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Abstract

BACKGROUND

SLC16A8, a lactate efflux transporter, is upregulated in various cancers, but its
effects on tumor microenvironments remain understudied. This research explores
its role in colorectal cancer (CRC) and the impact on the associated microenvir-
onment consisting of vascular endothelial cells.

AIM
To explore the role in CRC and the impact on the associated microenvironment
consisting of vascular endothelial cells.

METHODS

Hypoxic conditions prompted examination of SLC16A8 expression, glycolysis,
lactate efflux, and Warburg effect correlations in CRC cell lines. Co-culture with
HUVEC allowed for endothelial-mesenchymal transition (EndMT) character-
ization, revealing lactate efflux's influence. Knockdown of SLC16A8 in CRC cells
enabled relevant phenotype tests and tumorigenesis experiments, investigating
tumor growth, blood vessel distribution, and signaling pathway alterations.
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RESULTS

SLC16A8 expression was significantly upregulated in CRC tissues compared to adjacent normal tissues and
correlated with disease progression (P < 0.05). Under hypoxic conditions, HIF-1a induced SLC16A8 expression,
leading to enhanced metabolic reprogramming and increased lactate production. siRNA-mediated SLC16A8
knockdown effectively reversed hypoxia-induced changes, including reduced glucose consumption and lactate
production. Co-culture experiments revealed that SLC16A8 knockdown significantly inhibited hypoxia-induced
EndMT in HUVEC cells. In vivo studies demonstrated that SLC16A8 knockdown suppressed tumor growth,
reduced Ki67 expression, and decreased HIF-1a levels. Furthermore, SLC16A8 silencing led to decreased ex-
pression of key metabolic enzymes PKM2 and LDHA, indicating its role in glycolytic regulation.

CONCLUSION
Our findings reveal that SLC16A8 functions as a critical mediator of hypoxia-induced metabolic reprogramming in
CRC progression.

Key Words: SLC16A8; Colorectal cancer; Hypoxia; Glycolysis; Angiogenesis

©The Author(s) 2025. Published by Baishideng Publishing Group Inc. All rights reserved.

Core Tip: Hypoxic SLC16A8 upregulated glycolysis factors in cancer cells. Co-culture with HUVEC increased endothelial-
mesenchymal transition in endothelial cells. Knockdown reversed phenotypes in both cell types. In vivo, SLC16A8 in-
hibition reduced tumor growth and angiogenesis, and enhanced apoptosis.
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INTRODUCTION

Colorectal cancer (CRC) is a frequent gastrointestinal malignancy worldwide. There were 1.9 million new CRC cases and
935000 deaths in 2020, accounting for 1/10 of all cancers[1,2]. And most cases of CRC are not caused by a single factor[3].
Most patients with CRC have no obvious symptoms in the early stage, and about 40%-50% of patients are already in the
advanced stage when diagnosed, who have distant metastases with a 5-year survival rate of only 12.5%[4]. The most
familiar sites of metastasis are the liver, peritoneum and lung[5]. Currently, therapy is based on radical surgery and
radiotherapy][2,6]. While the recurrence and metastasis rates are high after surgery[7]. Therefore, studying the mechanism
of CRC development is beneficial to the accurate diagnosis, precise treatment and early prevention of the disease, which
is also is an effective way to reduce CRC mortality.

Cancer cells undergo metabolic reprogramming to promote growth, survival, proliferation and long-term maintenance
[8]. A common feature of this metabolic alteration is increased glucose uptake and metabolism of glucose to lactate in the
presence of perfectly normal mitochondrial function, a phenomenon known as the Warburg effect, or aerobic glycolysis
[9]. In recent years, research on cancer metabolism has progressively delved into understanding how metabolic al-
terations in tumor cells influence tumor progression[10]. A hallmark of tumor cells is their uncontrolled proliferation.
Unlike healthy cells, tumor cells exhibit rapid growth rates and have significantly higher metabolic demands[11]. The
metabolic profile of tumor cells causes a substantial depletion of metabolites in the local microenvironment, leading to
resource constraints. Besides, waste products produced by tumor cell metabolism may impede the growth of neighboring
cells and the production of excess lactate generates an acidic tumor microenvironment that promotes tumor migration
and invasion[12]. Therefore, molecules that attenuate the Warburg effect of CRC cells have a key role in the treatment of
CRC.

