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Background: Hepatocellular carcinoma (HCC) is one of the most common and mortality types of malignant tumors in the world. The
Tripartite-Motif (TRIM) protein family consists of more than 80 proteins with E3 ubiquitin ligase activity. Increasing studies have
found that TRIM family proteins play an extremely important role in the occurrence and development of tumors. However, the
expression and prognostic values of TRIMs in HCC have not been clarified.
Methods: We used bioinformatic methods to explore the potential function of TRIM family genes in the HCC. Web servers
ONCOMINE, UALCAN, GEPIA, cBioPortal, STRING, DAVID 6.8 and TIMER were used in this research.
Results: We screened TRIM1-76 and found the expressions of TRIM6, TRIM11, TRIM16, TRIM18(MID1), TRIM24, TRIM28,
TRIM31, TRIM37, TRIM45, TRIM52, TRIM59, TRIM66 were significantly changed in HCC. Among them, TRIM24, TRIM28,
TRIM37, TRIM45 and TRIM59 had significant effects on pathological stages, overall survival and disease free survival. Functions
of these genes are primarily related to transcriptional misregulation in cancer, p53 signaling pathway, alcoholism and viral
carcinogenesis, FoxO signal pathway, PI3K-AKT pathway, cell cycle, microRNAs in cancer. Our results showed the significant
correlation between TRIMs expression and infiltration of innate immune cells (macrophages, neutrophils, and dendritic cells).
Conclusion: Our result provides novel insights into the function of TRIM family genes, which may be used as potential references for
drug targets and accurate survival predictions in patients with HCC.
Keywords: hepatocellular carcinoma, bioinformatics analysis, TRIM, survival, tumor immunology

Introduction
Protein ubiquitination is a common form of post-translational modification that involves in regulation of almost all
cellular processes and is closely related to tumors and many other diseases.1 Via a three-enzyme cascade (E1-E2-E3),
ubiquitin binding of proteins is catalyzed by the ubiquitin E3 ligase, an enzyme best represented by the Collin-RING
complex superfamily. Because ubiquitin E3 ligase determines the choice of substrates and selection of polyubiquitin
chains, it becomes the key regulatory step of the ubiquitination reaction.2 The Tripartite-Motif (TRIM) protein family
consists of more than 80 proteins with E3 ubiquitin ligase activity.3 This large protein family has an N-terminal modified
motif that contains a RING finger domain, one or two zinc finger domains, called B-box (B1 and B2), and a coiled coil
region.4 According to the -terminal domain of TRIM proteins, they were divided into 11 subfamilies (C-I ~ C-XI).3

Among them, the C-IV subfamily had the largest number of members, including 33 TRIM proteins, while other family
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proteins were fewer. Due to their complex properties, TRIM proteins are involved in regulating many cellular pathways,
including cell proliferation,5 promotion or inhibition of cell transformation to cancer,6 cell metabolism,7 autophagy,8 etc.

Primary liver cancer is one of the most common malignant tumors in the world, ranking seventh in morbidity and
third in mortality among all malignant tumors.9 More than 90% of cases of primary liver cancer are hepatocellular
carcinoma (HCC). Despite significant advances in clinical treatments for HCC, such as hepatectomy, liver transplan-
tation, chemotherapy, and radiotherapy, the overall 5-year survival rate for HCC patients remains low.10 In recent
years, more and more studies have found that TRIM family proteins play an extremely important role in the
occurrence and development of tumors.11 TRIM8 was downregulated in clear cells renal cell carcinoma and
glioma.12,13 Higher TRIM28 expression was associated with tumorigenesis and progression of breast cancer and
prostate cancer.14,15

Previous studies have elucidated the role of some TRIMs in HCC,16,17 but considerable efforts are still necessary to
find appropriate TRIMs as therapeutic targets and prognostic biomarkers. In this study, we screened 76 TRIM genes and
found 12 TRIM genes differently expressed in HCC. We comprehensively analyzed the expression of these 12 TRIM
genes in HCC patients and their effect on prognosis, as well as explored the relationship between TRIM genes and
immune cell infiltration. Our findings provide additional data to help further search for appropriate drug targets and
accurate prediction of tumor survival in patients with HCC.

