d 
st

ab
le

 
m

ol
ec

ul
ar

 n
et

w
or

ks
 

of
 m

al
ig

na
nt

 
ec

os
ys

te
m

s, 
w

hi
ch

 
m

ay
 o

pe
n 

a 
pa

th
 fo

r 
th

er
ap

eu
tic

 
ex

pl
or

at
io

n

Va
lid

at
io

n 
w

as
 

pe
rf

or
m

ed
 in

 
ad

di
tio

na
l 5

42
 

H
C

C
 p

at
ie

nt
s

(C
on

tin
ue

d)

Ta
bl

e 
1.

 S
um

m
ar

y 
of

 th
e 

M
ai

n 
Fi

nd
in

gs
 a

nd
 th

e 
Si

gn
ifi

ca
nc

e 
of

 S
tu

di
es

 o
n 

H
et

er
og

en
ei

ty
 o

f T
IM

E 
in

 H
C

C
 b

y 
sc

RN
As

eq
 (C

on
tin

ue
d)



Han et al. Heterogeneity of TIME in HCC and its ImplicationsTurk J Gastroenterol 2024; 35(12): 876-888

880

Pu
bl

ic
at

io
n 

Ye
ar

Re
f 

N
o

To
ta

l 
N

um
be

r 
of

 C
el

ls
 

An
al

yz
ed

To
ta

l N
um

be
r o

f 
Pa

tie
nt

s/
Sa

m
pl

es
 

In
vo

lv
ed

Et
io

lo
gy

 
(V

ira
l, 

C
irr

ho
tic

)

St
ag

e 
of

 
Tu

m
or

 
Sa

m
pl

es
M

et
as

ta
si

c 
C

on
di

tio
n

C
on

di
tio

n 
of

 
N

or
m

al
 

C
on

tr
ol

Pi
pe

lin
e 

U
se

d 
to

 
An

al
yz

e 
th

e 
D

at
a

H
et

er
og

en
ei

ty
 

C
at

eg
or

y
M

ai
n 

Fi
nd

in
gs

Si
gn

ifi
ca

nc
e 

of
 th

e 
St

ud
y

Va
lid

at
io

n 
of

 
Fi

nd
in

gs

20
22

45
−6

2 
00

0 
ce

lls
5 

pa
tie

nt
s 

(G
SE

14
96

14
, 

G
SE

13
61

03
)

N
ot

 
sp

ec
ifi

ed
N

ot
 

sp
ec

ifi
ed

N
o 

m
et

as
ta

si
s 

fo
r a

ll 
pa

tie
nt

s

N
or

m
al

 ti
ss

ue
 

fr
om

 h
ea

lth
y 

do
no

rs
 

(G
SE

13
61

03
)

C
el

lR
an

ge
r

Tr
an

sc
rip

tio
na

l 
he

te
ro

ge
ne

ity
•	

H
C

C
 D

ys
re

gu
la

te
d 

C
C

Es
 

in
cl

ud
ed

 S
PP

1-
​C

D
44

,​M
IF

-T
​

N
FR

SF
​14

,V
E​G

FA
-N

​RP
1

•	
A 

C
C

E-
ba

se
d 

im
m

un
e 

re
gu

la
to

ry
 n

et
w

or
k 

ill
us

tr
at

ed
 

TI
M

E 
dy

sr
eg

ul
at

io
n 

•	
A 

pr
og

no
st

ic
 s

ig
na

tu
re

 b
as

ed
 o

n 
C

C
E 

ge
ne

s 
w

as
 id

en
tif

ie
d 

an
d 

va
lid

at
ed

Es
ta

bl
is

he
d 

a 
w

or
kf

lo
w

 s
tr

at
eg

y 
fo

r 
C

C
E 

an
al

ys
es

Va
lid

at
ed

 in
 

in
de

pe
nd

en
t 

da
ta

se
ts

20
22

27
34

 4
14

 
ce

lls
10

 H
C

C
 ti

ss
ue

 s
am

pl
es

(G
SE

14
96

14
)

H
BV

: 5
;

H
C

V:
 2

;
N

on
e:

 3

St
ag

e 
I: 

3;
st

ag
e 

II:
 1

;
st

ag
e 

III
: 4

;
st

ag
e 

IV
: 2

1 
pa

tie
nt

 
w

ith
 ly

m
ph

 
no

de
 

m
et

as
ta

si
s

Pa
ire

d 
ad

ja
ce

nt
 

no
rm

al
 

tis
su

es

C
el

lR
an

ge
r

C
el

lu
la

r 
he

te
ro

ge
ne

ity
•	

C
D

8+
 T

 c
el

ls
 in

 H
C

C
 w

er
e 

di
vi

de
d 

in
to

 7
 s

ub
se

ts
•	

10
 h

ub
 g

en
es

 w
er

e 
fo

un
d

•	
D

iff
er

en
t s

ub
se

ts
 o

f C
D

8+
 T

 
ce

lls
 c

on
tr

ib
ut

ed
 to

 
he

te
ro

ge
ne

ou
s 

pr
og

no
si

s
•	

C
yt

ot
ox

ic
 C

D
8 

T 
ce

lls
 4

 is
 

cl
os

el
y 

as
so

ci
at

ed
 w

ith
 s

ur
vi

va
l 

an
d 

pr
og

no
si

s 
of

 H
C

C

H
el

pe
d 

fin
di

ng
 

ta
rg

et
s 

fo
r 

im
m

un
ot

he
ra

py
 a

nd
 

ai
d 

de
ve

lo
pm

en
t o

f 
im

m
un

ot
he

ra
py

D
at

a 
fr

om
 

TC
G

A-
LI

H
C

 
w

er
e 

us
ed

 fo
r 

va
lid

at
io

n

20
22

28
14

3 
10

4 
cl

us
te

rs
 o

f 
ce

lls

18
 H

C
C

 s
am

pl
es

 a
nd

 8
 

no
rm

al
 li

ve
r s

am
pl

es
(G

SE
14

96
14

)

N
ot

 
sp

ec
ifi

ed
N

ot
 

sp
ec

ifi
ed

N
ot

 
sp

ec
ifi

ed
N

or
m

al
 li

ve
r 

tis
su

es
Se

ur
at

 s
of

tw
ar

e
C

el
lu

la
r 

he
te

ro
ge

ne
ity

•	
Id

en
tif

ie
d 

se
ve

ra
l s

ub
ty

pe
s 

of
 B

 
ce

lls
, t

he
 re

la
tiv

e 
ra

tio
 o

f B
 c

el
ls

 
de

cr
ea

se
d 

in
 H

C
C

•	
An

tig
en

 p
re

se
nt

at
io

n,
 c

el
l 

pr
ol

ife
ra

tio
n 

do
w

nr
eg

ul
at

ed
 in

 
tu

m
or

-i
nf

ilt
ra

tin
g 

B 
ce

lls
•	

Th
e 

H
C

C
 O

S 
an

d 
D

FS
 

co
rr

el
at

ed
 w

ith
 h

ig
he

r B
-c

el
l 

in
fil

tr
at

io
n 

ra
te

•	
H

ig
he

r i
nf

ilt
ra

tio
n 

ra
te

s o
f B

 c
el

ls 
as

so
ci

at
ed

 w
ith

 b
et

te
r p

ro
gn

os
is 

Tu
m

or
-i

nf
ilt

ra
tin

g 
B 

ce
lls

 e
xe

rt
ed

 a
 

tu
m

or
-s

up
pr

es
si

ve
 

fu
nc

tio
n,

 h
ig

he
r B

 
ce

ll 
in

fil
tr

at
io

n 
as

so
ci

at
ed

 w
ith

 a
 

fa
vo

ra
bl

e 
ou

tc
om

e

Va
lid

at
ed

 w
ith

 
th

e 
TC

G
A-

LI
H

C
 

co
ho

rt

20
23

24
N

ot
 

sp
ec

ifi
ed

19
 s

am
pl

es
 

(G
SE

12
54

49
, P

M
ID

: 
31

58
80

21
)

H
C

V:
 6

;
Fa

tt
y 

liv
er

: 
1; N

on
e:

 1
2

St
ag

e 
I: 

1;
st

ag
e 

II:
 0

;
st

ag
e 

III
: 4

;
st

ag
e 

IV
: 1

4

14
 p

at
ie

nt
s 

w
ith

 d
is

ta
l o

r 
ly

m
ph

 n
od

e 
m

et
as

ta
si

s

Pa
ire

d 
no

n-
tu

m
or

 
tis

su
es

C
el

lR
an

ge
r a

nd
 

R 
pa

ck
ag

e 
Se

ur
at

C
el

lu
la

r 
he

te
ro

ge
ne

ity
•	

Id
en

tif
ie

d 
2 

di
st

in
ct

 c
lu

st
er

s 
w

ith
 d

is
tin

ct
 m

et
ab

ol
ic

 s
ta

tu
s.

•	
M

al
ig

na
nt

 c
el

ls 
ha

d 
th

e 
hi

gh
es

t 
ov

er
al

l m
et

ab
ol

ic
 a

ct
iv

iti
es

, w
hi

ch
 

m
ay

 im
pa

ir 
th

e 
an

ti-
tu

m
or

 
ca

pa
ci

ty
 o

f C
D

8+
 T

 c
el

ls 
th

ro
ug

h 
m

et
ab

ol
ic

 c
om

pe
tit

io
n

Es
ta

bl
is

he
d 

an
 H

C
C

 
cl

as
si

fic
at

io
n 

sy
st

em
 

ba
se

d 
on

 e
ne

rg
y 

m
et

ab
ol

ic
 

he
te

ro
ge

ne
ity

Va
lid

at
ed

 w
ith

 
in

de
pe

nd
en

t 
co

ho
rt

20
23

31
41

40
 c

el
ls

10
 H

C
C

 p
at

ie
nt

s
(G

SE
14

96
14

)
H

BV
: 5

;
H

C
V:

 2
;

N
on

e:
 3

.

