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Background and aims: Warm ischaemic injury (WII) stems from incorrect energy metabolism and is the main cause of graft
dysfunction. Mitochondria, as the centre of cellular metabolic activities, may be the key in identifying accurate indicators for evaluating the
quality of grafts. Our research focuses on the screening, clinical application, andmechanism of the optimal WII mitochondrion biomarker.
Approach and results: Using a 100% hepatic warm ischaemia mouse model, without reperfusion, transmission electron
microscopy demonstrated evident morphological changes of hepatic mitochondria at 15 min of ischaemia. However, all 13 mt-
mRNAs could not display continuously upregulated consistency at 0–15–30–60 min during WII. High-throughput analysis of miRNA
expression in both purified mitochondria and liver tissues suggested miR-23b-5p was a potential mitochondrial microRNA (mitomiR)
biomarker with high sensitivity and 0-15-30-60 min change consistency. Fluorescence in-situ hybridization and reverse transcription
quantitative polymerase chain reaction (RT-qPCR) further confirmed the results. Through overexpression and inhibition, the
functionality of this mitomiR during WII was identified as a protective regulator in vitro and then verified in Dicer1fl/flAlbCre mice by
downregulation of other miRNAs and supplementation of mature mitomiR-23b-5p. Dual-luciferase reporter assay and the Seahorse
XF analyzer determined that mitomiR-23b-5p reduced mitochondrial respiratory function by silencing mt-RNR2 (16S). Clinically,
mitomiR-23b-5p was positively correlated with serum alanine aminotransferase levels 3 days after the operation (P=0.032), and the
C-statistic for 90-day graft survival rate was 0.698.
Conclusions: MitomiR-23b-5p plays a protective regulatory role and implements a special mitochondrial regulation mechanism not
yet reported in WII. These clinical results further support the experimental result that the expression of MitomiR-23b-5p is closely
related to the prognosis of clinical liver transplantation patients. This is a promising new biomarker for WII evaluation of donor livers.
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Introduction

Liver transplantation (LT) is the only treatment for end-stage liver
disease. The incidence of primary graft nonfunction for donation
after circulatory death has decreased from 15.5% in the 1990s to
2.1% in recent years[1]. In all donations, the primary graft

nonfunction levels have declined from 3.8 to 2.2%, respectively.
However, after LT, the incidence of early graft dysfunction is
7.2–27%[2]. If liver graft function fails without re-transplantation,
the chance of death reaches 100%; the high re-transplantation
cost should also be considered. Therefore, it is important to for-
mulate high-precision evaluation criteria for donor liver quality[3].

Presently, the selection criteria for liver grafts at most trans-
plantation centres are based on clinical information such as age,
transaminase, total bilirubin, ICU stay time, ischaemia time,
pathology (such as steatosis), and imaging examination of
potential donors. However, these indicators are inaccurate under
the current organ acquisition mode[4]. Research has revealed
various new biomarkers, including glutamate dehydrogenase,
cytochrome c oxidase, caspase activity, achmg1, and caspase
cleaved/full-length cytokeratin-18, which were shown to have
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• Systematic searching for warm ischaemia injury (WII)
biomarkers in liver mitochondria.

• Precise display of miR-23b-5p functions in the liver of
Dicer1fl/flAlbCre mice.

• A special mitochondrial regulation mechanism for miR-
23b-5p not yet reported in WII.

• MiR-23b-5p promising in solving WII evaluation difficul-
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lower comprehensive specificity and sensitivity than alanine
aminotransferase (ALT) or aspartate aminotransferase[5–7].
Neutrophil gelatinase-associated lipocalin is a newly discovered
blood marker of ischaemia injury, which can distinguish the
reperfusion phase[8]. Molecular markers involved in liver injury
include hepatocyte-derived microRNAs, such as miR-122, miR-
148a, and miR-194, which are more specific than traditional
molecular biological indicators. A previous study determined that
miR-122 was an earlier and more sensitive indicator than ALT in
a pig model of liver injury caused by cardiogenic shock[9].
However, the response time of miR-122 to hepatic warm
ischaemic injury (WII) was slow, and 20 min after human donor
hepatic warm ischaemia, the expression level dropped con-
siderably, taking a further 10–20 min to drop to 50%[10]; most
transplant centres believe that liver grafts with ischaemia for
longer than 30 min are unsafe.