Materials and Methods
ONCOMINE
ONCOMINE database (https://www.oncomine.org) is an online database providing genome-wide expression analysis in
different types of tumors.18 We extracted the transcription data of TRIM1-76 in patients with HCC and normal from
ONCOMINE and analyzed the difference in the expression of TRIMs in HCC with Student’s t-test. The threshold
settings were fold change of 2, gene ranking of top 10% and p-value 0.05.

UALCAN
UALCAN (http://ualcan.path.uab.edu/analysis.html) is a comprehensive, user-friendly, and interactive web resource
for analyzing cancer OMICS data.19 It is designed to provide easy access to publicly available cancer OMICS data,
such as The Cancer Genome Atlas (TCGA), MET500 and clinical proteomic tumor analysis consortium (CPTAC). In
this research, we used the function “Expression Analysis” of UALCAN to get the expression data of 14 TRIMs in
HCC dataset. The Student’s t-test was used for analysis and p-value less than 0.05 indicates a statistical difference.

GEPIA
Gene Expression Profiling Interactive Analysis (GEPIA) (http://gepia.cancer-pku.cn/index.html), which was developed at
Peking University, is an interactive web server for analyzing and visualizing RNA sequencing expression data.20 We used
the “single gene analysis” module of GEPIA to perform differential mRNA expression analysis between tumor tissue and
normal tissue, pathological staging analysis, and correlative prognostic analysis of TRIMs. Multigene comparative
analysis of TRIMs was performed using the “HCC” dataset with the “multigene comparison” module of GEPIA. The
Student’s t-test was used in expression or pathological stage analysis and the critical value of p is 0.05. Kaplan–Meier
curve was used for prognosis analysis.

cBioPortal
cBio Cancer Genomics Portal (cBioPorta) (http://cbioportal.org) is an open platform for the study of multidimensional
cancer genomic data sets.21 The platform provides genomic data from more than 215 studies, tens of thousands of tumor
samples, and corresponding clinical information. It also has the ability to visualize and analyze cancer genome data. The
genetic alterations and coexpression module of TRIMs were obtained based on TCGA database from cBioPortal. Three
hundred and seventy-two samples of liver hepatocellular carcinoma (TCGA, PanCancer Atlas) were analyzed in this
study.
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STRING
Search tool for recurring instances of neighboring genes (STRING) (https://string-db.org) aims to collect, score, and
integrate all publicly available sources of protein–protein interaction (PPI) data.22 In addition to experimental data,
results of text from PubMed abstracts and synthesis of data from other databases, it also contains the potential functions
predicted results using bioinformatics methods. We conducted a PPI network analysis of differentially expressed TRIMs
to explore the interactions among them and their neighbor genes with STRING.

DAVID 6.8
The Database for Annotation, Visualization and Integrated Discovery version 6.8 (DAVID 6.8) (https://david.ncifcrf.gov)
provides a comprehensive set of functional annotation tools for investigators to understand the biological meaning behind
a large list of genes.23 In this study, we used the Gene Ontology (GO) enrichment analysis and Kyoto Encyclopedia of
Genes and Genomes (KEGG) pathway enrichment analysis to explore the neighbor genes of these TRIMs and the cutoff
p value was 0.05. Data isolated from DAVID 6.8 were visualized with R project using a “ggplot2” package. Cellular
components (CC), and molecular function (MF) and biological processes (BP) were included in the GO enrichment
analysis.

GeneMANIA
GeneMANIA (http://www.genemania.org) is a user-friendly web server search publicly available biological datasets for
relevant genes.24 These include protein–protein, protein-DNA and genetic interactions, pathways, reactions, gene and
protein expression data, protein domains and phenotypic screening profiles. In this study, it was used to explore the genes
associated with the 12 TRIMs in expression and function.