St
ag

e 
I: 

3;
st

ag
e 

II:
 1

;
st

ag
e 

III
: 4

;
st

ag
e 

IV
: 2

1 
pa

tie
nt

 
w

ith
 ly

m
ph

 
no

de
 

m
et

as
ta

si
s

Pa
ire

d 
ad

ja
ce

nt
 

no
rm

al
 

tis
su

es

Se
ur

at
 p

ac
ka

ge
 

(v
er

si
on

 4
.0

.2
)

C
el

lu
la

r 
he

te
ro

ge
ne

ity
•	

C
AF

 h
ig

h 
cl

us
te

r h
ad

 a
 h

ig
he

r 
le

ve
l o

f i
nf

la
m

m
at

or
y 

ce
ll 

in
fil

tr
at

io
n,

 a
 m

or
e 

si
gn

ifi
ca

nt
 

im
m

un
os

up
pr

es
si

ve
 

m
ic

ro
en

vi
ro

nm
en

t, 
an

d 
a 

si
gn

ifi
ca

nt
ly

 w
or

se
 p

ro
gn

os
is

•	
C

AF
 h

ig
h 

cl
us

te
r h

ad
 lo

w
er

 le
ve

ls
 

of
 a

er
ob

ic
 o

xi
da

tio
n 

an
d 

hi
gh

er
 

an
gi

og
en

ic
 sc

or
es

, a
nd

 c
ou

ld
 

ha
ve

 a
 b

et
te

r r
es

po
ns

e 
to

 P
D

-1
•	

C
AF

 lo
w

 c
lu

st
er

 m
ay

 b
e 

m
or

e 
se

ns
iti

ve
 to

 tr
an

sa
rt

er
ia

l 
ch

em
oe

m
bo

liz
at

io
n 

tr
ea

tm
en

t

Re
ve

al
ed

 th
e 

di
ff

er
en

ce
 in

 C
AF

 
ab

un
da

nc
e 

an
d 

its
 

co
rr

el
at

io
n 

w
ith

 
re

sp
on

se
 in

 
im

m
uo

th
er

ap
y

Fi
nd

in
gs

 w
er

e 
va

lid
at

ed
 b

y 
IH

C

20
23

46
90

 5
72

 
ce

lls
7 

tu
m

or
s

H
BV

: 7
St

ag
e 

II:
 5

;
st

ag
e 

III
: 2

N
o 

pa
tie

nt
s 

w
ith

 ly
m

ph
 

no
de

 o
r 

di
st

al
 

m
et

as
ta

si
s

Pa
ire

d 
ad

ja
ce

nt
 

no
rm

al
 

tis
su

es

C
el

lR
an

ge
r 

pi
pe

lin
e

Tr
an

sc
rip

tio
na

l 
he

te
ro

ge
ne

ity
•	

C
D

36
+ 

C
AF

s 
ex

hi
bi

te
d 

hi
gh

-l
ev

el
 li

pi
d 

m
et

ab
ol

is
m

 a
nd

 
m

ac
ro

ph
ag

e 
M

IF
•	

C
D

36
 m

ed
ia

te
d 

ox
id

iz
ed

 L
D

L 
up

ta
ke

—
de

pe
nd

en
t M

IF
 

ex
pr

es
si

on
•	

C
D

36
 in

hi
bi

to
r s

yn
er

gi
ze

s 
w

ith
 

an
ti-

PD
-1

 im
m

un
ot

he
ra

py
 

El
uc

id
at

ed
 th

e 
fu

nc
tio

n 
of

 s
pe

ci
fic

 
C

AF
 s

ub
se

t i
n 

tu
m

or
 

m
ic

ro
en

vi
ro

nm
en

t

Va
lid

at
ed

 in
 

TC
G

A 
H

C
C

 
da

ta
ba

se

(C
on

tin
ue

d)

Ta
bl

e 
1.

 S
um

m
ar

y 
of

 th
e 

M
ai

n 
Fi

nd
in

gs
 a

nd
 th

e 
Si

gn
ifi

ca
nc

e 
of

 S
tu

di
es

 o
n 

H
et

er
og

en
ei

ty
 o

f T
IM

E 
in

 H
C

C
 b

y 
sc

RN
As

eq
 (C

on
tin

ue
d)



Han et al. Heterogeneity of TIME in HCC and its Implications Turk J Gastroenterol 2024; 35(12): 876-888

881

Pu
bl

ic
at

io
n 

Ye
ar

Re
f 

N
o

To
ta

l 
N

um
be

r 
of

 C
el

ls
 

An
al

yz
ed

To
ta

l N
um

be
r o

f 
Pa

tie
nt

s/
Sa

m
pl

es
 

In
vo

lv
ed

Et
io

lo
gy

 
(V

ira
l, 

C
irr

ho
tic

)

St
ag

e 
of

 
Tu

m
or

 
Sa

m
pl

es
M

et
as

ta
si

c 
C

on
di

tio
n

C
on

di
tio

n 
of

 
N

or
m

al
 

C
on

tr
ol

Pi
pe

lin
e 

U
se

d 
to

 
An

al
yz

e 
th

e 
D

at
a

H
et

er
og

en
ei

ty
 

C
at

eg
or

y
M

ai
n 

Fi
nd

in
gs

Si
gn

ifi
ca

nc
e 

of
 th

e 
St

ud
y

Va
lid

at
io

n 
of

 
Fi

nd
in

gs

20
23

37
52

 7
84

 
ce

lls
43

 tu
m

or
 s

am
pl

es
 a

nd
 

14
 a

dj
ac

en
t s

am
pl

es
(G

SE
15

66
25

)

N
ot

 
sp

ec
ifi

ed
N

ot
 

sp
ec

ifi
ed

N
ot

 
sp

ec
ifi

ed
Ad

ja
ce

nt
 

no
rm

al
 

tis
su

es

C
el

lR
an

ge
r

Tr
an

sc
rip

tio
na

l 
he

te
ro

ge
ne

ity
•	

Id
en

tif
y 

th
e 

N
K 

ce
ll 

m
ar

ke
r 

ge
ne

s 
an

d 
un

co
ve

re
d 

80
 

pr
og

no
si

s-
re

la
te

d 
on

es
.

•	
Es

ta
bl

is
h 

a 
5-

ge
ne

 p
ro

gn
os

tic
 

si
gn

at
ur

e—
N

ks
co

re
 fo

r r
is

k 
as

se
ss

m
en

t

D
ev

el
op

ed
 a

 n
ov

el
 

N
K 

ce
ll-

re
la

te
d 

si
gn

at
ur

e 
to

 p
re

di
ct

 
th

e 
pr

og
no

si
s 

an
d 

im
m

un
ot

he
ra

py
 

ef
fic

ac
y 

fo
r H

C
C

N
Ks

co
re

 w
as

 
va

lid
at

ed

20
23

25
16

5 
93

2 
ce

lls
48

 H
C

C
 p

at
ie

nt
s 

an
d 

14
 

he
al

th
y 

co
nt

ro
ls

(G
SE

11
22

71
, 

G
SE

14
96

14
, 

G
SE

15
15

30
, 

G
SE

15
66

25
)

N
ot

 
sp

ec
ifi

ed
N

ot
 

sp
ec

ifi
ed

N
ot

 
sp

ec
ifi

ed
H

ea
lth

y 
co

nt
ro

ls
Se

ur
at

 (4
.0

.5
)

C
el

lu
la

r 
he

te
ro

ge
ne

ity
•	

H
C

C
 p

at
ie

nt
s 

w
er

e 
cl

as
si

fie
d 

in
to

 2
 m

et
ab

ol
is

m
-r

el
at

ed
 

su
bp

op
ul

at
io

ns
 (M

RS
s)

•	
M

RS
2 

gr
ou

p 
ha

d 
w

or
se

 c
lin

ic
al

 
ou

tc
om

es
 in

 a
n 

im
m

un
os

up
pr

es
si

ve
 T

M
E

Ce
lls

 w
ith

 h
ig

h 
AL

D
O

A 
ex

pr
es

sio
n 

w
er

e 
as

so
ci

at
ed

 w
ith

 a
n 

im
m

un
os

up
pr

es
siv

e 
TM

E 
an

d 
pr

ed
ic

te
d 

w
or

se
 o

ut
co

m
es

Va
lid

at
ed

 in
 

an
 

in
de

pe
nd

en
t 

co
ho

rt

20
23

38
32

00
 c

el
ls

4 
H

C
C

 s
am

pl
es

(G
SE

14
61

15
)

N
ot

 
sp

ec
ifi

ed
N

ot
 

sp
ec

ifi
ed

N
ot

 
sp

ec
ifi

ed
N

or
m

al
 

sa
m

pl
es

To
ph

at
Tr

an
sc

rip
tio

na
l 

he
te

ro
ge

ne
ity

•	
28

 N
K 

ce
ll 

m
ar

ke
r g

en
es

, o
f 

w
hi

ch
 w

er
e 

si
gn

ifi
ca

nt
ly

 
as

so
ci

at
ed

 w
ith

 O
S 

in
 H

C
C

. 
•	

Te
n 

pr
og

no
si

s 
ge

ne
s 

w
er

e 
sc

re
en

ed
 to

 d
ev

el
op

 a
 p

ro
gn

os
is

 
m

od
el

•	
Fa

vo
ra

bl
e 

bi
nd

in
g 

en
er

gi
es

 
be

tw
ee

n 
AC

TG
1 

an
d 

ch
em

ot
he

ra
pe

ut
ic

 d
ru

gs

D
ev

el
op

ed
 a

 m
od

el
 

fo
r p

re
di

ct
in

g 
th

e 
pr

og
no

si
s 

of
 H

C
C

 
ba

se
d 

on
 N

K 
ce

lls

Va
lid

at
io

n 
w

as
 

pe
rf

or
m

ed
 

w
ith

 T
C

G
A 

co
ho

rt

20
23

43
17

 2
77

 
ce

lls
3 

sa
m

pl
es

(G
SE

21
54

28
)