The SLC16 gene family consists of 14 members, which are also known as the monocarboxylate transporter family[13].
SLC16 family members are involved in a wide range of metabolic pathways, including energy metabolism, gluconeo-
genesis, T-lymphocyte activation, intestinal metabolism, spermatogenesis, pancreatic p-cell dysfunction, thyroid hormone
metabolism and drug transport in brain, skeletal muscle, heart and tumor cells[14,15]. SLC16A8, a member of this gene
family, is mainly responsible for the transport of monocarboxylic acid metabolites such as pyruvate, L-lactate and ketone
bodies[16]. SLC16A8 also can participate in intercellular lactate transport across membranes. However, it is not clear that
SLC16A8 promotes CRC malignant behavior by altering the Warburg effect.

In our study, to investigate the role of SLC16A8 in CRC, we first confirmed the expression and prognosis of SLC16A8
in CRC. Besides, we investigated the impacts of hypoxia on the proliferation, epithelial-mesenchymal transition (EMT),
metastasis, glycolysis, and angiogenesis of CRC cells. And we further confirmed the effect of SLC16A8 silencing on these
malignant behaviors of CRC under hypoxia condition. This study was conducted to provide potential targets for the
therapy and diagnosis of CRC.
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MATERIALS AND METHODS

Clinical samples

CRC tissues and paired para-cancerous tissues were collected at Nanchong Central Hospital from January 2022 to
December 2023. Inclusion criteria: None of them received radiotherapy or chemotherapy before surgery and post-
operative pathological examination was confirmed as CRC. Exclusion criteria: Incomplete medical records; preoperative
neoadjuvant therapy; complicated with other systemic malignancies; and severe insufficiency of other organs. All tissues
were rapidly stored at -80 °C. All patients signed the informed consent form approved by the ethics committee of
Nanchong Central Hospital (approval No. 2023-055). This study complied with medical ethics regulations and the
Declaration of Helsinki (Brazil, 2013).

Cell culture, co-culture and treatment

FHC, SW480, RKO, HCT116 and LoVo cell lines were purchased from China National Collection of Authenticated Cell
Culture. Briefly, cells were cultured in RPMI-1640 medium with 10% FBS, 1% Penicillin-Streptomycin solution under 37
°C with 5% CO,. During cell passage, the cells were pre-treated with 0.25% trypsin to digest them into a single-cell
suspension, and the digestion reaction was terminated with complete culture medium. The cells were then subcultured at
a ratio of 1:3. Co-culturing of CRC cells with HUVEC is conducted using a transwell chamber. During the co-culture
process, HUVEC are seeded in the lower chamber, and CRC cells are placed in the upper chamber, maintaining a ratio of
5:1 between the two. The culturing conditions are set at 37°C, 5% carbon dioxide, and 100% humidity.

CRC cells were placed in hypoxia chamber at 0.5% O, with a gas mixture consisting of 95% N,/5% CO, for 1, 6, and 12
hours, and cells cultured under 5% O, were set as control. SLC16A8 siRNA1 (AGCAGUUGGUGGCGACAGCCAJATAT),
SLC16A8 siRNA2 (AGCACAACGCAGGCAGCAGUUATAT), SLC16A8 siRNA3 (UUAGCACAACGCAGGCAG-
CAGdTdT), and NC (AGUUCGGAGACCAGGUGGCCAATAT) were acquired from GenePharma (Shanghai, China).
CRC cells (1 x 10° cells/well) were transfected with the above oligonucleotides by applying lipofectamine 3000 (Invi-
trogen) for 48 hours based on the specification.