TIMER
Tumor Immune Estimation Resource (TIMER) (https://cistrome.shinyapps.io/timer/) is a comprehensive resource for
systematical analysis of immune infiltrates across various cancer types.25 It provides interactive web tools, tumor
infiltrating immune cells to comprehensive and flexible analysis and visualization, the deconvolution method from the
TCGA samples of different types of cancer gene expression profile in inference tumor infiltrating immune cells (B cells,
CD4 + T cells and CD8 + T cells, macrophages, neutrophils and dendritic cells) of abundance. In this study, the “Gene
module” was used to evaluate the correlation between TRIM levels and the infiltration of immune cells. “Survival
module” was used to evaluate the correlation among clinical outcome and the infiltration of immune cells and TRIM
expression.

Result
Aberrant Expression of TRIMs in Patients with HCC
The transcriptional levels of TRIM1-76 genes of the TRIM family (not including TRIM12, TRIM30, TRIM53, TRIM60,
TRIM71) were retrieved using the ONCOMINE database. Based on the data from ONCOMINE, the mRNA levels of 11
(TRIM6, TRIM11, TRIM16, TRIM18 (MID1), TRIM24, TRIM28, TRIM31, TRIM37, TRIM45, TRIM52, TRIM59)
were significantly elevated in HCC vs normal tissue, while 2(TRIM15, TRIM66) were significantly reduced (Figure 1
and Table 1). Figure 1 also shows the aberrant expression of these TRIMs in other tumors besides HCC. The
transcriptional level change of TRIM22 was the opposite in different studies. The transcriptional levels of TRIM6,
TRIM11, TRIM16, TRIM18 (MID1), TRIM31 and TRIM52 were remarkably higher than normal tissue in HCC (fold
change 2.178, 2.23, 5.726, 3.083, 3.01 and 2.319) in Wurmbach’s dataset.26 Chen’s dataset27 suggested that the
expression of TRIM15 decreased with a fold change of −2.809, while TRIM45 and TRIM59 increased with a fold
change of 2.292 and 2.25. Dependent on the dataset of Roessler et al,28 TRIM24, TRIM28 and TRIM37 significantly
elevated with a fold change of 2.046, 2.326 and 2.183, TRIM66 downregulated with a fold change of −2.198. The result
of Mas29 suggested increased significantly in HCC (fold change 5.671), while the dataset of 2 cohorts in Roessler’s
study28 gave opposite trends (fold change −2.976 and −3.23).
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To test the result of this finding, we assessed the mRNA levels of these 14 TRIMs in HCC and normal liver tissue with
UALCAN, a website providing analyses based on the data of TCGA (Figure 2). Although 14 of the TRIMs were identified by
ONCOMINE, there was no statistically significant difference in the change of TRIM15 and TRIM22 in HCC vs normal tissue
in UALCAN. Therefore, trim15 and trim22 were excluded in our further analysis. We also explored the relative mRNA levels
of TRIMs in HCC tissues and found that TRIM28 was the highest among the 12 TRIMs (Figure 3).

The Prognostic Value of TRIMs in Patients with HCC
Then the correlation between TRIMs expression and the HCC pathological stage was assessed (Figure 4). We found
a significant correlation between TRIM11, TRIM16, TRIM18 (MID1), TRIM24, TRIM28, TRIM37, TRIM45 and

Figure 1 Expression of TRIMs in different tumors compared to normal tissues in the ONCOMINE database. The figure shows the numbers of datasets with statistically
significant mRNA overexpression (red) or downregulated expression (blue) of TRIMs.