N
ot

 
sp

ec
ifi

ed
N

ot
 

sp
ec

ifi
ed

N
ot

 
sp

ec
ifi

ed
C

on
tr

ol
 c

el
ls

Se
ur

at
 R

 
pa

ck
ag

e
Tr

an
sc

rip
tio

na
l 

he
te

ro
ge

ne
ity

•	
N

eu
tr

op
hi

l-
de

riv
ed

 s
ig

na
tu

re
 

m
od

el
 s

ho
w

ed
 p

re
di

ct
iv

e 
va

lu
e 

fo
r H

C
C

 p
ro

gn
os

is
•	

As
so

ci
at

io
ns

 b
et

w
ee

n 
Ri

sk
Sc

or
e 

an
d 

th
e 

ef
fic

ac
y 

of
 

im
m

un
e 

th
er

ap
y

N
D

S 
w

as
 a

 p
ow

er
fu

l 
to

ol
 fo

r a
ss

es
si

ng
 th

e 
ris

k 
an

d 
cl

in
ic

al
 

tr
ea

tm
en

t o
f H

C
C

Va
lid

at
ed

 b
y 

m
ol

ec
ul

ar
 

bi
ol

og
y 

ex
pe

rim
en

ts

20
23

29
76

72
-1

0 
94

0 
ce

lls
A 

to
ta

l o
f 5

0 
or

th
ot

op
ic

 
H

C
C

 m
od

el
s

H
C

C
 m

ou
se

 
m

od
el

 s
tu

dy
H

C
C

 m
ou

se
 

m
od

el
 s

tu
dy

H
C

C
 m

ou
se

 
m

od
el

 s
tu

dy
Ad

ja
ce

nt
 li

ve
r 

tis
su

es
Se

ur
at

 R
 

pa
ck

ag
e 

(v
er

si
on

 3
.1

.1
) 

an
d 

C
el

lR
an

ge
r

C
el

lu
la

r 
he

te
ro

ge
ne

ity
•	

Si
x 

B-
ce

ll 
cl

us
te

rs
 c

an
 b

e 
cl

as
si

fie
d 

in
to

 p
la

sm
a 

an
d 

ac
tiv

at
ed

/e
xh

au
st

ed
 B

 c
el

ls
•	

Ac
tiv

at
ed

 B
/p

la
sm

a 
ce

lls
 

sh
ow

ed
 h

ig
he

r m
et

ab
ol

ic
 

ac
tiv

ity
 th

an
 e

xh
au

st
ed

 B
 c

el
ls

C
ha

ra
ct

er
iz

ed
 th

e 
m

et
ab

ol
ic

 p
ro

fil
e 

an
d 

al
te

ra
tio

ns
 in

 B
-c

el
l 

su
bs

et
s 

in
 H

C
C

N
ot

 s
pe

ci
fie

d

20
23

39
M

or
e 

th
an

 
20

0 
00

0 
si

ng
le

 c
el

ls

3 
m

at
ch

ed
 H

C
C

 
sa

m
pl

es
H

BV
: 3

St
ag

e 
III

: 3
N

ot
 

sp
ec

ifi
ed

3 
m

at
ch

ed
 

no
nm

al
ig

na
nt

tis
su

e 
sa

m
pl

es

C
el

lR
an

ge
r 

pi
pe

lin
es

 
(v

er
si

on
 3

.0
.1

)

Tr
an

sc
rip

tio
na

l 
he

te
ro

ge
ne

ity
•	

VC
AN

+ 
(T

AM
s 

m
ig

ht
 u

nd
er

go
 

M
2-

lik
e 

po
la

riz
at

io
n)

 
•	

W
e 

ob
se

rv
ed

 in
te

ns
iv

e 
po

te
nt

ia
l 

in
te

rc
el

lu
la

r c
ro

ss
ta

lk
 in

 th
e 

H
C

C
 T

IM
E

•	
TI

G
IT

-P
VR

/P
VR

L2
 a

xi
s 

pr
ov

id
es

 
a 

pr
om

in
en

t c
oi

nh
ib

ito
ry

 s
ig

na
l 

in
 T

IM
E

Re
ve

al
ed

 th
e 

fu
nc

tio
na

l s
ta

te
, 

cl
in

ic
al

 s
ig

ni
fic

an
ce

, 
an

d 
in

te
rc

el
lu

la
r 

co
m

m
un

ic
at

io
n 

of
 

im
m

un
os

up
pr

es
si

ve
 

ce
lls

 in
 H

C
C

Va
lid

at
ed

 b
y 

TC
G

A 
da

ta
ba

se

20
23

35
51

 9
27

 
si

ng
le

 c
el

ls
N

ot
 s

pe
ci

fie
d 

(H
C

C
, 

IC
C

, a
nd

 h
ea

lth
y 

da
ta

se
ts

)

N
ot

 
sp

ec
ifi

ed
N

ot
 

sp
ec

ifi
ed

N
ot

 
sp

ec
ifi

ed
C

el
ls

 fr
om

 
he

al
th

y 
su

bj
ec

ts

Se
ur

at
 R

 
pa

ck
ag

e 
an

d 
C

el
lR

an
ge

r

Tr
an

sc
rip

tio
na

l 
he

te
ro

ge
ne

ity
•	

Id
en

tif
ie

d 
m

aj
or

 c
el

l t
yp

es
 

pr
es

en
t i

n 
TI

M
E

•	
C

C
A 

re
ve

al
ed

 k
ey

 in
te

ra
ct

io
n 

be
tw

ee
n 

T 
ce

lls
 to

 N
K 

ce
lls

 in
 

H
C

C
 

•	
SO

X4
 a

nd
 D

TH
D

1 
ar

e 
th

e 
to

p 
D

EG
s 

in
 H

C
C

Su
gg

es
te

d 
po

te
nt

ia
l 

ta
rg

et
s 

fo
r t

he
 

de
ve

lo
pm

en
t o

f n
ov

el
 

th
er

ap
eu

tic
 

st
ra

te
gi

es
 fo

r t
he

 
tr

ea
tm

en
t o

f H
C

C

N
ot

 s
pe

ci
fie

d

20
23

33
58

 4
75

 
ce

lls
17

 s
am

pl
es

 in
 to

ta
l f

ro
m

 
10

 H
C

C
 p

at
ie

nt
s

(G
SE

14
96

14
)

H
BV

: 5
;

H
C

V:
 2

;
N

on
e:

 3

St
ag

e 
I: 

3;
st

ag
e 

II:
 1

;
st

ag
e 

III
: 4

;
st

ag
e 

IV
: 2

1 
pa

tie
nt

 
w

ith
 ly

m
ph

 
no

de
 

m
et

as
ta

si
s

Pa
ire

d 
ad

ja
ce

nt
 

no
rm

al
 

tis
su

es

Se
ur

at
 p

ac
ka

ge
Tr

an
sc

rip
tio

na
l 

he
te

ro
ge

ne
ity

•	
Re

ve
al

ed
 1

1 
pr

og
no

si
s-

re
la

te
d 

D
EG

s 
as

so
ci

at
ed

 w
ith

 H
C

C
 

pr
og

no
si

s
•	

M
er

ca
pt

op
ur

in
e 

is
 a

 p
ot

en
tia

l 
an

ti-
H

C
C

 d
ru

g

Id
en

tif
ie

d 
pr

og
no

st
ic

 
ge

ne
s 

as
so

ci
at

ed
 

w
ith

 g
lu

co
se

 a
nd

 li
pi

d 
m

et
ab

ol
ic

 c
ha

ng
es

 

G
EO

 d
at

ab
as

e 
(G

SE
76

42
7)

 
w

er
e 

ut
ili

ze
d 

as
 th

e 
ex

te
rn

al
 

va
lid

at
io

n 
se

t

Ta
bl

e 
1.

 S
um

m
ar

y 
of

 th
e 

M
ai

n 
Fi

nd
in

gs
 a

nd
 th

e 
Si

gn
ifi

ca
nc

e 
of

 S
tu

di
es

 o
n 

H
et

er
og

en
ei

ty
 o

f T
IM

E 
in

 H
C

C
 b

y 
sc

RN
As

eq
 (C

on
tin

ue
d)

(C
on

tin
ue

d)



Han et al. Heterogeneity of TIME in HCC and its ImplicationsTurk J Gastroenterol 2024; 35(12): 876-888

882

Pu
bl

ic
at

io
n 

Ye
ar

Re
f 

N
o

To
ta

l 
N

um
be

r 
of

 C
el

ls
 

An
al

yz
ed

To
ta

l N
um

be
r o

f 
Pa

tie
nt

s/
Sa

m
pl

es
 

In
vo

lv
ed

Et
io

lo
gy

 
(V

ira
l, 

C
irr

ho
tic

)

St
ag

e 
of

 
Tu

m
or

 
Sa

m
pl

es
M

et
as

ta
si

c 
C

on
di

tio
n

C
on

di
tio

n 
of

 
N

or
m

al
 

C
on

tr
ol

Pi
pe

lin
e 

U
se

d 
to

 
An

al
yz

e 
th

e 
D

at
a

H
et

er
og

en
ei

ty
 

C
at

eg
or

y
M

ai
n 

Fi
nd

in
gs

Si
gn

ifi
ca

nc
e 

of
 th

e 
St

ud
y

Va
lid

at
io

n 
of

 
Fi

nd
in

gs

20
24

47
> 

70
 0

00
 

ce
lls

10
 H

C
C

 p
at

ie
nt

s
(G

SE
14

96
14

)
H

BV
: 5

;
H

C
V:

 2
;