gRT-PCR
For clinical tissues, they were ground into powder after treatment with liquid nitrogen, followed by total RNA extraction
using Trizol reagent. For cells, they were directly lysed using Trizol solution. The extraction process was conducted
according to the manual. RNA concentration was quantified using a NanoDrop spectrophotometer, and 1 pg of total
RNA was reverse transcribed to obtain a cDNA template. Specific primers were used, and real-time PCR was performed
using SYBR Green to obtain the Ct values of each sample. The relative mRNA expression levels in each sample were
calculated using the 2 method. ACTB was used as an internal reference in this experiment. The primers’ sequences
were listed in Table 1.

Cell proliferation

For the CCK-8 assay, CRC cells (4 x 10° cells/mL) were seeded in 96-well plates and transfected for 48 hours according to
the experimental design. Subsequently, 10 pL of CCK-8 reagent (Dojindo, Tokyo, Japan) was added to each well. After a
2-hour incubation period, the optical density (OD) value at 450 nm was measured. Cells (approximately 1 x 10° cells)
were subjected to hypoxia or siRNA treatment for 48 hours, followed by detection using the EdU staining kit provided by
Beyotime (Shanghai, China). Briefly, EAU solution was added to the cells and then incubated for an additional 2 hours.
Subsequently, the EAU staining solution was discarded, and the cells were fixed with paraformaldehyde and permeab-
ilized with Triton X-100. The fluorescent detection solution was added, followed by a 30-minute incubation in the dark at
room temperature. Finally, DAPI nuclear staining solution was added to stain the cell nuclei, and the proliferative activity
signals were observed under a laser confocal microscope.

Transwell

Cell migration and invasion capacities were assessed using Transwell chambers (8 pm pore size, Corning). For migration
analysis, CRC cells were harvested and suspended in serum-free medium at a density of 5 x 10* cells per well. The cells
were seeded in the upper chamber, while the lower chamber contained 500 pL complete medium supplemented with 10%
FBS as a chemoattractant. Following 24-hour incubation under standard conditions, non-migrated cells were removed
from the upper surface using cotton swabs. The migrated cells were fixed with 4% paraformaldehyde (20 minutes),
stained with 1% crystal violet (10 minutes), and quantified by counting five random microscopic fields. For invasion
assays, the upper chambers were pre-coated with Matrigel (EMD Millipore; Cat. No. 356234, diluted 1:8 in serum-free
medium). Briefly, 80 pL of diluted Matrigel was applied to each insert and allowed to polymerize at 37 °C for 1 hour. The
subsequent experimental procedures were identical to the migration assay protocol.

Tube formation assay

In this study, to evaluate the impact of CRC cells on endothelial cell angiogenesis, HUVECs were co-cultured with CRC
cells, and their tube formation ability was assessed using a tube formation assay. Matrigel was thawed overnight in
advance at 4 °C in the refrigerator, and was diluted with FBS-free medium. The cells were inoculated with 2 x 10° cells/
well on the surface of the Matrigel at 37 °C for 24 hours. After a few hours, cells begin to form capillary-like structures.
The results were recorded by an inverted microscopy. The degree of tube formation is then quantified by counting the
number of tubes or measuring the total tube length under a microscope.
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Table 1 The primers’ sequences

Name Sequence (5’-3’) Product length (bp)
ACTBF CATGTACGTTGCTATCCAGGC 154

ACTBR CTCCTTAATGTCACGCACGAT

SLC16A8 F TGCCTGCGTTGTGCTAAAG 119

SLC16A8 R GGTTCCTCTGCAACAACAGG

Determination of glucose consumption

In this experiment, a glucose uptake assay kit provided by Abcam was utilized. Briefly, after subjecting cells to hypoxia or
siRNA transfection, they underwent starvation treatment. Subsequently, cells were incubated with 2-deoxyglucose (2-
DG), a glucose analog, with or without insulin stimulation. Cells were then lysed to measure the intracellular 2-DG
content. The concentration of 2-DG6P was quantified by measuring the absorbance at OD,,,,,, in the lysate. A standard
curve for 2-DG6P was established prior to the experiment based on standard samples.