Table 1 The mRNA Levels of TRIMs in HCC Tissues and Normal Liver Tissues at Transcriptome Level (ONCOMINE)

Term Type p-value t-test Fold Change Reference

TRIM6 LIHC 7.15E-06 4.906 2.178 [26]

TRIM11 LIHC 7.26E-07 7.783 2.23 [26]

TRIM15 LIHC 2.23E-17 −9.402 −2.809 [27]
TRIM16 LIHC 7.82E-09 7.072 5.726 [26]

TRIM18(MID1) LIHC 1.37E-07 6.988 3.083 [26]
TRIM22 LIHC 5.64E-13 9.892 5.671 [28]

LIHC 5.86E-46 −16.364 −2.976 [29]

LIHC 1.30E-07 −6.608 −3.23 [29]
TRIM24 LIHC 4.84E-44 15.816 2.046 [29]

TRIM28 LIHC 2.62E-09 7.828 2.326 [29]

TRIM31 LIHC 1.92E-06 5.349 3.01 [26]
TRIM37 LIHC 3.76E-60 19.299 2.183 [29]

TRIM45 LIHC 1.33E-10 6.785 2.292 [27]

TRIM52 LIHC 1.76E-06 6.163 2.319 [26]
TRIM59 LIHC 1.15E-07 5.438 2.25 [27]

TRIM66 LIHC 1.84E-07 −6.275 −2.198 [29]
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TRIM59. These 8 changed similarly as the tumor progressed that they increased in stage I to stage III, while decreased in
stage IV. These data suggested that TRIMs are involved in the regulation of the tumorigenesis and progression of HCC.
And they played different roles in the early stage or end stage of the disease.

To evaluate if different expressions of TRIMs play a role in the progression of HCC, we access differentially
expressed TRIMs remarkably correlated with clinical outcomes in HCC. With the dataset from GEPIA2, we found that
patients with high transcriptional levels of TRIM11, TRIM16, TRIM24, TRIM28, TRIM37, TRIM45, TRIM52, TRIM59
had shorter overall survival time vs low levels patients (Figure 5). Patients with low TRIM24, TRIM28, TRIM37,
TRIM45 and TRIM59 transcriptional levels were correlated with longer disease-free survival time in HCC (Figure 6).

Figure 2 The transcription levels of TRIMs in HCC (UALCAN). The transcriptional levels of (A) TRIM6, (B) TRIM11, (C) TRIM15, (D) TRIM16, (E) TRIM18(MID1), (F)
TRIM22, (G) TRIM24, (H) TRIM28, (I) TRIM31, (J) TRIM37, (K) TRIM45, (L) TRIM52, (M) TRIM59, (N) TRIM66 in HCC tissues. The transcription levels of TRIM6,
TRIM11, TRIM16, TRIM18(MID1), TRIM22, TRIM24, TRIM28, TRIM31, TRIM37, TRIM45, TRIM52, TRIM59, TRIM66 were significantly elevated, the levels change of TRIM15
and TRIM22 were not reach statistically significant.

Figure 3 The heatmap of the relative mRNA levels of TRIMs in HCC tissues. The deeper the colour, the higher the expression.
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Figure 4 Correlation between different expressed TRIMs and the pathological stage of HCC patients (GEPIA). The correlation between the expression of (A) TRIM6, (B)
TRIM11, (C) TRIM16, (D) TRIM18(MID1), (E) TRIM24, (F) TRIM28, (G) TRIM31, (H) TRIM37, (I) TRIM45, (J) TRIM52, (K) TRIM59, (L) TRIM66 and the pathological stage
of HCC patients.

