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Background: Chronic nonbacterial prostatitis (CNP) has a high incidence, low cure rate, and unclear pathogenesis. Here, we aimed to
systematically identify effective diagnostic and therapeutic targets for CNP.

Methods: Prostate tissues were obtained from established mouse models and negative controls and were used for mRNA array
sequencing and immunohistochemistry (IHC) staining. Predominant pathways were identified based on pathway enrichment analysis
and pharmaceutical experiments. We also investigated the functional role of CXCL12 on CP, a critical factor belonging to the
predominant chemotaxis pathway, and employed IHC staining to explore the influence of the CXCL12/CXCR4 axis on the activation
of the NF-kB, AKT, and STAT3 signaling pathways. Serum samples derived from both CNP cases and healthy controls were used to
determine the secretion level of CXCL12.

Results: By employing mRNA array sequencing and immunohistochemistry, we found that CXCR4, CXCL12, CD44, and OFLM4
were highly expressed in the infiltrated inflammatory T cells of the prostate tissues generated from CNP mice, while they were rarely
expressed on the epithelial cells. Based on the pathway enrichment results, we applied pathway inhibitors to suppress the activity of
these classic pathways. We found that targeting the CXCL12/CXCR4 axis with its specific antagonist AMD3100 remarkably alleviated
inflammatory infiltration of the prostate in CNP models. Similar results were obtained when we replaced AMD3100 with adenovirus-
associated virus (AAV)-shCxc/12. To clarify the potential mechanisms of how the CXCL12/CXCR4 axis influences the pathogenesis
of CNP, we tested the classical downstream pathways. The results suggested that p-Akt, p-STAT3, and p-NF-kxB were more highly
expressed on the inflammatory cells of the prostate derived from the CNP model and were partly suppressed after applying AMD3100
or delivering AAV-shCxcl12, indicating that the CXCL12/CXCR4 axis potentially functioned through AKT/NF-xB and STAT3
signaling to influence the pathogenesis of CNP.

Conclusion: Our study provides potential diagnostic biomarkers and therapeutic targets for CNP.
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Background

Chronic prostatitis/chronic pelvic pain syndrome (CP/CPPS) is a critical health issue that frequently occurs in adulthood
in males and is also labeled by the National Institutes of Health (NIH) as “Category III”” of chronic prostatitis conditions.
Twenty years ago, the NIH published its consensus finding and sub-defined CP/CPPS as chronic bacterial prostatitis
(CBP, IlIIA) and chronic nonbacterial prostatitis (CNP), depending on whether white blood cells existed in semen and/or
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expressed prostatic secretions (EPS) or whether post-prostatic massage voided bladder urine (VB3) after prostatic
massage.'” Generally, the prevalence of CP/CPPS ranges from 5 to 14.2% and is regarded as the most frequent type
of prostatitis, accounting for 90% of all prostatitis cases.” However, little is known concerning the etiology of CP/CPPS,
making it difficult to identify novel treatment options.

Since great efforts have been devoted to CP/CPPS research, an inflammatory or autoimmune basis for CP/CPPS has
become a very prominent theory.* The self-reactivity of T cells in response to prostatic and seminal plasma proteins
derived from CP/CPPS patients has been reported in a set of human surveys.®” In addition, studies have found that the
expression levels of proinflammatory cytokines are increased in seminal fluid,'"®'? and T cells infiltrate intra-acinar
tissues even without evidence of infection in CP/CPPS patients.'> However, the detailed mechanisms of how these
immune cells infiltrate the prostate and influence the pathogenesis of prostatitis are still unknown. Previously, our group
members presented a global expression profile of the differentially expressed microRNAs (miRNAs) between models of
chronic prostatitis mice and normal controls and potential miRNA-mRNA regulatory networks; these findings could
benefit the identification of novel mechanisms of how miRNAs are involved in the regulation of the immune system and
serve as effective therapeutic targets for CP.'*

As a supplement and extension to our previous work, we demonstrated the landscape of mRNA, circular RNA
(circRNA), and long noncoding RNA (IncRNA) expression profiles between chronic nonbacterial prostatitis (CNP) and
normal control groups. Based on these data, we aimed to 1) determine the markers that could more sensitively reflect the
inflammatory infiltration status; 2) identify the genes/pathways that play a critical role during inflammation development
and reveal the underlying mechanisms; and 3) provide some inspiration for the treatment of CP/CPPS patients.

Materials and Methods

Experimental Animals

We purchased male Sprague—Dawley rats from the Experimental Animal Center of Anhui Medical University for
prostatic antigen preparation. Healthy male NOD/Lt] (NOD/ShiLtJ, aged four weeks) mice were obtained from the
Model Animal Research Center of Nanjing University for the construction of CNP models (Nanjing, China). All mice
were acclimated for one week before the start of the experiment. All operations were executed under anesthesia using
chloral hydrate, which aimed to minimize suffering.