N
on

e:
 3

St
ag

e 
I: 

3;
st

ag
e 

II:
 1

;
st

ag
e 

III
: 4

;
st

ag
e 

IV
: 2

1 
pa

tie
nt

 
w

ith
 ly

m
ph

 
no

de
 

m
et

as
ta

si
s

Pa
ire

d 
ad

ja
ce

nt
 

no
rm

al
 

tis
su

es

Se
ur

at
 R

 
pa

ck
ag

e
Tr

an
sc

rip
tio

na
l 

he
te

ro
ge

ne
ity

•	
D

ef
in

ed
 3

 C
D

8+
T 

ce
ll 

cl
us

te
rs

 
(C

D
8_

0,
 C

D
8_

1,
 C

D
8_

2)
•	

Id
en

tif
ie

d 
a 

12
 g

en
es

 s
ig

na
tu

re
 

w
ith

 e
xc

el
le

nt
 p

re
di

ct
io

n 
pe

rf
or

m
an

ce
 fo

r H
C

C
 p

ro
gn

os
is

•	
Ri

sk
Sc

or
e 

w
as

 c
lo

se
ly

 
as

so
ci

at
ed

 w
ith

 o
xi

da
tiv

e 
st

re
ss

 
pa

th
w

ay
s 

sc
or

es
 

•	
Th

e 
no

m
og

ra
m

 h
ad

 g
oo

d 
cl

in
ic

al
 u

til
ity

D
ev

el
op

ed
 a

 1
2-

ge
ne

 
si

gn
at

ur
e 

fo
r 

pr
ed

ic
tin

g 
th

e 
su

rv
iv

al
 o

ut
co

m
e 

an
d 

im
m

un
ot

he
ra

py
 

re
sp

on
se

 b
as

ed
 o

n 
th

e 
he

te
ro

ge
ne

ity
 o

f 
th

e 
C

D
8+

 T
 c

el
ls

Va
lid

at
ed

 w
ith

 
TC

G
A 

an
d 

H
C

C
D

18
 

da
ta

ba
se

s

20
24

48
56

 0
25

 
ce

lls
8 

no
nt

um
or

ou
s 

liv
er

 
tis

su
es

 a
nd

 1
0 

tu
m

or
 

liv
er

 ti
ss

ue
s

(G
SE

14
96

14
)

H
BV

: 5
;

H
C

V:
 2

;
N

on
e:

 3

St
ag

e 
I: 

3;
st

ag
e 

II:
 1

;
st

ag
e 

III
: 4

;
st

ag
e 

IV
: 2

1 
pa

tie
nt

 
w

ith
 ly

m
ph

 
no

de
 

m
et

as
ta

si
s

Pa
ire

d 
ad

ja
ce

nt
 

no
rm

al
 

tis
su

es

Th
e 

“C
op

yk
at

” 
R 

pa
ck

ag
e 

(v
1.

1.
0)

Tr
an

sc
rip

tio
na

l 
he

te
ro

ge
ne

ity
•	

W
e 

de
ve

lo
pe

d 
a 

pr
og

no
st

ic
 

m
od

el
 u

si
ng

 u
ni

va
ria

bl
e 

C
ox

, 
LA

SS
O

, a
nd

 m
ul

tiv
ar

ia
te

 C
ox

 
an

al
ys

es
•	

Th
e 

si
gn

at
ur

e 
w

as
 e

va
lu

at
ed

 
us

in
g 

su
rv

iv
al

 a
na

ly
si

s, 
RO

C
 

cu
rv

es
, C

-i
nd

ex
, a

nd
 n

om
og

ra
m

.
•	

St
ud

ie
d 

th
e 

pr
ed

ic
ta

bi
lit

y 
of

 th
e 

si
gn

at
ur

e 
in

 te
rm

s 
of

 p
ro

gn
os

is
 

an
d 

im
m

un
ot

he
ra

pe
ut

ic
 

re
sp

on
se

 fo
r H

C
C

In
ve

st
ig

at
e 

th
e 

in
flu

en
ce

 o
f t

um
or

 
ce

ll 
he

te
ro

ge
ne

ity
 o

n 
th

e 
pr

ed
ic

tio
n 

of
 

tr
ea

tm
en

t o
ut

co
m

es
 

an
d 

pr
og

no
si

s 
in

 H
C

C

qR
T-

PC
R 

an
al

ys
is

 w
as

 
us

ed
 to

 
va

lid
at

e 
th

e 
m

RN
A 

ex
pr

es
si

on
 

le
ve

ls
 o

f 
pr

og
no

st
ic

 
TR

G
s

20
24

49
N

ot
 

sp
ec

ifi
ed

10
 s

am
pl

es
(G

SE
14

96
14

)
20

 s
am

pl
es

 
(G

SE
15

15
30

)

N
ot

 
sp

ec
ifi

ed
N

ot
 

sp
ec

ifi
ed

N
ot

 
sp

ec
ifi

ed
Pa

ire
d 

ad
ja

ce
nt

 
no

rm
al

 
tis

su
es

Se
ur

at
 R

 
pa

ck
ag

e
Tr

an
sc

rip
tio

na
l 

he
te

ro
ge

ne
ity

•	
An

 im
m

un
e-

re
la

te
d 

si
gn

at
ur

e 
st

ra
tif

ie
d 

H
C

C
 in

to
 2

 ri
sk

 
su

bg
ro

up
s

•	
C

1 
ha

d 
po

or
er

 o
ut

co
m

es
, a

 
hi

gh
er

 C
N

V 
bu

rd
en

 a
nd

 
m

al
ig

na
nt

 s
co

re
s, 

hi
gh

er
 

se
ns

iti
vi

ty
 to

 s
or

af
en

ib
, a

nd
 a

n 
im

m
un

os
up

pr
es

si
ve

 p
he

no
ty

pe
•	

C
2 

ha
d 

be
tt

er
 o

ut
co

m
es

, h
ig

he
r 

m
et

ab
ol

is
m

, m
or

e 
be

ne
fit

 fr
om

 
im

m
un

ot
he

ra
py

Th
e 

re
la

tiv
e 

ex
pr

es
si

on
 o

rd
er

in
g 

(R
EO

)-
ba

se
d 

im
m

un
o-

pr
og

no
st

ic
 

su
bt

yp
es

 w
er

e 
co

nd
uc

iv
e 

to
 

in
di

vi
du

al
iz

ed
 

pr
og

no
si

s 
pr

ed
ic

tio
n 

an
d 

tr
ea

tm
en

t 
op

tio
ns

 fo
r H

C
C

Va
lid

at
ed

 in
 

an
ot

he
r 

si
ng

le
-c

el
l 

da
ta

se
t

20
24

50
14

 7
79

 
si

ng
le

 c
el

ls
10

 H
C

C
 s

am
pl

es
(G

SE
12

43
95

)
no

t 
sp

ec
ifi

ed
St

ag
e 

I: 
3;

st
ag

e 
II:

 1
;

st
ag

e 
III

A:
 2

;
st

ag
e 

III
B-

IV
: 4

4 
pa

tie
nt

s 
w

ith
 ly

m
ph

 
no

de
 o

r 
di

st
al

 
m

et
as

ta
si

s

Pa
ire

d 
ad

ja
ce

nt
 

no
rm

al
 

tis
su

es

R 
pa

ck
ag

e 
“S

eu
ra

t”
 a

nd
 

“S
in

gl
eR

”