Figure 5 The prognostic value of TRIMs in HCC patients in the overall survival curve (GEPIA). The overall survival curve of (A) TRIM6, (B) TRIM11, (C) TRIM16, (D)
TRIM18(MID1), (E) TRIM24, (F) TRIM28, (G) TRIM31, (H) TRIM37, (I) TRIM45, (J) TRIM52, (K) TRIM59, (L) TRIM66 in HCC. (M) The overall survival heatmap of TRIMs
in HCC.
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Gene Mutation, Correlation, Neighboring Gene Network Analyses of Different
Expressed TRIMs in HCC Patients
TCGA datasets were used to analyze different TRIMs genetic alterations in patients with HCC. The results showed that
TRIM6, TRIM11, TRIM16, TRIM18(MID1), TRIM24, TRIM28, TRIM31, TRIM37, TRIM45, TRIM52, TRIM59,
TRIM66 were altered in 0.3%, 7%, 2%, 2.3%, 0.8%, 1.7%, 3%, 4%, 0.3%, 0.8%, 0.8%, 2% in HCC samples respectively
(Figure 7A). Next, we explored the potential co-expression of different TRIMs, and the correlation among these 12
TRIMs was shown in Figure 7B. GeneMANIA was used to explore the potential interaction among them, and the result
revealed the wide correlation of the TRIM family (Figure 7C). After that, we got a PPI network analysis of these 12
TRIMs and genes related to them with STRING. Figure 7D shows the relationship of these genes in a PPI network.

Functional Enrichment Analysis of TRIMs in Patients with HCC
The functions of 50 neighbor genes of these 12 TRIMs were analyzed with DAVID 6.8. After GO enrichment, the top 10
enriched items were shown in Figure 8A-C. About the cellular components (CC), nucleus (nucleoplasm, nuclear
chromosome, nucleosome, nuclear nucleosome, nuclear chromatin, nuclear heterochromatin), protein complex and
transcriptional repressor complex were enriched. In the category of MF, the functions related to the transcription and
its regulation were enriched. In the BP category, the process related to the tumorigenesis and progression of HCC, for
example transcriptional misregulation in cancer was enriched. The processes related to nucleus, nucleoplasm, nucleo-
some assembly, nuclear chromosome, nucleosome, negative regulation of gene expression, negative regulation of
transcription from RNA polymerase II promoter 21, DNA replication-dependent nucleosome assembly, chromatin
silencing at rDNA were also enriched. We also performed KEGG pathways analysis. Twenty-three pathways were
enriched by this analysis (Figure 8D). Cellular pathways highly associated with the etiology of HCC such as alcoholism
and viral carcinogenesis are enriched. The pathways related to tumorigenesis and progression such as p53 signaling
pathway transcriptional misregulation in cancer, microRNAs in cancer, cell cycle, FoxO signal pathway, PI3K-AKT
pathway were also enriched. These 12 TRIMs were also related to other types of cancer such as bladder cancer, non-
small cell lung cancer, etc.

Figure 6 The prognostic value of TRIMs in HCC patients in the disease free survival curve (GEPIA). The overall survival curve of (A) TRIM6, (B) TRIM11, (C) TRIM16, (D)
TRIM18(MID1), (E) TRIM24, (F) TRIM28, (G) TRIM31, (H) TRIM37, (I) TRIM45, (J) TRIM52, (K) TRIM59, (L) TRIM66 in HCC. (M) The disease free survival heatmap of
TRIMs in HCC.
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Immune Cell Infiltration of TRIMs in Patients with HCC
The immune response to the tumor affects the clinical outcome of patients, so we evaluated the correlation of survival
rates with TRIMs and immune cell infiltration. The “Survival” module of TIMER allows users to explore the clinical
relevance of one or more tumor immune subsets with the flexibility to correct for multiple covariates in a multivariable
Cox proportional hazard model. B cell (HR=0.000, p=0.006), CD8+ T cell (HR=0.003, p=0.027) have a significant

Figure 7 Gene mutations, correlations, neighboring genes network analyses of different expressed TRIMs in HCC patients. (A) Mutations in different expressed TRIMs in
HCC. (B) Correlation heat map of different expressed TRIMs in HCC. The correlation coefficients of TRIMs were labeled in the cells. The colours of the cells indicate the
correlation coefficients of TRIMs. And the value scale for determining cell colours was put on the right of the heatmap. (C) PPI network of TRIMs. (D) PPI network of TRIMs
with neighboring genes.
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positive correlation with LICH patient’s outcome. Dendritic cell (HR=141.42, p=0.010), TRIM16 (HR=1.173, p=0.007)
and TRIM28 (HR=1.530, p=0.018) have a significant negative correlation with LICH patient’s outcome (Table 2).