lactate concentration detection

To perform the L-lactate assay, an L-lactate assay kit (abcam, ab65331) was used. Cells were harvested (approximately 2 x
10¢ cells), and washed with cold PBS, and homogenize by pipetting. Afterwards, homogenate was centrifuge at 4 °C for 5
minutes to remove insoluble material, then keep the supernatant on ice. The endogenous lactate dehydrogenase was
removed using Deproteinizing Sample Preparation Kit - TCA (ab204708). Then 50 pL of reaction mix per reaction was
prepared, following the provided amounts for assay buffer, developer solution, and enzyme mix. Besides, standard wells
were set up with 50 pL of standard dilutions and sample wells with 2-50 uL of samples, adjusted to 50 uL with lactate
assay buffer. Incubate the plate at room temperature for 30 minutes and measure at OD,;,,... Calculate concentrations by
comparing with the standard curve, adjusted for any sample dilution.

Detection of ECAR

After hypoxia or siRNA transfection, cells were seeded into a 96-well Seahorse microplate (cell density 2 x 10¢/mL), at 80
pL per well, and cultured at 37 °C in a 5% CO, incubator for 16 hours. The calibration plate was equilibrated overnight in
a non-CO, incubator. Prior to measurement, cells were washed twice with assay medium and equilibrated in a non-CO,
incubator. After calibration, the probe plate was replaced with the cell plate. For the ECAR measurement, glucose (10
mmol/L), oligomycin (1 pumol/L), and 2-DG (100 mmol/L) were sequentially injected, and measurements were taken
continuously.

Western blot

The total protein was harvested via RIPA lysate (Beyotime, China), and was monitored by BCA kit (Invitrogen). Proteins
(40 pg) were separated in SDS-PAGE gel, transferred to PVDF membrane (Millipore). After blocking, the membranes
were exposed to primary antibody, PKM2 (Boster, PB9379, 1:1000), LDHA (Boster, PB10075, 1:1000), E-cadherin (Boster,
PB9561, 1:1500), N-cadherin (Boster, BA0673, 1:2000), Vimentin (Boster, BM0135, 1:1000), SLC16A8 (antibodies-online,
ABIN630366, 2.5 pg/mL), ACTB (Boster, BA2305, 1:5000) overnight at 4 °C. Afterwards, membranes were treated with a
secondary antibody (Abcam, ab7090, 1:5500) for 1 hour, followed by dropwise addition of ECL color development
solution for visualization. After ECL chemiluminescence, protein was developed on the gel imager (Bio-rad). ACTB was
used as internal reference.

In vivo xenograft modeling

Nude mice (6 weeks old, half male and half female, 20 g) were provided by the Animal Experiment Center of Nanchong
Central Hospital, with 5 mice per group. After expansion, LoVo cells were injected subcutaneously into the mice, with
each mouse receiving an injection of 5 x 10° cells. Subsequently, siRNA was injected every other day at a dose of 15 nmol/
20 g via intravenous injection. During the experiment, the animals were provided with sufficient water and food, the
animal laboratory was maintained at 23 + 2 °C, and the humidity was kept at 60%. The experiment lasted for 4 weeks. The
length and width of the tumor were measured weekly, and the tumor volume was calculated using the formula (volume
= length x width? x 0.5). After anesthesia with sodium pentobarbital, the animals were quickly euthanized by cervical
dislocation. Tumor tissues were collected for subsequent experimental testing. Ethical approval for all animal experi-
mental procedures was provided by the Animal Ethics Committee of Nanchong Central Hospital.