Ischaemia-reperfusion injury (I/RI) is the main reason for
“marginal donor liver” and causes graft dysfunction after LT.
The duration of WII in donor organs directly affects the severity
of I/RI and thus considerably affects the prognosis of LT [11]. The
core ofWII is incorrect energy metabolism, and mitochondria are
the centre of cellular metabolic activities. Mitochondria may be
the key to finding more accurate indicators of WII. During WII,
the abnormal expression level of miRNAs in mitochondria,
namely mitomiRs, may directly and rapidly lead to the abnormal
function of mitochondria. In contrast, swollen and cracked
mitochondria may release mitomiRs into the cytoplasm or the
serum, which could be an early warning indicator of mitochon-
drial damage. However, most mitomiRs involved in mitochon-
drial energy metabolism were found by gene chip screening, and
most of their functions are unclear. According to a systematic
search, our research focused on the optimal WII mitochondrion
biomarker as a potential solution for WII evaluation difficulty,
while also clarifying its specific mechanism in WII.

Methods

Donors and recipients of LT

A total of 219 donor liver samples met the inclusion criteria. See
supporting information (S1, Supplemental Digital Content 5,
http://links.lww.com/JS9/A496) for inclusion criteria, exclusion
criteria, detailed cohort data, and ethics. A total of 148 samples
were included in the test set, and followed up until December
2020. The average follow-up date was 548.10 ± 240.46 days
postoperation. The other 71 samples that met the requirements
comprised the validation set and were followed up until April
2022. The minimum follow-up time was no less than 90 days.

Animals and treatments

Our work has been reported in accordance with the ARRIVE
guidelines (Animals in Research: Reporting InVivoExperiments) [12].
Details are described in S1, Supplemental Digital Content 5, http://
links.lww.com/JS9/A496.

Statistical analyses

R (version 4.0.5) was used to analyze the relevant data.
Categorical data were presented as numbers (percentage) and
compared using Pearson’s χ2 and Fisher’s exact tests. Continuous
variables were expressed as the mean value ± SD and analyzed

using a t-test and repeated measure analysis of variance. Overall
graft survival was estimated via the Kaplan–Meier method. P less
than 0.05 was considered to be statistically significant.

Other research methods and details

Further details are described in S1, Supplemental Digital Content
5, http://links.lww.com/JS9/A496.

Results

Early changes during the ischaemic stage in I/RI: Focus on
the mitochondrion

We used immunohistochemistry and immunofluorescence to
detect major apoptosis indicators in livers of wild-type
C57BL/6 mice during WII. After reperfusion, the results of
ischaemia for 60 min (I-60 min) and I-30 min displayed evi-
dent apoptotic damage in liver tissue (Figure 1 A; Supporting
Fig. S1, Supplemental Digital Content 2, http://links.lww.com/
JS9/A493). Western blot identified that after reperfusion the
expression of Caspase-9 and Caspase-3 at I-30 min was sig-
nificantly higher and Bcl-2 was significantly lower than that in
normal liver tissue (P< 0.01; Figure 1 D). However, at
I-15 min after reperfusion, in accordance with our immuno-
histochemistry and immunofluorescence results (Figure 1C),
classical apoptosis indices (Caspase-9, Caspase-3, and Bax)
were unable to indicate any obvious injury; only the apoptosis
mitochondrial pathway upstream factor Bcl-2 was markedly
reduced. Therefore, the appearance of early evident injury
after reperfusion may take about I-30 min; detection for the
degree of WII within I-30 min is probably the key to evaluate
graft quality. For I-60 min without reperfusion, no signifi-
cant difference in apoptosis (Caspase-3 and TUNEL), oxida-
tion (superoxide dismutase level, which is closely related to
tissue oxidation level in WII[14]), or optical morphology was
found (Figure 1A, C). Still, without reperfusion, there were
no significant morphological, immunohistochemical, immu-
nofluorescent under a light microscope, or western blot
changes within I-30 min. However, without reperfusion,
transmission electron microscopy demonstrated evident mor-
phological changes in mitochondria at I-15 min (Figure 1C).
Using high-throughput sequencing for mRNA expression at
each ischaemia time point (three samples in the normal group
and eight samples in either I-15, I-30, or I-60 min), we found a
total of 316 upregulated genes at I-15 min (P< 0.05 and fold
change ≥ 2); signal path enrichment analysis suggested that
the signal path that changed through each ischaemia time
point was the mitochondrial apoptosis path (Figure 1B,
Supporting Fig. 2, Supplemental Digital Content 3, http://
links.lww.com/JS9/A494). Other detailed data of high-
throughput sequencing results are shown in S2, Supplemental
Digital Content 6, http://links.lww.com/JS9/A497.