We also explore the role TRIMs play in the immune cell infiltration in HCC. We accessed a comprehensive analysis
of the correlation between TRIM6, TRIM11, TRIM16, TRIM18(MID1), TRIM24, TRIM28, TRIM31, TRIM37,
TRIM45, TRIM52, TRIM59 and TRIM66 gene expressions and tumor-infiltrating lymphocytes with TIMER database
(Figure 9). Eleven of the 12 TRIMs have significant positive correlation between the gene expressions and B cell
infiltration. TRIM28 (r=0.436, p=1.96e-17), TRIM59 (r=0.471, p=1.95e-20) have partial correlation coefficients more
than 0.4. The correlation between TRIMs and CD+ T cells infiltration was weaker than other types of immunocytes.
TRIM11 (r=0.417, p=6.67e-16), TRIM45 (r=0.401, p=1.10e-14), TRIM59 (r=0.484, p=1.19e-21) have partial correlation
coefficients more than 0.4 between the gene expressions and CD4+ T cell infiltration. All of the 12 TRIMs have
significant positive correlation between the gene expressions and Macrophage, Neutrophil and Dendritic cell infiltration.

Discussion
In this study, we searched public databases with bioinformatics methods and found that the TRIM family genes play
a carcinogenic role in the development of HCC. Among them, TRIM24, TRIM28, TRIM37, TRIM45 and TRIM59 had
significant effects on pathological stages and survival, and may be used as potential drug targets and prognosis markers.

Liver cancer is one of the leading causes of cancer-related death in the world.30 Liver Hepatocellular carcinoma is the
primary form of liver cancer and accounts for similar to 90% of cases. With an estimated incidence of more than
1 million cases by 2025, it remains a great challenge for global health.10 Although our understanding of the pathophy-
siology of HCC has improved in the past decades, the pathogenesis of liver cancer is still far from being fully elucidated.
And the dominant drivers in HCC, such as the mutation of TP53, TERT, CTNNB1 were still undruggable.31 Therefore,
exploring the molecular mechanisms and new therapeutic targets of HCC remains urgent.

Emerging clinical evidence suggests that ubiquitin-mediated disruption of oncogene products or tumor suppressor
degradation may be involved in the etiology of cancer.32 TRIM family proteins (one of the subfamilies of the RING type
E3 ubiquitin ligases) are involved in a broad range of biological processes such as autophagy, viral infections and
cancer.3 Accounting for more than half of cases, hepatitis B virus (HBV) and hepatitis C virus (HCV) infection are the

Figure 8 The enrichment analysis of the 50 most related neighboring genes of TRIMs in HCC (David 6.8). Bubble plots of GO enrichment of the 50 most related
neighboring genes of TRIMs in HCC in (A) cellular component terms, (B) molecular function terms and (C) biological process terms. (D) Bubble plots of KEGG enriched
terms of the 50 most related neighboring genes of TRIMs in HCC. The size of the bubble represents the number of enriched genes. The redder the bubble is, the smaller the
p value is.
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most prominent risk factors for HCC development. Non-alcoholic steatohepatitis (NASH), associated with misregulation
of protein degradation, is becoming the fastest-growing etiology of HCC in western countries. Based on the above
reasons, we explored the roles of TRIMs in tumorigenesis and progression of HCC.