H&E staining

Tumors from mice were processed through 4% paraformaldehyde fixation, gradient ethanol dehydration, and embedded
in paraffin blocks for 4-pm sectioning. After baking, the sections were dewaxed and hydrated with xylene and gradient
alcohol, followed by hematoxylin-stained nuclei, eosin-stained cell pulp, ethanol dehydration and xylene transparency,
and finally sealed with neutral resin. Morphological changes in tumor tissue were observed under the microscope.
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Figure 1 The expression characteristics of SLC16A8 in colorectal cancer. A: The difference in the expression of SLC16A8 in colorectal cancer (CRC)
tissues and adjacent tissues; B: The correlation between SLC16A8 and the prognosis of patients with CRC; C: SLC16A8 expression feature varying with stage of
CRC; D: Pathways enriched in relation to SLC16A8. 2P < 0.01. OS: Overall survival.

Immunohistochemistry assay

Paraffin sections were subjected to microwave antigen thermal repair using 0.01 mol/L sodium citrate, and endogenous
enzymes were blocked by incubation with 3% H,O,. After washing, the sections were closed by 5% BSA for 30 minutes,
incubated with the diluted primary antibody (Ki-67, Abcam) at 4 °C overnight, and goat secondary antibody (Abcam) for
1 hour. Then the sections were developed with DAB (Invitrogen, Cat. No. 34002), re-stained with hematoxylin, and sealed
with neutral resin. Then the staining results were observed under a microscope. And five high magnification fields (x
200) were selected for each mouse for immunohistochemistry analysis.

Statistical analysis
For Figure 1A, significance testing was performed using the ¢-test method. For experiments involving three or more
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groups, a post-hoc analysis followed by Tukey's test was employed. Data visualization was represented in the form of
mean * SD, and GraphPad (Ver 9) was used for the creation of bar graphs and line charts. Data significance analysis was
conducted using SPSS 22.0. A P value of < 0.05 was considered statistically significant. Each experiment was repeated
three times.

RESULTS
Expression of SLC16A8 in CRC

To analyze the expression characteristics of SLC16A8 in CRC, cancerous and adjacent non-cancerous tissues were
collected from patients during surgery, and qPCR experiments were conducted. As shown in Figure 1A, SLC16A8 was
significantly upregulated in cancerous tissues, exhibiting a marked difference compared to expression in adjacent non-
cancerous tissues. Further database analysis revealed that low SLC16A8 expression was associated with favorable
prognosis and survival in CRC patients, demonstrating a significant correlation (Figure 1B). Moreover, as CRC pro-
gresses, the expression level of SLC16A8 significantly increases (Figure 1C). Additional pathway analysis indicated that
the SLC16A8 gene was closely related to lactate transport and angiogenesis (Figure 1D). These results suggested that the
upregulation of SLC16A8 in CRC tissues was associated with disease progression and might indicate a poor prognosis.

HIF-1a promotes SLC16A8 expression and induces metabolic reprogramming in CRC cells

HIF-1a is a crucial transcription factor that regulates cellular responses under hypoxic conditions, and its role in modu-
lating SLC16A8 expression is pivotal for understanding the metabolic reprogramming in CRC cells. This linkage helps
elucidate how hypoxic tumor microenvironments can drive the Warburg effect and influence tumor progression. In order
to determine the mechanism of action of SLC16A8 and HIF-1a in CRC, the expression level of SLC16A8 in four CRC cell
lines (SW480, RKO, HCT116 and LoVo) and the normal fetal human colon epithelial cell line (FHC) was detected by
qPCR method. The results are shown in Figure 2A. SLC16AS8 is highest expressed in LoVo and RKO cell lines (Figure 2A).
Subsequently, LoVo and RKO cell lines were subjected to hypoxia, SLC16A8 and HIF-1a reached their maximum at 6
hours (Figure 2B). Hypoxia for 6 hours was selected for subsequent experiments. The results showed that the extracellular
acidification rate of CRC cell lines was significantly increased after hypoxia (Figure 2C). The lactate detection experiment
also showed that the extracellular lactate level gradually increased with the increase of hypoxia time (Figure 2D). Western
blot results showed that the expression of key enzymes PKM2 and PDHA in metabolic reprogramming increased
gradually with hypoxia time (Figure 2E). At the same time, glucose consumption gradually increased (Figure 2F). In
summary, HIF-1la promoted the expression of SLC16A8 under hypoxic conditions, further inducing metabolic re-
programming in CRC cells, which had significant implications for tumor energy metabolism.