CNP Induction

CNP induction was conducted as previously described.">”!” Briefly, prostate tissues of SD rats were extracted under
aseptic conditions. Then, the tissues were homogenized and centrifuged at four degrees centigrade, and the supernatant
was obtained as prostate antigens (PAg). After that, PAg was sufficiently emulsified with an equivalent amount of
Freund’s complete adjuvant (Sigma—Aldrich, Inc., St. Louis, USA), and this was intracutaneously injected into NOD
mice for CNP induction. The injection was conducted on the 1st day and enhanced on the 28th day. The controls received
an equivalent amount of normal saline. The mice were sacrificed at six weeks to verify whether the models were
successfully induced.

Sample Collection

Six weeks later, all the mice were sacrificed under anesthesia with 4% chloral hydrate (Aladdin Biotechnology Co. Ltd.,
Shanghai, China). To remove the adherent blood and seminal fluid, the collected prostate tissues were washed with sterile
phosphate-buffered saline (PBS). We divided the prostate samples into two pieces: one was preserved in formalin and
used paraffin embedding for hematoxylin and eosin and immunohistochemistry (IHC) staining, which helped evaluate the
inflammatory infiltration status of the prostate, and the other section was cryopreserved at —80 °C for RNA sequencing.
The inflammation scores were evaluated according to Irani et al’s study.'® Serum samples were collected from CP/CPPS-
like symptoms patients and healthy volunteers. The healthy volunteers were confirmed to have no urinary symptoms and
had no history of urinary infection. For these CP/CPPS-like symptoms patients, the following requirements should be
met: 1) Pelvic pain, or painful ejaculation, and pain domain scores of National Institutes of Health chronic prostate

2552 s Journal of Inflammation Research 2022:15

Dove!


https://www.dovepress.com
https://www.dovepress.com

Dove Zhang et al

symptom index (NIH-CPSI) > 4; 2) negative white cells in the expressed prostatic secretions (EPS) and urine samples; 3)
the course of the disease lasting for 3 months during the past half of year. Enzyme-linked immunosorbent assay (ELISA)
was used to determine the secretion difference of CXCL12 between groups (for detailed operations, refer to the manual,
Elabscience Biotechnology Inc., Memorial Drive, Texas, USA, Cat.: E-EL-H0052).

RNA Extraction, Quality Control, and RNA Sequencing

Fresh tissue was lapped with liquid nitrogen, and we collected the powder into a 1.5 mL centrifuge tube. Then, 500 uL of
TRIzol reagent was added to the tube and vortexed for sufficient mixing. Then, 100 pL chloroform was added to the
centrifuge tube, and the tube remained at room temperature for 15 minutes after vortexing for sufficient mixing. Then, the
tube was centrifuged at 12,000 rpm for 15 minutes at 4 °C, followed by the top aqueous phase (0.3 mL) being transferred
into a new 1.5 mL tube to which a 0.3 mL volume of isopropanol was added, with vortexing for sufficient mixing. Then,
the tube was centrifuged at 12,000 rpm for 15 minutes at room temperature. We then added 1 mL 75% ethanol (RNA-
free) to wash the pellet and centrifuge it at 3000 rpm for 2 minutes at room temperature. The above procedure was
repeated by replacing the 75% ethanol (RNA-free) with absolute ethanol (room temperature, 96-100%). After airing, we
added 20 pL of RNA-free water to dissolve the RNA pellet. We quantified the total RNA using a NanoDropnd-2000
(Thermo Fisher Scientific Inc., MA, USA). The integrity of total RNA was evaluated by an Agilent Bioanalyzer 2100
(Agilent Technologies, Inc., Santa Clara, CA, USA). After quality control, the RNA samples were subjected to a
standardized procedure from labeling to chip hybridization and elution. First, double-stranded cDNA was synthesized
by reverse transcription of total RNA. Next, cDNA was transformed into cRNA labeled with the cyanine-3t test (Cy3).
Next, the cRNA was hybridized with the Agilent expression profile chip and then subjected to elution. Finally, the
original image was acquired with Agilent Scanner G2505C (Agilent Technologies, Inc., Santa Clara, CA, USA)
scanning.