Yet few studies have analyzed the role they play in the HCC. We screened the expressions of TRIM1-76 with
ONCOMINE and tested the results with the dataset from UALCAN. TRIM6, TRIM11, TRIM16, TRIM18 (MID1),
TRIM24, TRIM28, TRIM31, TRIM37, TRIM45, TRIM52, TRIM59 and TRIM66 showed significant expressions in
HCC and normal tissue. In the past, studies showed that TRIM proteins may positively and negatively regulate
carcinogenesis. TRIM6, TRIM11, TRIM18 (MID1), TRIM24, TRIM28, TRIM31, TRIM59 and TRIM66 were reported
oncogenes while TRIM16, TRIM37, TRIM45 were reported tumor suppressors in different types of cancers.3,11,33–35

TRIM52 was reported oncogene in ovarian cancer,36 hepatocellular carcinoma,37 but tumor suppressor in glioma.38

To investigate the role these TRIMs play in HCC, we analyzed the correlation of the gene expressions with
pathological stage and survival. TRIM11, TRIM16, TRIM18 (MID1), TRIM24, TRIM28, TRIM37, TRIM45, TRIM59
significant correlation between expressions and pathological stage. Low TRIM24, TRIM28, TRIM37, TRIM45 and
TRIM59 transcriptional levels correlated with longer both overall and disease-free survival time in HCC.

Our results confirmed some previous findings. Liu reported that elevated TRIM11 can promote the occurrence of
HCC by inhibiting p53.39 TRIM16 can perform a tumor suppression role in most tumors by inhibiting E2F1 and pRb
expressions.40 However, the high expression of TRIM16 can also be a marker of adverse prognosis.41 Li reported that
TRIM16 inhibits hepatocellular carcinoma cell migration and invasion by inhibiting ZEB2 expression.17 In this study we
found the opposite trend, patients with high expression of TRIM16 had shorter overall survival time in HCC. TRIM24
and TRIM28 have been widely studied in the tumor field. TRIM24 was found to increase expression in HCC and
promote tumor progression via the AMPK signaling pathway.42 Previous studies reported that TRIM28 interacting with
UBE2S in the nucleus accelerates cell cycle by ubiquitination of p27,43 MAGE-TRIM28 complex promotes the Warburg
effect by targeting FBP1 for degradation.44 Elevated expression of TRIM37 will promote cell migration and metastasis
by activating Wnt/beta-catenin signaling.45 It can also induce chemoresistance via activating the AKT signaling
pathway.46 TRIM59 contributes to HCC growth by degrading protein phosphatase 1B,47 and promotes cancer cell
proliferation and metastasis through the p53 pathway.48

Table 2 The Cox Proportional Hazard Model of TRIMs and Six Tumor-Infiltrating Immune Cells in HCC (TIMER)

coef HR 95% CI_l 95% CI_u p.value sig

B_cell −10.741 0.000 0.000 0.048 0.006 **
CD8_Tcell −5.973 0.003 0.000 0.499 0.027 *

CD4_Tcell −4.565 0.010 0.000 6.480 0.164

Macrophage 4.001 54.636 0.209 14286.018 0.159
Neutrophil 1.053 2.866 0.000 350136.022 0.860

Dendritic 4.950 141.142 3.258 6114.233 0.010 *

TRIM6 −0.089 0.915 0.674 1.242 0.570
TRIM11 −0.219 0.803 0.549 1.175 0.259

TRIM16 0.160 1.173 1.044 1.319 0.007 **
TRIM18(MID1) −0.040 0.961 0.744 1.240 0.757

TRIM24 0.090 1.094 0.815 1.468 0.550

TRIM28 0.426 1.530 1.075 2.180 0.018 *
TRIM31 0.018 1.018 0.885 1.172 0.801

TRIM37 0.142 1.153 0.765 1.738 0.497

TRIM45 0.088 1.092 0.791 1.508 0.592
TRIM52 −0.029 0.971 0.645 1.461 0.888

TRIM59 0.190 1.209 0.752 1.944 0.433

TRIM66 −0.241 0.786 0.476 1.297 0.345

Notes: 362 patients with 127 dying. *p < 0.05, **p< 0.01.
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Figure 9 The correlation between different expressed TRIMs and immune cell infiltration (TIMER). The correlation between the abundance of immune cells and the
expression of (A) TRIM6, (B) TRIM11, (C) TRIM16, (D) TRIM18(MID1), (E) TRIM24, (F) TRIM28, (G) TRIM31, (H) TRIM37, (I) TRIM45, (J) TRIM52, (K) TRIM59, (L)
TRIM66 in HCC.
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In the present study, differential expressions of TRIM31, TRIM52 and TRIM66 did not affect the survival of tumor
patients. In previous studies, TRIM31 upregulation can promote disease progression by inducing ubiquitination of the
TSC1-TSC2 complex,16 and it promotes resistance to anoikis of hepatocarcinoma cells through the p53-AMPK axis.49