Screening and identification of mitomiR-23b-5p as the target
biomarker

The purity and integrity of mitochondrial extraction are particu-
larly important for the relative quantitative analysis of the changes
in biological macromolecules in mitochondria. Transmission elec-
tron microscopy showed that the mitochondria extracted during
this study met the requirements of high purity and complete
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Figure 1. Mitochondrial changes in apoptosis possibly possess a more sensitive response to hepatic ischaemia. Warm ischaemia (I), Reperfusion (R). (A, C) The
degree of tissue oxidation- [Immunohistochemistry (IHC)-SOD], apoptosis- (IHC-Caspase-3), and morphological change-related indicators in different ischaemic
and reperfusion periods of mice livers [IHC, transmission electron microscope (TEM)]. The obvious injury occurred at I-30 and I-60 min (Supporting Fig. S1,
Supplemental Digital Content 2, http://links.lww.com/JS9/A493) after reperfusion. There were no significant morphological, immunohistochemical, or immuno-
fluorescent changes observed under a light microscope at I-15, I-30, or I-60 min without reperfusion. Via TEM, the mitochondria of the I-60 min without reperfusion
conformed with Flameng [13] 2–3 points, whereas those of the I-60 min with R-2 h conformed with Flameng 3–4 points. We were able to observe evident structural
changes in the mitochondria at I-15 (Flameng 2 points). (B) High-throughput sequencing of the transcriptome at each ischaemia time point (three samples in the
normal group and eight samples in either I-15, I-30, or I-60 min group). Signal pathway enrichment analysis suggested that the signal pathway that changed
throughout each ischaemia time point was the mitochondrial apoptosis pathway. (D) Western blot analysis of the apoptosis-related molecules Caspase-9,
Caspase-3, Bcl-2, and Bax.
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Figure 2. Targeting molecular biomarkers of warm ischaemia. (A) Mitochondria were extracted from mouse liver tissue, and the structure of mitochondria was
complete and highly enriched. (B) Among the 13 mitochondrial genomic mRNAs, the expressions of mt-ND3, ND4L, and ND4 were significantly upregulated after
15 min of ischaemia. Only mt-ND5 had a consistent upregulation trend from 0 to 30 min. (C) Compared with that in the control group, the expression of 25 miRNAs
at I-15min, 44miRNAs at I-30min, and 40miRNAs at I-60 was significantly upregulated, whereas four types of the samemiRNAs existed among the I-15, I-30, and
I-60 min groups. (D) To preliminarily screen the miRNA enriched in the mitochondria after extraction, miRNA chip showed the relative expression of miRNAs in
normal and I-15min groups. ThemiRNA shown in the red box has human-mouse homology and is consistent with the chip and sequencing results. (E) The primary
liver cells were extracted from a mouse liver and cultured in a petri dish for FISH. (F) The expression of mitomiR-23b-5p increased gradually under 1% hypoxia
induction; *P<0.1, **P< 0.05, ***P<0.01.

Kong et al. International Journal of Surgery (2023)

1883



structure (Figure 2A). To explore biomarkers within I-30 min in
mitochondria, we extracted mitochondria and performed (Reverse
Transcription Quantitative Polymerase Chain Reaction (RTqPCR)
analysis on all 13 mitochondrial mRNAs (mt-mRNAs; S3,
Supplemental Digital Content 7, http://links.lww.com/JS9/A498;
n=3 for each mRNA), which showed that the expression of 12
mt-mRNAs during WII at 0, 15, and 30 min lacked consistency;
only mt-ND5 displayed a trend of continuous increase at I-15 min
and I-30 min (Figure 2B). Generally, the half-life period of mRNA
in vivo is short. For instance, the half-life of histone mRNA in the S
phase is ~10–40 min[15]. This is consistent with our observed mt-
RNA results, which showed a lack of sustained upregulated
expression at I-60 min. Interestingly, although the stability of dif-
ferent miRNAs with corresponding half-lives ranging from 1.5 h to
more than 13 h varies greatly among cells, it is potentially con-
siderably higher than that of non-miRNAs in general[16].

Further, after mitochondrial extraction, miRNA chips
(Affymetrix GeneChip miRNA 4.0) at I-15 min (n=3) demon-
strated 49 upregulated miRNAs (P<0.05 and fold change
≥ 1.5); these miRNAs are probably mitochondria enriched
miRNAs (mitomiRs) with high sensitivity to I-15 min. However,
the method of mitochondrial extraction is slow and inefficient,
resulting in inefficient rapid detection of donor liver. Thus, we
tried to observe whether these upregulated miRNAs (possibly
mitomiRs) could still show considerable upregulated expression
without mitochondrial extraction. Through miRNA sequencing
of mouse liver tissue (non-extracted mitochondria), compared
with normal tissue (n=3), there were 25, 44, and 40 cases of
upregulated miRNA expression at I-15 (n= 8), I-30 (n= 8), and
I-60 min (n=5), respectively, of which 4 cases had the same
0–15–30–60 min increasing trend (Figure 2C). Only one miRNA
expression change detected via an miRNA chip (fold change
≥ 1.5) in the extracted mitochondria was matched with miRNAs
detected via high-throughput sequencing without extracted
mitochondria (Figure 2D). This match suggests that this miRNA
may be a mitomiR rather than common miRNA, possess a con-
stant I-15–30–60 min increasing trend, and can be effectively
extracted and detected in tissues without mitochondrial extrac-
tion. This miRNA (miR-23b-5p) also has human and mouse
homology for the nucleotide sequence. In the primary culture of
mice liver cells, miR-23b-5p was confirmed by FISH under a
confocal microscope to be a mitomiR with a Pearson’s coefficient
of 0.838 and an overlap coefficient of 0.915 (Figure 2E). Reverse
transcription quantitative polymerase chain reaction (RT-qPCR)
detection under 1% hypoxia culture also verified that expression
of miR-23b-5p was positively correlated with hypoxia culture
time (Figure 2F). Sample quality control, correlation detection,
and other detailed data of high-throughput sequencing and chip
results are presented in S4, Supplemental Digital Content 8,
http://links.lww.com/JS9/A499.