Tr
an

sc
rip

tio
na

l 
he

te
ro

ge
ne

ity
•	

N
in

e 
m

al
ig

na
nt

 h
ep

at
oc

yt
e 

cl
us

te
rs

 w
ith

 d
iff

er
en

t m
ar

ke
r 

ge
ne

s 
an

d 
bi

ol
og

ic
al

 fu
nc

tio
ns

 
w

er
e 

id
en

tif
ie

d
•	

TP
I1

, a
 k

ey
 g

en
e 

in
 C

6_
H

ep
at

oc
yt

e-
IL

13
RA

2 
an

d 
H

C
C

 
m

et
as

ta
si

s, 
co

ul
d 

pa
rt

ic
ip

at
e 

in
 

re
gu

la
tin

g 
th

e 
H

C
C

 im
m

un
e 

m
ic

ro
en

vi
ro

nm
en

t
•	

TP
I1

 e
xp

re
ss

io
n 

w
as

 p
os

iti
ve

ly
 

co
rr

el
at

ed
 w

ith
 H

C
C

 m
et

as
ta

si
s 

an
d 

po
or

 p
ro

gn
os

is
, w

hi
le

 
ne

ga
tiv

el
y 

co
rr

el
at

ed
 w

ith
 C

D
8+

 
T 

ce
ll 

in
fil

tr
at

io
n

A 
cl

us
te

r o
f T

PI
1+

 
m

al
ig

na
nt

 
he

pa
to

cy
te

s 
w

as
 

as
so

ci
at

ed
 w

ith
 th

e 
su

pp
re

ss
io

n 
of

 C
D

8+
 

T 
ce

ll 
in

fil
tr

at
io

n 
an

d 
H

C
C

 m
et

as
ta

si
s

Va
lid

at
ed

 w
ith

 
cl

in
ic

al
 

sa
m

pl
es

20
24

51
32

00
 

si
ng

le
 c

el
ls

16
 s

am
pl

es
 fr

om
 4

 
pa

tie
nt

s 
(G

SE
14

61
15

)
N

ot
 

sp
ec

ifi
ed

N
ot

 
sp

ec
ifi

ed
N

ot
 

sp
ec

ifi
ed

N
or

m
al

 
tis

su
es

R 
pa

ck
ag

e 
“S

eu
ra

t’
Tr

an
sc

rip
tio

na
l 

he
te

ro
ge

ne
ity

•	
Th

e 
gl

yc
ol

ys
isr

el
at

ed
 p

ro
gn

os
tic

 
m

od
el

 d
iv

id
ed

 p
at

ie
nt

s w
ith

 H
CC

 
in

to
 h

ig
h-

 a
nd

 lo
w

ris
k 

gr
ou

ps
•	

In
 v

itr
o 

an
al

ys
es

 re
ve

al
ed

 th
at

 
ZF

P4
1 

pl
ay

ed
 a

 c
ru

ci
al

 ro
le

 in
 c

el
l 

vi
ab

ili
ty

, p
ro

lif
er

at
io

n,
 m

ig
ra

tio
n,

 
in

va
sio

n,
 a

nd
 g

ly
co

ly
sis

ZF
P4

1 
is

 a
 p

ot
en

tia
l 

pr
og

no
st

ic
 b

io
m

ar
ke

r 
an

d 
th

er
ap

eu
tic

 
ta

rg
et

 a
nd

 m
ay

 p
la

y 
a 

cr
uc

ia
l r

ol
e 

in
 

gl
yc

ol
ys

is
 a

nd
 

m
al

ig
na

nc
y 

in
 H

C
C

D
at

a 
fr

om
 th

e 
IC

G
C

 w
er

e 
us

ed
 to

 
va

lid
at

e 
th

e 
re

su
lts

 o
f t

he
 

an
al

ys
is

20
24

52
N

ot
 

sp
ec

ifi
ed

10
 p

rim
ar

y 
tu

m
or

 
sa

m
pl

es
 (G

SE
14

96
14

)
H

BV
: 5

;
H

C
V:

 2
;

N
on

e:
 3

St
ag

e 
I: 

3;
st

ag
e 

II:
 1

;
st

ag
e 

III
: 4

;
st

ag
e 

IV
: 2

1 
pa

tie
nt

 
w

ith
 ly

m
ph

 
no

de
 

m
et

as
ta

si
s

Pa
ire

d 
ad

ja
ce

nt
 

no
rm

al
 

tis
su

es

Se
ur

at
 R

 
pa

ck
ag

e
C

el
lu

la
r 

he
te

ro
ge

ne
ity

•	
Th

e 
sa

m
pl

es
 w

er
e 

cl
as

sif
ie

d 
in

to
 

23
 c

lu
st

er
s, 

w
ith

 m
al

ig
na

nt
 

ep
ith

el
ia

l c
el

ls 
be

in
g 

th
e 

m
aj

or
ity

•	
A 

pr
og

no
st

ic
 m

od
el

 w
as

 
es

ta
bl

is
he

d,
 a

nd
 im

m
un

e 
in

fil
tr

at
io

n 
an

al
ys

is
 s

ho
w

ed
 

in
cr

ea
se

d 
in

fil
tr

at
io

n 
in

 th
e 

hi
gh

-r
is

k 
gr

ou
p

A 
pr

og
no

st
ic

 m
od

el
 

w
as

 e
st

ab
lis

he
d 

ba
se

d 
on

 H
C

C
 

m
al

ig
na

nt
 c

el
l-

as
so

ci
at

ed
 g

en
e 

si
gn

at
ur

e,
 d

is
pl

ay
in

g 
de

ce
nt

 p
ro

gn
os

is
 

gu
id

in
g 

ef
ec

tiv
en

es
s

Va
lid

at
io

n 
an

al
ys

is
 w

as
 

pe
rf

or
m

ed
 in

 
tu

m
or

 ti
ss

ue
s

Ta
bl

e 
1.

 S
um

m
ar

y 
of

 th
e 

M
ai

n 
Fi

nd
in

gs
 a

nd
 th

e 
Si

gn
ifi

ca
nc

e 
of

 S
tu

di
es

 o
n 

H
et

er
og

en
ei

ty
 o

f T
IM

E 
in

 H
C

C
 b

y 
sc

RN
As

eq
 (C

on
tin

ue
d)



Han et al. Heterogeneity of TIME in HCC and its Implications Turk J Gastroenterol 2024; 35(12): 876-888

883

CELLULAR HETEROGENEITY
Cellular heterogeneity is the most studied direction, 
involving heterogeneity of immune cell type, proportion, 
and distribution (Table 1). One study defined 25 cell clus-
ters, labeled them by marker genes, and found differences 
in the abundance of 16 cell subgroups between tumor and 
normal tissues.20 Subsequent studies discovered immune 
cell clusters or subsets from diverse perspectives. One 
early study revealed 11 subclusters with different cyto-
toxicity, exhaustion, and activation.21 Another study 
stratified patients into 5 TIME subtypes based on hetero-
geneous cellular immune status, including 2 immune sup-
pression subtypes mediated by myeloid or stromal cells, 
one immune activation subtype, one immune exclusion 
subtype, and one immune residence subtype.22 Similarly, 
another study grouped HCC into 3 subtypes, including a 
“hot tumor,” a “cold tumor” and an “immunosuppressed 
tumor” subtype.23 Furthermore, heterogeneity was also 
revealed in terms of metabolic status. For example, HCC 
was classified into 2 distinct clusters by metabolic status: 
one cluster showed high fatty acid oxidation and gluta-
minolysis status, and the other cluster showed high levels 
of glycolysis and pentose phosphate pathway activity.24 
Another study classified the epithelial cells of HCC into 
2 metabolism-related subpopulations, one pertaining 
to amino acid metabolism and the other to glycolysis.25 
These studies revealed heterogeneity of diverse subsets 
of immune cells in HCC, not only in cell types but also in 
cell functions.

Many studies have also investigated the heterogeneity of 
subpopulations for certain types of immune cells in HCC. 
B cells, T cells and NK cells were among those that were 
investigated the most. One study defined the abundance 
and location of T cell subsets and found that infiltration 
of exhausted CD8+ T cells, CD8+ T cells, and FOXP3+ 
Tregs was related to patient prognosis.26 Another study 
discovered that CD8+ T cells in HCC can be divided into 
7 subsets. TP53-mutant and nonmutant groups showed 
considerable differences in one cytotoxic CD8+ T cell sub-
set in a series of clinicopathological factors. Meanwhile, 
different CD8+ T cell subsets exhibited heterogeneous 
prognosis in HCC, and one cytotoxic CD8+ T cell subset 
was closely associated with HCC prognosis.27 Regarding B 
cells, one study identified several subtypes of B cells and 
revealed that the relative ratio of B cells was significantly 
decreased in HCC. It further suggested that antigen pre-
sentation and cell proliferation were downregulated in 
tumor-infiltrating B cells, and a higher rate of B-cell infil-
tration was related to better prognosis.28 Another study 
identified 6 clusters of B cells and classified them into 

plasma cells and activated or exhausted B cells. Higher 
metabolic activity was found in the activated B and 
plasma cells than in exhausted B cells.29 Furthermore, 
high proliferation, low differentiation, and low activity 
were found in memory B cells in HCC.30 The NK cells have 
been less investigated in terms of subpopulations com-
pared with T and B cells. One study discovered 2 NK cell 
subsets with different cytotoxic capacities, including one 
subset with an exhausted status and the other subset in 
an activated state.30 The activated NK cells exerted an 
anti-tumor effect, while the exhausted NK cells exhibited 
a pro-tumor effect. The observations in T, B, and NK cell 
subpopulations suggested huge heterogeneity of immune 
cell function in HCC and its influence on the interaction 
between TIME and immune cells.

The heterogeneity of cancer-associated fibroblasts 
(CAFs) was also suggested to contribute to HCC develop-
ment and was investigated by some studies. The propor-
tion of CAFs appeared to stratify patient prognosis and 
response to therapy. It was reported that the CAF high 
cluster was associated with a higher level of inflammatory 
cell infiltration, a more immunosuppressive microenviron-
ment, and a worse prognosis. The CAF high cluster could 
have a better response to PD-1 blockade, while the CAF 
low cluster may be more sensitive to transarterial chemo-
embolization treatment.31 Cancer-associated fibroblasts 
were also shown to influence the metabolism in HCC. 
The CAF high cluster exhibited lower levels of aerobic 
oxidation and higher angiogenic scores.31 High-level lipid 
metabolism and mediated oxidized low-density lipopro-
tein (LDL) uptake-dependent migration inhibitory factor 
(MIF) expression were found in CD36+ CAFs. It is possible 
that CD36 inhibitors synergized with anti-PD-1 immuno-
therapy by restoring antitumor T-cell responses.31

It can be seen from the above studies and those sum-
marized in Table 1 that some reports identified heteroge-
neous cell clusters while others revealed specific immune 
cell subtypes. Although these studies focused on cellular 
heterogeneity in HCC from different perspectives, they 
all highlighted the diversity of immune cells and their 
transcriptional status and their potential roles in HCC 
development, invasion, metastasis and patient thera-
peutic response and prognosis. Although intratumor and 
intertumor heterogeneity was present in HCC patients 
at different stages or with different etiology, the cellular 
heterogeneity appeared to be prominent in HCC at iden-
tical stages and etiology. Identification of reliable cellular 
markers on heterogeneity that can be used to guide clini-
cal practice may be a promising research direction.
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TRANSCRIPTIONAL HETEROGENEITY
Apart from cellular heterogeneity, some studies focused 
on transcriptional heterogeneity (Table 1). Transcriptional 
heterogeneity was shown to be extensively present in 
HCC by scRNA-seq. An early study identified 29 immune 
cell subsets with specific transcriptional profiles in 
HCC,13 in which 4 subsets of macrophages, 6 distinct 
NK clusters, diverse CD8+ T-cell subsets, and increased 
cell–cell interactions were identified. A subset of M2 mac-
rophages with high cAMP responsive element modulator 
(CREM) expression and C-C Motif Chemokine 18 (CCL18) 
expression was revealed in advanced HCC, suggesting 
its potential roles in tumor progression.13 Another study 
found a varying degree of transcriptomic diversity in HCC. 
Specifically, T cells showed lower cytolytic activity in 
more heterogeneous tumors, and tumor-derived vascu-
lar endothelial growth factor (VEGF) drove microenviron-
mental reprogramming, suggesting a diverse ecosystem 
of HCC.32 A later study classified HCC into 2 clusters by 
differentially expressed genes (DEGs) in energy metab-
olism and showed that malignant cells of HCC had the 
highest overall metabolic activities. Metabolic competi-
tion may impair the anti-tumor capacity of CD8+ T cells.24 
Similarly, another study also classified the epithelial cells 
from HCC patients into 2 metabolism-related subpopu-
lations and found that the subtype promoting glycolysis 
exhibited high fructose-bisphosphate aldolase A (ALDOA) 
expression and was associated with an immunosuppres-
sive TIME.25 Furthermore, a recent study revealed that 
the transcription of genes related to glucose and lipid 
metabolism changed in an HCC subpopulation, suggest-
ing their potential roles as prognostic biomarkers.33 The 
above observations on transcriptional heterogeneity sug-
gest that the microenvironment and cellular metabolism 
within HCC are comprehensively altered due to aberrant 
transcription. Understanding transcriptional heterogene-
ity may help to assess patient prognosis and develop new 
therapeutic strategies.