Zhang reported that TRIM52 promotes proliferation, migration and invasion through the ubiquitination of PPM1A.37

TRIM66 can promote the malignant progression of HCC by inhibiting E-cadherin expression50 and GSK-3β-dependent
Wnt/β-catenin signaling pathway.51 It seems that some genes may influence the function of cancer cells without affecting
the patient’s eventual clinical outcome. Up to now, no study related to TRIM45 in the field of liver cancer has been
published. In our study, TRIM45 had a significant correlation between expressions and pathological stage, and low
TRIM45 transcriptional levels correlated with longer both overall and disease-free survival time in HCC. Further
information on the role of TRIM45 in cancer needs to be clarified.

We explored the frequent genetic mutations in the TRIMs differentially expressed in HCC. The major type of
mutation was elevated mRNA expression. While all the 12 TRIMs were with low mutation rates. It was reported that
approximately 25% of HCC present actionable mutations, but the prevalence of most mutations is <10%.52 Therefore, the
development of drugs targeting specific gene mutations in the treatment of liver cancer is a complex and inefficient
approach, which seems to be not an ideal choice.

Then we analyzed the functions of genes related to these 12 TRIMs using GO enrichment analysis and KEGG
pathway enrichment analysis. As expected, functions of these genes are primarily related to transcriptional misregulation
in cancer, p53 signaling pathway, alcoholism and viral carcinogenesis, FoxO signal pathway, PI3K-AKT pathway, cell
cycle, microRNAs in cancer. P53 is an important tumor suppressor gene. Its mutation is the most common in HCC.30

Alcoholism and viral infection are the most risk factors for HCC.10 The FoxO signal pathway and PI3K-AKT pathway
play important roles in the proliferation, invasion, and metastasis of hepatocarcinoma cells.53,54 These data suggest that
the differentially expressed TRIMs are potential drug therapeutic targets in HCC.

It was reported that immune cell infiltration could affect the progression and the recurrence of different types of
tumors. And the type and abundance of infiltrated immune cells could also act as a marker of response to immunotherapy
and clinical outcome. In this study, we explored the correlation between six types of immune cells, B cells, CD8+ T cells,
CD4+ T cells, macrophages, neutrophils, and dendritic cells with the expressions of TRIMs. Previous studies have
revealed the infiltrated of CD8+ T cells were the major subset that perform anti-tumor effector functions.55 The role of
tumor-infiltrating B cells and CD4+ T cells in the development of HCC remains controversial.56,57 Kupffer cells
(Macrophages in the liver), DCs and neutrophils have been identified as exacerbating factors and predictive of
a poorer outcome in the pathogenesis of HCC.58,59 Our results showed the correlation between TRIMs expression and
CD8+ T cells were weaker than macrophages, neutrophils, and dendritic cells. It suggested that TRIMs may promote the
infiltration of innate immune cells and aggravate the pathogenesis of HCC.

Conclusion
In the present study, we used bioinformatic analysis to identify 12 TRIM family genes and explored the roles they play in
the development of HCC. Our result provides novel insights into the function of TRIM family genes, which may be used
as potential references for drug targets and accurate survival predictions in patients with HCC.

Data Sharing Statement
The datasets analyzed for this study can be found in the ONCOMINE, UALCAN, GEPIA cBioPortal, STRING and
DAVID 6.8, TIMER web resources.
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