Localization, inhibition, and overexpression of mitomi
R-23b-5p in human cells

To verify the external consistency of the function of target
miRNAs, we performed relevant tests in human cells. Through
FISH, fluorescence microscopy showed that mitomiR-23b-5p was
localized and enriched in the mitochondria of human cells (HeLa),
having a Pearson’s coefficient of 0.958 and an overlap coefficient
of 0.964 (Figure 3A). We used the lentivirus vector to inhibit the
target miRNA in 293T cells; the specific viral design is shown in

S1, Supplemental Digital Content 5, http://links.lww.com/JS9/
A496. The lentivirus transfection efficiency of miR-23b-5p was
greater than 80% (Figure 3B). Because the transfection occupied
the fluorescent channel, we used Annexin V-APC single-staining
flow cytometry for the detection of apoptosis (Figure 3C). On the
third day after transfection (transfection efficiency ≥ 80%), the
cells were cultured at 1% hypoxia for 24 h. Subsequently, flow
cytometry demonstrated that inhibition of miR-23b-5p sig-
nificantly increased the degree of apoptosis after hypoxic culture
(8.64±0.06% vs. 1.09±0.16%; P<0.01). However, we did not
observe any significant differences in the degree of apoptosis after
miR-23b-5p expression was upregulated (2.22 ±0.63% vs.
1.55±0.19%; P=0.16). Upon further study via western blotting,
the Bcl-2 expression level was significantly reduced under nor-
moxic conditions after miR-23b-5p inhibition (P=0.009). Under
1% hypoxia induction, the difference in Bcl-2 expression was
more significant (P<0.001). Additionally, we did not observe
significant differences under normoxic or hypoxic conditions for
the protein expression levels of Caspase-3, Caspase-9, and Bax
(Figure 3D). Overall, 293T cells cultured under 1% hypoxia
conditions after the inhibition of miR-23b-5p exhibited an
increased apoptotic proportion, possibly due to the decreased
expression of Bcl-2.

In-vivo studies confirmed that mitomiR-23b-5p exerts a
protective effect in I/RI

Because I/RI is the result of complex interactions between many
factors, the results we observed needed to be verified in vivo (n=3
for each point in time). Wild-type C57mice were transfected with
adeno-associated virus (AAV) 9-mmu-miR-23b-5p inhibitors to
achieve the target miRNA inhibition. Virus construction is
demonstrated in S1, Supplemental Digital Content 5, http://links.
lww.com/JS9/A496. Figure 4A shows the transfection efficiency
of several frozen mouse liver tissue sections, all of which were
greater than 80%.

There was no significant difference in the TUNEL results in
mitomiR-23b-5p-inhibited wild-type mice under ischaemic or
normal conditions (Figure 4C). However, western blot results
showed that the expression level of the Bcl-2 protein was notably
downregulated after WII (Figure 4 D). Interestingly, Bax, which
was expected to increase, decreased considerably (Figure 4D).
Considering the possible functional overlap and interaction
between miRNAs, the resulting in-vivo phenotypes of wild-type
mice may be considerably affected. Dicer1 encodes a key pro-
cessing protein converting pre-miRNA to mature miRNA.
Knocking outDicer1 reduces the expression of most miRNAs. By
supplementing specific mature miRNAs after knocking out
Dicer1, the effect of target miRNAs can be observed separately.
Therefore, we selected Dicer1fl/flAlbCre inducible knockout
transgenic mice. AAV9-TBG-Cre was used to induce the hepatic-
specific expression of the Cre enzyme, and Dicer1 was knocked
out in the liver cells. The specific viral design is shown in S1,
Supplemental Digital Content 5, http://links.lww.com/JS9/A496
and Figure 4E. Western blot results reflected a Dicer1 knockout
efficiency greater than 90% (Figure 4F). After Dicer1 knockout,
we used more stable agomiR-miR-23b-5p for the supplementa-
tion of target miRNA. Fluorescence microscopy showed that
agomiRs entered the cytoplasm of the liver around the nucleus
(Figure 4G). As a result, after mouse liver cells were transfected
with the mitomiR-23b-5p, a low apoptosis level was observed in
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the TUNEL (Figure 4H) and western blot results (Figure 4I).
Overall, these results suggest that mitomiR-23b-5p has a pro-
tective effect in the process of hepatic I/RI in mice.