Many specific markers have been discovered in vari-
ous types of immune cells. Marker-based classification 
or stratification models have been developed dur-
ing the investigation of HCC heterogeneity (Table 1). 
These markers themselves also exhibited heterogeneity. 
Specific markers related to T cells were investigated. One 
study observed different distributions of tumor-infiltrat-
ing lymphocytes (TILs). CD4-GZMA (Granzyme A) TIL 
cells showed an association with prognosis and may yield 
therapeutic benefits in HCC immunotherapy.34 Another 
study discovered a subset of activated CD8+ T cells 
that highly expressed XCL1 and correlated with a better 

survival rate. Effector CD8+ T cells in both early-stage 
and advanced HCC were found to have distinct transcrip-
tomic signatures, cytotoxic phenotypes, and evolution 
trajectories.13 A recent study identified SOX4 and DTHD1 
as the top DEGs in HCC, which were associated with key 
interactions between T cells and NK cells.35 Treg cells 
were found to uniquely overexpress immune checkpoint 
molecules, including CTLA4, TNFRSF4, and TIGIT. They 
were also found to enrich the glyco​lysis​/gluc​oneog​enesi​
s pathway.30 In addition, CCL5 overexpression in circu-
lating tumor cells (CTCs) was transcriptionally regulated 
by p38-MAX signaling, recruiting Tregs to facilitate CTC 
metastatic seeding and immune escape.36

Markers of NK cells were also investigated. One study 
categorized HCC patients into 2 subtypes with distinct 
clinical outcomes based on NK cell marker genes (NKGs). 
NKscore, a prognostic signature, was established and used 
to stratify patient risk. The high-risk group represented an 
immune-exhausted phenotype, and the low-risk group 
corresponded to strong anti-cancer immunity.37 Another 
study identified 161 NK cell marker genes related to HCC, 
28 of which were significantly associated with patient 
prognosis, and a prognosis model was established by 10 
genes.38

Macrophages also showed specific markers related to 
heterogeneity. A study identified an M2 macrophage sub-
set with high CCL18 and CREM expression in advanced 
HCC, which potentially facilitates tumor progression.13 
VCAN+ TAMs were found to undergo M2-like polariza-
tion and differentiate in tumors. Intensive intercellular 
crosstalk among regulatory T (Treg) cells, regulatory DCs, 
exhausted CD8+ T cells, and C1QC+ TAMs may foster 
immunosuppression in HCC.39 TAM was also suggested 
to suppress tumor T cell infiltration.40 Furthermore, 
tumor-associated neutrophil (TAN) populations were 
found to be enriched and were associated with poor 
prognosis.22

Markers of malignant hepatocytes were also identified 
and were correlated with patient prognosis. One recent 
report revealed malignant hepatocyte clusters with dif-
ferent marker genes and biological functions. TPI1, a key 
gene in C6_Hepatocyte-IL13RA2 and HCC metastasis, 
could participate in regulating the HCC immune micro-
environment, and its expression was positively correlated 
with HCC metastasis and poor prognosis, while negatively 
correlated with CD8+ T cell infiltration.50 In another study, 
a glycolysis‑related prognostic model divided patients 
with HCC into high‑ and low‑risk groups, and in vitro 



Han et al. Heterogeneity of TIME in HCC and its Implications Turk J Gastroenterol 2024; 35(12): 876-888

885

analyses revealed that ZFP41 played a crucial role in cell 
viability, proliferation, migration, invasion, and glycolysis.51

It was clear from the above studies that transcriptional 
heterogeneity was comprehensive across different cell 
types and subtypes of the same cell. The heterogene-
ity of many specific cellular markers has been identified, 
and the markers were correlated with patient therapeu-
tic response or prognosis. However, different HCC stages 
and different etiologies may influence the therapeutic 
response or prognosis. The establishment of models for 
predicting response or prognosis should consider these 
influencing factors. Meanwhile, the transcriptional lev-
els of cellular markers could also be affected by these 
factors. Therefore, future studies should involve these 
clinicopathological factors when models for response or 
prognosis assessment are established. 

ASSESSMENT OF PROGNOSIS AND THERAPEUTIC 
RESPONSE BY TIME HETEROGENEITY OF HCC
The relationship between the heterogeneity of TIME in 
HCC and patient prognosis or therapeutic response has 
been investigated by many studies (Table 1). Individual 
markers have been found and models have been estab-
lished to assess patient prognosis and response. Models 
composed of multiple genes have mostly been used in 
assessing patient prognosis and response. One study 
found 19 CD4-GZMA (Granzyme A) cell-specific DEGs as 
prognostic genes and constructed an immune risk score 
model with 13 genes by LASSO Cox regression for prog-
nostic assessment. The survival analysis showed a strong 
association between the risk score and overall survival.34 
In another similar study, 36 hub DEG genes were identi-
fied between HCC and normal samples, and 10 of them 
were closely related to HCC patient survival.41 In contrast, 
a more recent study constructed a model with fewer 
genes. A 3-gene signature (CSTB, TALDO1, CLTA) was 
developed based on the heterogeneity of the TIME, and 
the model showed excellent predictive performance for 
immunotherapy response and prognosis, in which low-
score patients had a better prognosis than high-score 
patients.20

Some studies identified cell-specific DEGs and used 
them to construct models for prognosis assessment. One 
study identified 4 cell subgroups with 641 specific mark-
ers and developed a 9-gene prognostic risk model. The 
model demonstrated good performance in 5-year survival 
prediction.42 A recent study identified 6 cell subpopula-
tions and revealed 11 prognosis-related DEGs associated 
with HCC prognosis.33 Another study analyzed cytotoxic 

CD8+ T cell subsets and found that one of the subsets 
was closely related to the prognosis and survival of HCC. 
Ten hub genes were found, and 4 differential genes were 
identified as potential markers for prognosis, survival, and 
clinical features of HCC.27 Specific NK cell markers were 
also identified and used to construct prognostic models. 
A study discovered 80 prognosis-related NK cell marker 
genes and established a 5-gene prognostic NKscore. The 
NKscore can stratify the anti-cancer immunity and the 
sensitivity in immunotherapy.37 Another study performed 
integrated analysis of bulk RNA-sequencing and scRNA-
seq and revealed a signature based on NK cell genes for 
HCC prognosis prediction. Ten prognostic genes were 
screened from 28 genes associated with overall survival, 
and a prognostic model was developed. Higher risk scores 
correlated with poorer survival and advanced tumor 
stages.38 A more recent study developed an immune-
related signature and stratified HCC into 2 risk subgroups 
(C1 and C2). C1 had poorer outcomes, a higher CNV bur-
den and malignant scores, higher sensitivity to sorafenib, 
and an immunosuppressive phenotype. C2 had better 
outcomes, higher metabolism, and more benefit from 
immunotherapy. The immuno-prognostic subtypes were 
conducive to individualized prognosis prediction and 
treatment options for HCC.49

Specific types of immune cells were also suggested as 
prognostic markers for patient survival. It was reported 
that the infiltration of CD8+ T cells was closely linked 
to recurrence-free survival or the overall.26 Tumor-
associated neutrophil populations were also suggested 
to be associated with poor prognosis.22 Similarly, a neu-
trophil-derived signature was constructed in one study 
and showed predictive value for the response to immu-
notherapy and chemotherapy as well as for HCC patient 
prognosis.43 Patients with higher B-cell infiltration rates 
were found to have significantly longer disease-free sur-
vival, suggesting a correlation between B-cell infiltration 
rate with prognosis.28 Apart from immune cells, epithe-
lial cells and CAFs were also suggested to correlate with 
patient prognosis. A study classified the epithelial cells 
from HCC patients into 2 metabolism-related subpopu-
lations and found that the glycolysis-related group had 
significantly worse clinical outcomes due to an immuno-
suppressive TIME.25 Another study reported that patients 
in the CAF high cluster had a significantly worse prognosis 
due to a higher level of inflammatory cell infiltration and 
a more significant immunosuppressive microenviron-
ment. However, the CAF high cluster could have a better 
response to PD-1 blockade due to lower levels of aerobic 
oxidation and higher angiogenic scores. In contrast, the 
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CAF low cluster may be more sensitive to transarterial 
chemoembolization treatment.31

Studies reviewed above identified a series of markers for 
the assessment or prediction of therapeutic response 
and prognosis, including specific cell types, expression 
of specific marker genes, and signatures. Some of them 
were validated by data from the database, while others 
were validated by clinical samples or in vitro experiments. 
However, there has been no consensus on markers that 
can be used in HCC patients to guide their clinical diagno-
sis or treatment. Due to the heterogeneity among stud-
ies and patient populations, it is difficult to normalize the 
conditions in these observations. Meanwhile, transcrip-
tional status itself is highly variable among patients, and 
different studies may focus on different perspectives. 
Therefore, the establishment of a standardized dataset/
database with methodological uniformity may be required 
to achieve the goal of finding clinically applicable mark-
ers at the transcriptomic level for response and prognosis 
assessment.53,54