Hypoxia induce EMT in CRC cells

To determine the malignant biological behavior of CRC cell lines RKO and LoVo under hypoxia, we examined their
effects on HUVEC cells under different hypoxia times. As shown in Figure 3A and B, cell proliferation activity of HUVEC
cells was significantly enhanced with prolonged hypoxia when co-cultured with RKO and LoVo cells, and positively
correlated with time (Figure 3A and B). Further Transwell chamber experiments showed that hypoxia also enhanced the
migration and invasion abilities of HUVEC cells in the presence of RKO and LoVo cells (Figure 3C and D). The results
demonstrated that the angiogenesis ability of the corresponding HUVEC cells was gradually enhanced with prolonged
hypoxia when co-cultured with CRC cells (Figure 3E).and caused the upregulation of N-Cadherin, Vimentin expression
and a decreasing of E-cadherin levels (Figure 3F). These data demonstrated that hypoxic conditions significantly en-
hanced the migration, invasion, and angiogenesis abilities of co-cultured HUVEC cells, suggesting that SLC16A8 might
have played a critical role in promoting EMT.

Effective siRNA screen for SLC16A8

In order to further explore the mechanism of SLC16A8 in CRC cells, siRNAs targeting SLC16A8 were designed and
synthesized. After transfection of SLC16A8 siRNA into RKO and LoVo cells, qPCR and Western blot results showed that
all three siRNAs inhibited SLC16A8 expression. Among them, siRNA 2 had the highest knockdown efficiency (Figure 4A
and B), so siRNA 2 was selected for subsequent experiments. Results also showed that the SLC16A8 expression increased
with duration of hypoxia (Figure 4C). These findings identified the most effective siRNA for SLC16A8 knockdown,
providing a tool for subsequent studies.

SLC16A8 siRNA reverses hypoxia-induced metabolic reprogramming

To clarify the regulation of hypoxia on SLC16A8-mediated tumor metabolic reprogramming, SLC16A8 was further
interfered in CRC cells treated with hypoxia. As shown in Figure 5A, SLC16A8 siRNA significantly suppressed the
upregulation of SLC16A8 expression induced by hypoxia. The results of extracellular acidification rate showed that the
extracellular acidification induced by hypoxia was mitigated by SLC16A8 siRNA (Figure 5B), accompanied by a sig-
nificant pullback of extracellular lactate content (Figure 5C). Meanwhile, the significant up-regulation of PKM2 and
LDHA expression induced by hypoxia was also reversed by SLC16A8 siRNA (Figure 5D), and glucose consumption was
inhibited (Figure 5E). The application of SLC16A8 siRNA effectively reversed hypoxia-induced metabolic repro-
gramming, indicating that SLC16A8'’s role in regulating CRC cell metabolism could serve as a therapeutic target.
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Figure 2 Effects of hypoxia on SLC16A8 expression and metabolic reprogramming of colorectal cancer cells. A: The expression level of
SLC16A8 in colorectal cancer cell lines; B: The expression characteristics of SLC16A8 under hypoxia; C: The effect of hypoxia on the ECAR of RKO and LoVo; D:
The effect of hypoxia on the extracellular lactate levels of RKO and LoVo; E: The effect of hypoxia on the expression of PKM2 and LDHA, the key proteins of
metabolic reprogramming; F: The effect of hypoxia on glucose consumption in RKO and LoVo cells. 2P < 0.05, °P < 0.01, °P < 0.001.