Expression of miR-23b-5p in human donor liver and
prognosis of liver transplant recipients

Among the 238 donor liver samples we collected as test set, only
148 met the inclusion criteria (S1, Supplemental Digital Content
5, http://links.lww.com/JS9/A496). The median value of target
miRNA expression was used for experimental grouping. The
basic clinical information of the donors and recipients is shown in
Figure 5A. As per the baseline comparison, no notable difference
between the groups (high and low expression of mitomiR-23b-5p)
was observed. Compared with that in the low-expression group,
the ALT level at postoperative day 3 (ALT-POD3) in the high
mitomiR-23b-5p-expression group was higher (P=0.032, Figure
5C), with a positive correlation trend (P=0.022, Figure 5D). The

GSR of the high-expression group at 20 months was 89.2%
(17.93±0.69), whereas that of the low-expression group was
98.6% (19.76±0.24); log-rank (Mantel–Cox) test, P=0.016
(Figure 5F). The receiver operating characteristic curve of the GSR
of mitomiR-23b-5p at 90 d after the operation showed an area
under the curve (AUC; C-statistic) of 0.698 (Figure 5E). In the
validation set of 71 samples meeting the criteria, the AUC was
0.691 (Supporting Figure 3, Supplemental Digital Content 4,
http://links.lww.com/JS9/A495). When the minimum P value was
obtained from the GSR Kaplan–Meier survival curve (P<0.01),
the optimal cut-off value of this biomarker (logarithm) for 90-day
GSR was 1.95. The 20-month GSR in the high-expression group
was 88.6%, whereas that in the low-expression group was 98.7%
(P<0.01; Figure 5G). In the univariate analysis for GSR,
mitomiR-23b-5p expression after logarithmic treatment was the
unique statistically significant factor compared with the expres-
sion of conventional indicators, and only this factor reached P less

Figure 3. Overexpression and inhibition of mitomiR-23b-5p in 293T under hypoxia. (A) Human HeLa cells under confocal super-resolution optical microscope.
(B) The transfection efficiency of miR-23b-5p overexpression (OE) and the inhibition by lentivirus in 293T cells were both higher than 80%. (C) Annexin V-APC single
staining for apoptosis detection. After 24 h of 1% hypoxia culture, there was a significant increase in apoptosis in the inhibited group detected by flow cytometry.
(D) Western blot analysis was used to detect the expression of the main functional molecules in the apoptosis pathway (Caspase-9, Caspase-3, Bcl-2, and Bax) in
the inhibited group after being cultured for 24 h under 1% hypoxia and normoxia. The expression of Bcl-2 in the miR-23b-5p-inhibited group was significantly
reduced under normoxia, and the downregulation of Bcl-2 expression was more significant under hypoxia.
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Figure 4. The function of mitomiR-23b-5p in mice during ischaemia-reperfusion injury (I/RI). (A) After 28 days of transfection of AAV-miR-23b-5p-inhibitor into wild-type
C57mice, the transfection efficiency was shown by frozen-section fluorescencemicroscopy. (C) In TUNEL, we observed that the apoptosis in miR-23b-5p-inhibitedmice
did not change significantly after WII. (B, D) Western blot detection of apoptosis-related molecules showed that miR-23b-5p could significantly downregulate Bax and
Bcl-2 expression; however, the effect on Bcl-2 was greater. (E) By transfection with TBG-Cre-AAV9, knocking out Dicer1, most miRNA expression in hepatocytes was
downregulated; then, by reinfusion of the mature miR-23b-5p (agomiR), the specific function of this miRNA in the liver was observed. (F) Western blot analysis showing
Dicer1 knockout efficiency (***P<0.01). (G) The transfection efficiency of the virus and agomiR-miR-23b-5p was more than 80%. There was a high concentration of
agomiR-miR-23b-5p in hepatic sinusoids, whereas agomiR-miR-23b-5p around the nucleus could be seen in hepatocytes. (H) The miR-23b-5p–upregulated group
showed a lower apoptosis level in TUNEL. (I) Western blot analysis showed that the miR-23b-5p–upregulated group could upregulate Bax and Bcl-2 expression during
the process of I/RI; however, the upregulation of Bcl-2 expression was more significant.