DIFFERENT PIPELINES USED TO ANALYZE THE 
SCRNASEQ DATA
In this study, the analysis of scRNAseq data involves sev-
eral software or processes, among which CellRanger and 
Seurat are more commonly used than others (Table 1). 
CellRanger is officially recommended by 10X Genomics 
for single-cell transcriptome analysis.55,56 CellRanger is a 
set of analysis pipelines for processing single-cell data, 
comparing raw fastq data, generating quantitative matri-
ces of expression, performing clustering and other auxil-
iary analyses, etc. The results are mostly contained in the 
original web report, with less analysis and less scope to 
modify and customize the analysis. In contrast, Seurat is 
an integrated software package for single-cell data anal-
ysis developed by the New York Genome Center, Satija 
Lab.57 Its functions include not only basic data analy-
sis processes, such as quality control, cell screening, cell 
type identification, feature gene selection, differential 
expression analysis, data visualization, etc., but also some 
advanced functions, such as time series single-cell data 
analysis, single-cell data integration analysis of differ-
ent omics, etc. After obtaining the result of the cell gene 
expression matrix based on CellRanger analysis, Seurat 
software can be used for further analysis.

In addition to the above 2 software, there are other 
self-developed software. The analysis by each software 
is independent, although there are specific common 
analysis contents, such as cell clustering, differential 

gene identification, functional annotation, etc., and the 
algorithms of different software are not exactly the 
same. These programs cover the vast majority of what is 
involved in single-cell analysis, and the script is relatively 
flexible, allowing parameters and methods to be modi-
fied according to specific requirements to obtain the best 
results. In addition, the results can be adjusted accord-
ing to the individual needs of certain projects, including 
the presentation of the results. The specific software 
used for analysis mainly depends on the user’s choice 
according to their requirements, as well as the expecta-
tions and requirements of the analysis results. For the 
immune microenvironment analysis in this study, cur-
rently published databases, including TIMER, CIBERSORT, 
immuneCellAI, ABIS, EPIC, etc., provide corresponding 
online programs that can analyze the immune infiltration 
of various immune cells in the samples through machine 
learning and deconvolution algorithms.

FUTURE RESEARCH DIRECTIONS
It can be seen from this review that extensive studies 
have been performed to investigate the heterogeneity of 
HCC in terms of cellular diversity and gene transcription 
by scRNAseq. However, our understanding of the rela-
tionship between heterogeneity and prognosis or thera-
peutic response is not sufficient and still needs further 
in-depth investigation. Due to the variation among differ-
ent cohorts in scRNAseq studies and inter-tumor hetero-
geneity, a larger sample size may be needed to validate 
potential biomarkers for prognosis and response. It is also 
important to define patient characteristics and therapeu-
tic strategies, as these factors may influence the cellular 
components and transcription. Meanwhile, sequencing 
and analyzing methods should be standardized to ensure 
reliable data interpretation. Exploring the potential of 
combination therapies that simultaneously target multi-
ple populations of immune cells may provide new oppor-
tunities to treat HCC more effectively. Moreover, future 
studies should also explore the interactions and regula-
tory mechanisms between different immune cell popu-
lations in HCC TIME to further understand their roles in 
tumor development and progression.

Availability of Data and Materials: The data that support the find-
ings of this study are available on request from the corresponding 
author.

Peer-review: Externally peer-reviewed.

Author Contributions: Concept – Y.H., L.S. H.D.; Design – Y.H., L.S. 
H.D.; Supervision – H.D.; Resources – Y.H., L.S., H.D.; Materials – Y.H., 
L.S., L.L., C.F.; Data Collection and/or Processing – Y.H., L.S., L.L., C.F.; 



Han et al. Heterogeneity of TIME in HCC and its Implications Turk J Gastroenterol 2024; 35(12): 876-888

887

Analysis and/or Interpretation – Y.H., L.S., L.L., C.F.; Literature 
Search – Y.H., L.S., L.L., C.F.; Writing Manuscript – Y.H., L.S., L.L., C.F. 
H.D.; Critical Review – Y.H., L.S., L.L., C.F.,H.D.

Declaration of Interests: The authors have no conflicts of interest 
to declare.

Funding: This study was supported by the National Natural Science 
Foundation project “Hydrogen sulfide reverses cirrhosis angiogene-
sis through Notching-Akt/GSK-3β signaling pathway and is a poten-
tial therapeutic target” (project number: 81970525), and Beijing 
Municipal Science and Technology Commission project “Study and 
application of ctDNA liquid biopsy in accurate screening and early 
diagnosis of primary liver cancer in cirrhotic population” (project 
number: Z221100007422002). This study was also supported by the 
HiRise project funded by Genetron Health.

REFERENCES
1. de Visser KE, Joyce JA. The evolving tumor microenvironment: from 
cancer initiation to metastatic outgrowth. Cancer Cell. 
2023;41(3):374-403. [CrossRef]
2. Pitt JM, Marabelle A, Eggermont A, Soria JC, Kroemer G, Zitvogel L. 
Targeting the tumor microenvironment: removing obstruction to 
anticancer immune responses and immunotherapy. Ann Oncol. 
2016;27(8):1482-1492. [CrossRef]
3. Craig  AJ, von Felden  J, Garcia-Lezana  T, Sarcognato  S, Vil-
lanueva  A. Tumour evolution in hepatocellular carcinoma. Nat Rev 
Gastroenterol Hepatol. 2020;17(3):139-152. [CrossRef]
4. Li L, Wang H. Heterogeneity of liver cancer and personalized ther-
apy. Cancer Lett. 2016;379(2):191-197. [CrossRef]
5. Heinrich S, Craig AJ, Ma L, Heinrich B, Greten TF, Wang XW. Under-
standing tumour cell heterogeneity and its implication for immuno-
therapy in liver cancer using single-cell analysis. J Hepatol. 
2021;74(3):700-715. [CrossRef]
6. Qin  R, Zhao  H, He  Q, Li  F, Li  Y, Zhao  H. Advances in single-cell 
sequencing technology in the field of hepatocellular carcinoma. 
Front Genet. 2022;13:996890. [CrossRef]
7. Sun Y, Wu L, Zhong Y, et al. Single-cell landscape of the ecosystem 
in early-relapse hepatocellular carcinoma. Cell. 2021;184(2):404-
421.e16. [CrossRef]
8. Kilinc MO, Gu T, Harden JL, Virtuoso LP, Egilmez NK. Central role 
of tumor-associated CD8+ T effector/memory cells in restoring sys-
temic antitumor immunity. J Immunol. 2009;182(7):4217-4225. 
[CrossRef]
9. Khusnurrokhman  G, Wati  FF. Tumor-promoting inflammation in 
lung cancer: a literature review. Ann Med Surg (Lond). 2022;79:104022. 
[CrossRef]
10. Watzl  C, Urlaub  D. Molecular mechanisms of natural killer cell 
regulation. Front Biosci (Landmark Ed). 2012;17(4):1418-1432. 
[CrossRef]
11. Suthen  S, Lim  CJ, Nguyen  PHD, et  al. Hypoxia-driven immuno-
suppression by Treg and type-2 conventional dendritic cells in HCC. 
Hepatology. 2022;76(5):1329-1344. [CrossRef]
12. Zhang Q, He Y, Luo N, et al. Landscape and dynamics of single 
immune cells in hepatocellular carcinoma. Cell. 2019;179(4):829-
845.e20. [CrossRef]
13. Song G, Shi Y, Zhang M, et al. Global immune characterization of 
HBV/HCV-related hepatocellular carcinoma identifies macrophage 
and T-cell subsets associated with disease progression. Cell Discov. 
2020;6(1):90. [CrossRef]