Reversal of hypoxia-induced EMT by SLC16A8 siRNA

In order to unveil the mechanism of SLC16A8 in CRC, CRC cells under hypoxic conditions were subjected to SLC16A8
knockdown, co-cultured with HUVEC cells, and the occurrence of endothelial-mesenchymal transition (EndMT) in
HUVEC cells was examined. The results showed that SLC16A8 siRNA significantly inhibited the increase in proliferative
activity induced by hypoxia in HUVEC cells when co-cultured with RKO and LoVo cells (Figure 6A and B). Transwell
chamber experiments showed that the hypoxia-induced enhancement of migration and invasion of HUVEC cells in the
presence of RKO and LoVo cells was significantly reversed by SLC16A8 siRNA (Figure 6C and D), accompanied by
changes in E-Cadherin, N-Cadherin, and Vimentin expression (Figure 6E). Finally, after the CRC cells of each group were
co-cultured with vascular endothelial cells (HUVEC), the results were as shown in Figure 6F. Hypoxia-induced CRC cells
could significantly induce vascular endothelial cells (HUVEC) to form tubes; In contrast, SLC16A8 siRNA treatment of
CRC cells significantly reversed the ability of endothelial cells (HUVEC) to form tubes (Figure 6F). SLC16A8 siRNA
effectively inhibited the EMT induced by hypoxia in CRC cells, highlighting the role of SLC16A8 in the tumor microenvir-
onment.

Impact of SLC16A8 knockdown on tumor in vivo

In order to investigate that effect of SLC16A8 on the growth of tumor, the nude mice bearing tumor model was
established. As shown in Figure 7, SLC16A8 knockdown significantly suppressed tumor growth (Figure 7A and B) and
significantly suppressed tumor volume (Figure 7C). There was a significant decrease in the Ki67 proliferation index
(Figure 7D), indicating reduced tumor cell proliferation. Knockdown of SLC16A8 also led to a marked reduction in HIF-
la expression, as shown in Figure 7E and F. Additionally, apoptosis levels increased (Figure 7G), along with notable
histological changes (Figure 7H). The study found that the knockdown of SLC16A8 significantly reduced the lactate levels
in animal serum (Figure 7I). Simultaneously, changes in the expression of proteins related to the Warburg effect and
EndMT in the tissues were observed (Figure 7] and K). The knockdown of SLC16A8 suppressed in vivo tumor growth and
glycolysis, emphasizing its potential as a therapeutic intervention target in CRC.
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Figure 5 SLC16A8 siRNA reverses the effects of hypoxia on cell metabolic reprogramming. A: SLC16A8 siRNA affects the expression of SLC16A8
in hypoxia treated cells; B: Effect of SLC16A8 siRNA on ECAR of hypoxia treated cells; C: SLC16A8 siRNA can affect the level of extracellular lactic acid after
hypoxia treatment; D: SLC16A8 siRNA affects the expression of PKM2 and LDHA in hypoxia treated cells; E: Effect of SLC16A8 siRNA on glucose consumption in
hypoxia treated cells. 2P < 0.05, °P < 0.01, °P < 0.001. 2-DG: 2-deoxyglucose.

DISCUSSION

CRC is a frequent malignant tumor of the gastrointestinal tract, and its incidence is on the rise year by year[17]. Most
patients with CRC are already in the progressive stage at the time of diagnosis[17]. For this group of patients, surgery and
adjuvant therapy have limited effectiveness and high adverse effects, leading to poor prognosis[18]. Understanding the
molecular mechanisms that drive CRC development and progression remains crucial for advancing therapeutic stra-
tegies.