Kong et al. International Journal of Surgery (2023) International Journal of Surgery

1886



Figure 5. Prognostic markers of liver transplantation. (A) Relevant clinical baseline data of donors and recipients; According to the median value, miR-23b-5p was
divided into high-expression and low-expression groups, respectively. Tb, sCr, AST, ALT [median (range)]. * Mann–Whitney U. (B) In univariate analysis, a significant
statistical difference in the expression of mitomiR-23b-5p after logarithmic treatment was observed compared with other conventional indicators, and only this
factor showed P<0.05 in multivariate analysis (**). (C, D) Pearson’s correlation test showed that the logarithmic expression levels of two biomarkers were closely
related to the expression level of POD3-ALT (P= 0.022). (E) Receiver operating characteristic curves for 90-day GSR with a significant statistical difference
(AUC=0.698; P=0.022). (F, G) The 20-month GSR. The best cut-off value of mitomiR-23b-5p was 1.97, as calculated by X-tile software. ALB, albumin; AST,
aspartate aminotransferase; HGB, haemoglobin, INR, international normalized ratio; IS, ischaemia; LDH, lactate dehydrogenase; MELD, model end-stage liver
disease; Plt, platelet; sCr, creatinine; TB, total bilirubin; WBC, white blood cell.
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Figure 6. A potential mechanism of miR-23b-5p in mitochondria. (A) The top 20 potential binding sites of mt-RNR1 and mt-RNR2 to miR-23b-5p. (B) EP: Empty
plasmid. Dual-luciferase reporting showed that miR-23b-5p could not bind to the target gene rRNA1 3’UTR and could not inhibit its expression; the experimental
group (Luc-RNR2-3’UTR + miR-23b-5p), compared with the control group, had a significant decrease (P< 0.05), indicating that the miRNA could bind to the
target gene and inhibit its expression. (C) Transcriptome sequencing was performed in the inhibition and overexpression (OE) groups. Mitochondria encoded a total
of 13 mitochondrial proteins and two mitochondrial ribosomal RNAs. Among them, the mitochondrial genomic transcriptional RNAs conforming to the classical
miRNA silencing mode—after mitomiR-23b-5p expression was upregulated, target RNA expression was downregulated, and vice versa—were mt-RNR1 and mt-
RNR2. (D) Mitochondrial respiratory functional gene expression. After the upregulation of miR-23b-5p expression, the expression of most mitochondria function–
related transcriptome mRNAs was significantly downregulated, and vice versa. (E, F) ATP production decreased in the OE group, whereas basal respiration and
maximal respiratory capacity increased in the inhibition group compared with those in the OE, normal, and control groups.
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than 0.05 via multivariate analysis. According to the results, it
was suggested that mitomiR-23b-5p could be an independent risk
factor for the survival of LT grafts (Figure 5B).

Hsa-miR-23b-5p affects mitochondrial respiratory function
primarily via mitochondrial RNR2 silencing

To further clarify the specific biological role of mitomiR-23b-5p
in mitochondria, we performed transcriptome sequencing after
using lentiviral vector-transfected 293T cells for the over-
expression (OE) and inhibition of mitomiR-23b-5p. Detailed
sequence data are presented in S5, Supplemental Digital Content
9, http://links.lww.com/JS9/A500. The results showed that
mitomiR-23b-5p inhibition could increase the expression levels
of mt-RNR1 and mt-RNR2 in mitochondria, whereas mitomiR-
23b-5p-OE had the opposite effect (Figure 6C). The possible
binding sites of RNR1 and RNR2 are demonstrated in Figure 6A.
Detailed binding site analysis is demonstrated in S6,
Supplemental Digital Content 10, http://links.lww.com/JS9/
A501. In the follow-up dual-luciferase report, we found that
human miR-23b-5p could silence RNR2 after mutating seven
putative binding sites (Figre. 6 B; specific sites are shown in S6,
Supplemental Digital Content 10, http://links.lww.com/JS9/
A501). We also selected three sites for the mutation of RNR1;
unfortunately, the results did not indicate that miR-23b-5p could
silence RNR1 (S6, Supplemental Digital Content 10, http://links.
lww.com/JS9/A501).