14. Lu Y, Yang A, Quan C, et al. A single-cell atlas of the multicellular 
ecosystem of primary and metastatic hepatocellular carcinoma. Nat 
Commun. 2022;13(1):4594. [CrossRef]
15. Wang  H, Mehal  W, Nagy  LE, Rotman  Y. Immunological mecha-
nisms and therapeutic targets of fatty liver diseases. Cell Mol Immu-
nol. 2021;18(1):73-91. [CrossRef]
16. Peiseler  M, Schwabe  R, Hampe  J, Kubes  P, Heikenwälder  M, 
Tacke  F. Immune mechanisms linking metabolic injury to inflam-
mation and fibrosis in fatty liver disease - novel insights into cel-
lular communication circuits. J Hepatol. 2022;77(4):1136-1160. 
[CrossRef]
17. Foerster F, Gairing SJ, Ilyas SI, Galle PR. Emerging immunother-
apy for HCC: a guide for hepatologists. Hepatology. 2022;75(6):1604-
1626. [CrossRef]
18. Llovet JM, Castet F, Heikenwalder M, et al. Immunotherapies for 
hepatocellular carcinoma. Nat Rev Clin Oncol. 2022;19(3):151-172. 
[CrossRef]
19. Liu Y, Xun Z, Ma K, et al. Identification of a tumour immune barrier 
in the HCC microenvironment that determines the efficacy of immu-
notherapy. J Hepatol. 2023;78(4):770-782. [CrossRef]
20. Lu J, Chen Y, Zhang X, Guo J, Xu K, Li L. A novel prognostic model 
based on single-cell RNA sequencing data for hepatocellular carci-
noma. Cancer Cell Int. 2022;22(1):38. [CrossRef]
21. Zheng B, Wang D, Qiu X, et al. Trajectory and functional analysis 
of PD-1high CD4+CD8+ T cells in hepatocellular carcinoma by sin-
gle-cell cytometry and transcriptome sequencing. Adv sci (Weinh). 
Advanced Science. 2020;7(13):2000224. [CrossRef]
22. Xue R, Zhang Q, Cao Q, et al. Liver tumour immune microenviron-
ment subtypes and neutrophil heterogeneity. Nature. 
2022;612(7938):141-147. [CrossRef]
23. Wang T, Dang N, Tang G, et al. Integrating bulk and single-cell 
RNA sequencing reveals cellular heterogeneity and immune infiltra-
tion in hepatocellular carcinoma. Mol Oncol. 2022;16(11):2195-2213. 
[CrossRef]
24. Ye  M, Li  X, Chen  L, et  al. A high-throughput sequencing data-
based classifier reveals the metabolic heterogeneity of hepatocel-
lular carcinoma. Cancers. 2023;15(3):592. [CrossRef]
25. He  Z, Chen  Q, He  W, et  al. Hepatocellular carcinoma subtypes 
based on metabolic pathways reveals potential therapeutic targets. 
Front Oncol. 2023;13:1086604. [CrossRef]
26. Liu F, Liu W, Sanin DE, et al. Heterogeneity of exhausted T cells 
in the tumor microenvironment is linked to patient survival following 
resection in hepatocellular carcinoma. Oncoimmunology. 
2020;9(1):1746573. [CrossRef]
27. Wang H, Fu Y, Da BB, Xiong G. Single-cell sequencing identifies 
the heterogeneity of CD8+ T cells and novel biomarker genes in 
hepatocellular carcinoma. J Healthc Eng. 2022;2022:1-16. [CrossRef]
28. Zou J, Luo C, Xin H, et al. The role of tumor-infiltrating B cells in 
the tumor microenvironment of hepatocellular carcinoma and its 
prognostic value: a bioinformatics analysis. J Gastrointest Oncol. 
2022;13(4):1959-1966. [CrossRef]
29. Zhao X, Zhang H, Han Y, Fang C, Liu J. Navigating the immuno-
metabolic heterogeneity of B cells in murine hepatocellular carci-
noma at single cell resolution. Int Immunopharmacol. 
2023;120:110257. [CrossRef]
30. Bai Y, Chen D, Cheng C, et al. Immunosuppressive landscape in 
hepatocellular carcinoma revealed by single-cell sequencing. Front 
Immunol. 2022;13:950536. [CrossRef]
31. Chen  Q, Wang  X, Zheng  Y, et  al. Cancer-associated fibroblasts 
contribute to the immunosuppressive landscape and influence the 
efficacy of the combination therapy of PD-1 inhibitors and 



Han et al. Heterogeneity of TIME in HCC and its ImplicationsTurk J Gastroenterol 2024; 35(12): 876-888

888

antiangiogenic agents in hepatocellular carcinoma. Cancer. 
2023;129(21):3405-3416. [CrossRef]
32. Ma L, Hernandez MO, Zhao Y, et al. Tumor cell biodiversity drives 
microenvironmental reprogramming in liver cancer. Cancer Cell. 
2019;36(4):418-430.e6. [CrossRef]
33. Han C, Chen J, Huang J, et al. Single-cell transcriptome analysis 
reveals the metabolic changes and the prognostic value of malig-
nant hepatocyte subpopulations and predict new therapeutic agents 
for hepatocellular carcinoma. Front Oncol. 2023;13:1104262. 
[CrossRef] [published correction appears in Front Oncol. 
2023;13:1162375. (https://doi.org/10.3389/fonc.2023.1162375)]
34. Li L, Shen L, Ma J, et al. Evaluating distribution and prognostic 
value of new tumor-infiltrating lymphocytes in HCC based on a 
scRNA-seq study with CIBERSORTx. Front Med (Lausanne). 
2020;7:451. [CrossRef]
35. Swain AK, Pandey P, Sera R, Yadav P. Single-cell transcriptome 
analysis identifies novel biomarkers involved in major liver cancer 
subtypes. Funct Integr Genomics. 2023;23(3):235. [CrossRef]
36. Sun YF, Wu L, Liu SP, et al. Dissecting spatial heterogeneity and 
the immune-evasion mechanism of CTCs by single-cell RNA-seq in 
hepatocellular carcinoma. Nat Commun. 2021;12(1):4091. [CrossRef]
37. Guo C, Tang Y, Li Q, et al. Deciphering the immune heterogeneity 
dominated by natural killer cells with prognostic and therapeutic 
implications in hepatocellular carcinoma. Comput Biol Med. 
2023;158:106872. [CrossRef]
38. Li S, Du H, Gan D, Li X, Zao X, Ye Y. Integrated analysis of single-
cell and bulk RNA-sequencing reveals tumor heterogeneity and a 
signature based on NK cell marker genes for predicting prognosis in 
hepatocellular carcinoma. Front Pharmacol. 2023;14:1200114. 
[CrossRef]
39. Li A, Ji B, Yang Y, et al. Single-cell RNA sequencing highlights the 
role of PVR/PVRL2 in the immunosuppressive tumour microenviron-
ment in hepatocellular carcinoma. Front Immunol. 2023;14:1164448. 
[CrossRef]
40. Ho  DWH, Tsui  YM, Chan  LK, et  al. Single-cell RNA sequencing 
shows the immunosuppressive landscape and tumor heterogeneity 
of HBV-associated hepatocellular carcinoma. Nat Commun. 
2021;12(1):3684. [CrossRef]
41. Li X, Wang L, Wang L, Feng Z, Peng C. Single-cell sequencing of 
hepatocellular carcinoma reveals cell interactions and cell heteroge-
neity in the microenvironment. Int J Gen Med. 2021;14:10141-10153. 
[CrossRef]
42. Liu C, Pu M, Ma Y, et al. Intra-tumor heterogeneity and prognos-
tic risk signature for hepatocellular carcinoma based on single-cell 
analysis. Exp Biol Med (Maywood). 2022;247(19):1741-1751. 
[CrossRef]
43. Gong Q, Chen X, Liu F, Cao Y. Machine learning-based integra-
tion develops a neutrophil-derived signature for improving outcomes 
in hepatocellular carcinoma. Front Immunol. 2023;14:1216585. 
[CrossRef]

44. Ma L, Heinrich S, Wang L, et al. Multiregional single-cell dissec-
tion of tumor and immune cells reveals stable lock-and-key features 
in liver cancer. Nat Commun. 2022;13(1):7533. [CrossRef]
45. Liu  Z, Zhang  S, Ouyang  J, et  al. Single-cell RNA-seq analysis 
reveals dysregulated cell-cell interactions in a tumor microenviron-
ment related to HCC development. Dis Markers. 2022;2022:4971621. 
[CrossRef]
46. Zhu GQ, Tang Z, Huang R, et al. CD36+ cancer-associated fibro-
blasts provide immunosuppressive microenvironment for hepatocel-
lular carcinoma via secretion of macrophage migration inhibitory 
factor. Cell Discov. 2023;9(1):25. [CrossRef]
47. Cao  L, Liu  M, Ma  X, Rong  P, Zhang  J, Wang  W. Comprehensive 
scRNA-seq analysis and identification of CD8_+T cell related gene 
markers for predicting prognosis and drug resistance of hepatocel-
lular carcinoma. Curr Med Chem. 2024;31(17):2414-2430. [CrossRef]
48. Mu Y, Zheng D, Peng Q, et al. Integration of single-cell and bulk 
RNA-sequencing to analyze the heterogeneity of hepatocellular car-
cinoma and establish a prognostic model. Cancer Rep (Hoboken). 
2024;7(1):e1935. [CrossRef]
49. Ji  D, Lu  S, Zhang  H, et  al. Bulk and single-cell transcriptome 
reveal the immuno-prognostic subtypes and tumour microenviron-
ment heterogeneity in HCC. Liver Int. 2024;44(4):979-995. 
[CrossRef]
50. Liang  Y, Zhong  D, Yang  Q, et  al. Single-cell RNA sequencing 
revealed that the enrichment of TPI1+ malignant hepatocytes was 
linked to HCC metastasis and immunosuppressive microenviron-
ment. J Hepatocell Carcinoma. 2024;11:373-383. [CrossRef]
51. Teng Y, Xu J, Wang Y, Wen N, Ye H, Li B. Combining a glycolysis-
related prognostic model based on scRNASeq with experimental 
verification identifies ZFP41 as a potential prognostic biomarker for 
HCC. Mol Med Rep. 2024;29(5):78. [CrossRef]
52. Bao M, Wu A. Understanding the heterogeneity in liver hepato-
cellular carcinoma with a special focus on malignant cell through 
single-cell analysis. Discov Onc. 2024;15(1):241. [CrossRef]
53. Yang  Q, Sun  C, Sheng  Y, Chen  W, Deng  C. The biomarkers for 
predicting viral HepatitisAssociated hepatocellular carcinoma. Turk 
J Gastroenterol. 2022;33(1):1-7. [CrossRef]
54. Wu X, Wan R, Ren L, Yang Y, Ding Y, Wang W. Circulating micro-
RNA panel as a diagnostic marker for hepatocellular carcinoma. Turk 
J Gastroenterol. 2022;33(10):844-851. [CrossRef]
55. Larson  A, Chin  MT. A method for cryopreservation and single 
nucleus RNA-sequencing of normal adult human interventricular 
septum heart tissue reveals cellular diversity and function. BMC Med 
Genomics. 2021;14(1):161. [CrossRef]
56. Zhang H, Song L, Wang X, et al. Fast alignment and preprocess-
ing of chromatin profiles with Chromap. Nat Commun. 
2021;12(1):6566. [CrossRef]
57. Satija R, Farrell JA, Gennert D, Schier AF, Regev A. Spatial recon-
struction of single-cell gene expression data. Nat Biotechnol. 
2015;33(5):495-502. [CrossRef]