Tissue hypoxia affects tumor metabolism, angiogenesis and intrinsic immunity, and is also considered one of the
important microenvironmental factors that promote tumor metastasis[19]. Hypoxia, or reduced oxygen availability, is a
common feature of the tumor microenvironment[20]. It affects angiogenesis and metabolism and promotes tumorigenesis
and progression[21]. Study have also shown that under hypoxic conditions, CRC cells exhibit resistance to multiple
therapeutic agents and enhanced angiogenesis and EMT capacity[22]. Thus, the hypoxic microenvironment is essential
for tumor growth. In our study, we proved that hypoxia could enhance CRC cell proliferation, migration, invasion,
angiogenesis, EMT suggesting that hypoxia can accelerate the malignant process of CRC.
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Figure 6 SLC16A8 siRNA reverses the effects of hypoxia on cell endothelial-mesenchymal transition of HUVECSs. A and B: The effect of
SLC16A8 siRNA on the proliferation of hypoxia treated cells; C and D: SLC16A8 siRNA can affect the migration (C) and invasion (D) of hypoxic HUVECs; E:
SLC16A8 siRNA can affect the expression level of E-cadherin, N-cadherin and Vimentin in hypoxia treated cells; F: Effect of SLC16A8 siRNA on the ability of
endothelial cells to form tubes after co culture of colorectal cancer cells with hypoxia. 2P < 0.05, °P < 0.01.

The main energy source for tumor cell growth metabolism is glucose metabolism[23]. The body metabolizes glucose
primarily through two pathways: oxidative phosphorylation and glycolysis. Research has demonstrated that glycolysis
plays a significant role in modulating tumor cell behavior[24]. Glucose enters the cell through membrane-bound glucose
transporters and is converted to pyruvate through the process of glycolysis[25]. Under hypoxic conditions, pyruvate is
converted to lactate, while in aerobic conditions, it undergoes mitochondrial oxidative phosphorylation to generate
energy. The metabolic activity of tumor cells is directly linked to this energy production[26]. Even in the presence of
adequate oxygen, tumor cells exhibit a preference for increased glucose consumption and energy production through
glycolysis - a phenomenon known as the Warburg effect[27]. Our findings showed that hypoxia increased glucose uptake
and lactate production in CRC cells. Additionally, hypoxia elevated ECAR in CRC cells, confirming that hypoxia
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0.05,°P < 0.01, vs NC.

enhances glycolysis in CRC cells.

The unique energy metabolism of malignant tumors is a vital aspect in exploring the mechanisms of tumor carcino-
genesis[28]. The aberrant energy metabolism of tumors not only provides sufficient material and energy for the malignant
expansion of tumors, but also plays a key role in maintaining tumor cell survival, resisting stressful stressful envi-
ronments, and escaping immune suppression and metastasis[15]. Moreover, important proteins in metabolic pathways
are key to control tumor metabolic activities. It has been shown that SLC16A mainly mediates the transmembrane
transport of monocarboxylic acids such as lactic acid and short-chain fatty acids, and its abnormal alterations are
associated with the malignant progression of various tumors[15,29]. Studies also confirmed that SLC16AS8 is associated
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Figure 8 Graphical abstract. Under hypoxic conditions, the metabolic pathways in tumor tissues change, and lactate production increases. The expression of
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metastasis. EndMT: Endothelial-mesenchymal transition.

with impaired lactate transport in retinal pigment epithelial cells[16,30] and age-related macular degeneration[31]. In our
study, we proved that SLC16AS8 silencing could attenuate the proliferation, migration, invasion, angiogenesis, EMT, and
glycolysis in hypoxia-induced CRC cells. And we also uncovered that SLC16A8 silencing could reduce growth, change
the pathological structure, and prevent EMT and glycolysis process in CRC tumor tissues.

CONCLUSION

This study demonstrated that SLC16A8, as an oncogene, could accelerate proliferation, EMT, metastasis, angiogenesis,
and glycolysis of CRC cells in the absence of oxygen. Therefore, we suggested that inhibition of SLC16A8 might weaken
the Warburg effect to achieve the therapeutic effect of CRC (Figure 8).
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