We analyzed the changes of miR-23b-5p in mitochondrial
function via transcriptome sequencing. The specific mitochon-
drial genes encoding protein complexes I–V in the electron
transport chain are presented in Figure 6D. For miR-23b-5p-OE,
the encoded gene for the constituent proteins of each complex
was generally downregulated; however, after miR-23b-5p
expression was inhibited, gene transcription for each complex
component protein was generally upregulated. To verify whether
the sequencing results reflected an actual functional role in
mitochondria, we tested the mitochondrial respiratory function
of 293T cells. The Seahorse XF mitochondrial pressure test
showed that ATP production was markedly reduced in
miR-23b-5p-OE cells. The basal respiration rate and maximum
respiratory capacity of the miR-23b-5p–inhibited cells were

considerably upregulated (Figure 6E). The correspondence
between the mitochondrial respiratory function and the quanti-
tative analysis results are demonstrated in Figure 6F. Overall, the
upregulation of mitomiR-23b-5p expression inhibited ATP pro-
duced by mitochondrial respiration; conversely, its inhibition
increased the maximum respiratory capacity of mitochondria.
These results were consistent with the mitochondrial function
analysis via sequencing.

Discussion

WII is one of the most difficult injuries to measure or detect in
donor livers. In the absence of high-precision quality index
parameters, conservative evaluation results in a high abandon-
ment rate of donor organs. Optimized evaluation of donor liver
will help transplant physicians distinguish the high-risk “marginal
donor liver” from the high-quality donor liver to improve the
survival rate of transplanted organs and reduce the rate of organ
abandonment. The main finding of our study was an optimal
mitochondrial biomarker that can assist the current donor liver
evaluation method, revealing promising results in solving WII
evaluation difficulty; we also revealed a new mechanism where
mitomiR silences mitochondrial ribosomal RNA (rRNA) to reg-
ulate mitochondrial function. Although there are many available
prognostic models for LT, the basic elements adopted by most
models are common as clinical detection indicators. To meet high
accuracy, scoring models usually include more than 10 influen-
cing factors, and most of these models include information after
LT, such as recipient surgery and early prognosis information[17].
The current multi-factor prediction model is not ideal in practi-
cality and multicenter verification, having a C-statistic within
0.54–0.70[18–22]; the main reason remains the lack of high-pre-
cision biomarkers. The newly discovered biomarker mitomiR-
23b-5p is closely related to WII of the donor liver and is a pre-
operative predictor with independent prediction potential, with a
potential AUC of 0.698 (90-day GSR).

MitomiRs and mt-rRNA silencing

Unlike other organelles, mitochondria are semi-autonomous and
contain certain functional genes. mtDNA gene expression is

Figure 7. Mechanism of miR-23b-5p in mitochondrial respiration. miRNAs localized in the mitochondria are known as mitomiRs[49]. Their classical pattern is as
follows: Pri-miRNAs are transcribed from the nucleus and then cleaved into pre-miRNAs by Drosha; subsequently, they exit the nucleus into the cytoplasm, where
they are processed intomaturemiRNAs by Dicer and are finally transported into themitochondria[50]. Mt-RNR1 is bound and silenced by the RNA-induced silencing
complex (RISC), which interferes with the translation of relevant mitochondrial genomic functional genes.
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regulated coordinately before and after transcription, and it has
been found that interference with its expression leads to various
human diseases. The ribosome is the core component of the
protein synthesis apparatus and is one of the most conserved and
complex molecular machines in cells. Each ribosomal subunit
contains many ribosomal proteins; however, rRNA plays the
most critical functional role. Interestingly, mitochondria are also
organelles with ribosomes, and ribosomes in mitochondria are
called mitochondrial ribosomes. The rRNA in mitochondria
comes from the mitochondrial genome itself, namely mt-RNR1
(12S) and mt-RNR2 (16S). Changes in the mechanisms of these
two rRNAs will significantly affect mitochondrial function.
Currently, 14 mitochondrial small-subunit 12S rRNA methyla-
tion sites are functional, whereas 24 large subunit sites have been
found[23]; any changes within these subunits significantly affect
mitochondrial respiratory function and lead to various dis-
eases[24]. These findings suggest that mitochondrial rRNA plays a
vital role in mitochondria, suggesting that miRNAs may interfere
with the transcription of genes related to mitochondrial respira-
tory function by regulating rRNA. However, whether mitomiRs
play an mRNA silencing role in mitochondria, as they do in the
cytoplasm, depends on whether mitochondria have RNA-
induced silencing complex (RISC). Interestingly, RISC formation
occurs in the cytoplasm; however, recent studies have shown that
RISC is also found in mitochondria[25–31]. Theoretically, this
implies that mitomiRs can silence mRNAs produced by
mitochondrial DNA.

Phenotypic and functional studies of miR-23b-5p lacking
reports on mitochondrial function

Many studies have reported various miRNAs participating and play-
ing important roles in the regulation of I/RI. For instance,miR-21 has a
protective effect on I/RI, andmiR-122 is closely related to I/RI[32]. miR-
23b is a member of the miR-196s family and is generated by an
independent gene, miR-23b, located on chromosome 7.7[33]. Studies
have found thatmiR-23b is closely related to cell proliferation, tumour
invasion, apoptosis, and WII[34,35]. miR-23b has two types of mature
bodies and can exercise the function of miRNA, which are processed
from the 5’ and the 3’ ends of miR-23b-5p and miR-23b-3p, respec-
tively. At present, there are only a few reports on miR-23b-5p. Most
studies are at the stage of phenotype research. The sequencing results
suggest that the expression level of this miRNA is closely related to a
variety of diseases, such as late-onset preeclampsia[36], lung adeno-
carcinoma[37], Graves’ disease[38], and myeloid leukaemia[39]. The
research on miR-23b-5p in terms of warm ischaemia remains scarce.
Still, in recent years, some studies have observed that its precursormiR-
23b is closely related to WII, and even in peripheral blood, it can be
used as a marker of myocardial infarction[40]. These views are con-
sistent with our findings.

In a functional study, Zhao et al.[41] found that miR-23b may
increase I/RI, primarily via the p53 pathway . Boureima and
colleagues knocked down and overexpressed miR-23b-5p in vivo
and selected cardiomyocytes as research targets. The results
showed a marked negative correlation between the expression
level of miR-23b-5p in myocardial tissue and cardiac size and
function[42]. In recent years, miR-23b-5p has been found to inhibit
the occurrence and development of tumours in gastric cancer,
oesophageal adenocarcinoma, prostate cancer, colorectal cancer,
and lung cancer[43–47]. Hu et al.[37] found that miR-23b-5p
can inhibit the proliferation and migration of h1975 cells and

miR-23b-5p inhibition promotes the proliferation and migration
of A549 cells . Additionally, miR-23b-5p was reportedly related
to the Wnt/b-catenin[48] and ERK signalling pathways in tumour
cells[46] and was suggested to be related to the HMGB2 pathway
in cardiomyocytes[42]. Using dual-luciferase reporter analysis and
RNA immunoprecipitation analysis, Dong and colleagues found
direct evidence that miR-23b-5p can bind to CCAT2 [37].

The similarity between these studies is that the downregulation
of miR-23b-5p expression could promote tumour proliferation,
while conversely, inhibition of proliferation can occur. These
phenotypic and functional results are theoretically consistent with
our findings. Additionally, these pathways exist outside the mito-
chondria, and there is no report on the function of miR-23b-5p in
the mitochondria. Combined with our mechanism-research
results, we speculate that miR-23b-5pmay promote the expression
of mitochondrial functional genes after downregulation, which is
manifested as the improvement of mitochondrial respiratory
capacity, increase of oxygen consumption, and increase of ATP
production, thus leading to the rapid proliferation of tumour cells.
We did not observe an increase in apoptosis under normoxia but
speculate that the downregulation of miR-23b-5p expression in
the warm ischaemia environment will increase apoptosis.
Furthermore, we believe that miR-23b-5p may decrease oxygen
consumption in its environment, downregulate the mitochondrial
respiratory capacity, and further reduce the local ROS production
of mitochondria. Because the changes in the mitochondria of
subcellular organelles are difficult to explore by conventional
research methods, many breakthroughs in technology are still
required for accurate measurement. In future work, we aim to
clarify the direct mechanism of miR-23b-5p.

Limitations and application scope

The indicator mitomiR-23b-5p is systematically detected in
mitochondria and can be used for direct detection of hepatic WII
without extracting mitochondria; there may be other highly
effective markers, indicating a need for further relevant research.
Compared with traditional indicators, our newly found indicator
has application limitations that are not completely consistent
with the traditional models. Importantly, because this new bio-
marker is a target marker of WII, it requires the transplant centre
to have a mature transplant system and stable surgical technical
support to reduce other interference factors, such as surgical
complications. The shift of focus away from the traditional
selection criteria, such as ignoring severe fatty liver, may notably
affect the proportion of I/RI damage and thus reduce the pre-
dictive role of this biomarker. The practical significance of this
indicator may compensate for the limitation that the warm
ischaemia time cannot reflect the WII caused by hypoperfusion in
the donor under the abovementioned conditions. Within certain
applicability, this indicator may serve a better purpose than the
warm ischaemia time, realizing the unification of the judgment of
the WII results in each centre. However, this prospect needs
further multicenter large sample clinical validation. Figure 7F.

Conclusions

As a mitomiR, miR-23b-5p plays a protective regulatory role and
performs a uniquemitochondrial regulatorymechanism inWII. It
can reduce mitochondrial respiratory function by silencing mt-
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RNR2 (16S). Our clinical results further support the experi-
mental result that the expression of MitomiR-23b-5p is closely
related to the prognosis of clinical liver transplantation patients.
This is a promising new biomarker for WII evaluation of donor
livers.
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