Sequencing Data Analysis

After the standardized data were filtered, the probes were retained for subsequent analyses only when the probe was
labeled “detected” for 75% within at least one of the tested groups; the P value of the ¢ test and fold change (FC) were
used to evaluate the differentially expressed mRNAs, IncRNAs, and circRNAs, and the differentially expressed genes
(DEGs) were considered statistically significant when |log,FC| > 1.0 and P value < 0.05.'%° Meanwhile, a scatter plot,
volcano plot (grouped by biological repetition), and cluster plot were prepared for each group to present the profiles of
mRNAs, IncRNAs, and circRNAs. Then, pathway analyses were carried out to evaluate the biological functions or
signaling pathways of these genes. Drawing and enrichment analyses were performed by using Python scripts.

Histological Analyses

To confirm the presence of prostate inflammation, we fixed the prostate tissues in formalin, dehydrated them, and then
embedded them in paraffin. Tissues were sliced into 4 um thick sections for HE and THC staining. Tissue was considered
positive for prostatitis if inflammatory cells infiltrated the prostatic stroma.'>?' Irani et al'® graded the inflammatory
infiltration of the prostate as 0 (lack of inflammatory cells), 1 (no lymphoid nodule within the stroma but with scattered
inflammatory cell infiltration), 2 (nonconfluent lymphoid nodules) and 3 (large inflammatory areas with confluence of
infiltrate). The inflammatory scores of each mouse were determined according to this criterion. The histological analysis
was performed blindly by a veterinary pathologist. To further evaluate the inflammatory status and cytokines within the
prostate, IHC staining of COX-2 and IL-1p was performed. In addition, IHC staining was also performed to validate the
novel markers identified by mRNA array analyses. Detailed information on the antibodies used in the current study is
listed in Supplementary Table S1.

RNA Extraction and Real-Time Polymerase Chain Reaction Quantification (qQRT-PCR)
Total RNA was extracted using TRIzol reagent (Thermo Fisher Scientific Inc., MA, USA) and reverse transcribed to
cDNA by using a FastQuant RT kit (KR10; Tiangen Biotech Co., Ltd., Beijing, China). Then, qPCR of DEGs, IncRNAs,
and circRNAs was performed using SuperReal PreMix Plus (SYBR Green; FP215, Tiangen Biotech Co., Ltd.) as
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determined by an Applied Biosystems 7500 PCR System (Thermo Fisher Scientific Inc., MA, USA). The specific
primers were purchased from Sangon Biotech (Sangon Biotech Co., Ltd. Shanghai, China) and are listed in
Supplementary Tables S2 and 3.

Administration of Pathway Inhibitors

After the acquisition of enriched pathways related to CNP by employing KEGG pathway enrichment analysis, we
selected the three top classic enriched pathways and treated CNP mice with pathway inhibitors to evaluate the clinical
significance of these selected pathways. These inhibitors were as follows: C29 (1.314 mM/g, intraperitoneal injection),
R406 (10 mg/kg, orally), and plerixafor (AMD3100) (6 mg/kg, intraperitoneal injection), which reacted on the toll-like
receptor (TLR) signaling pathway, B-cell receptor signaling pathway, and chemokine signaling pathway, respectively.
After two weeks of treatment, the mice were sacrificed, and prostate samples were collected for HE and IHC staining.

shRNA Delivery

To further prove the significance of CXCL12, we purchased adeno-associated virus (AAV)-vector/shCxc/12 virus from
Sangon Biotech (Sangon Biotech Co., Ltd. Shanghai, China) to validate whether silencing the expression of Cxcl//2 could
influence the pathogenesis of chronic prostatitis. Sixteen healthy NOD/Lt] (NOD/ShiLt], aged four weeks) mice were
assigned to the control-vector, control-shCxcl/12, CNP-vector, and CNP-shCxc/12 groups. The virus was delivered to the
mice via tail vein injection two times (one week before CNP model induction and strengthened before the second
induction). Subsequently, HE assays were performed to verify the real effects of CXCL12.

Results

HE Staining of Human and CNP Mouse Prostate Tissues

We obtained histological sections from patients who were diagnosed with benign prostatic hypertrophy (BPH) after
surgical treatment and histologically confirmed to have inflammatory cell infiltration and CP/CPPS-like symptoms
(Supplementary Table S4). The infiltrated inflammatory cells were mainly lymphocytes and neutrophils (Figure 1), a

result consistent with previous findings.”**?* After establishing the CNP model, we found that many lymphocytes and
neutrophils infiltrated the interstitial space of the CNP mice, while little inflammatory cell infiltration was observed in the
negative control group (Supplementary Figure S1). Since COX-2 and IL-1p are recognized markers of chronic prostatitis,

we applied IHC to detect their expression; nevertheless, weak differences (universal expression of these markers on
epithelial, stromal, and inflammatory cells) were uncovered between the CNP models and negative controls (data not
shown). Therefore, identifying new and prominent markers for the diagnosis of CNP is warranted. Taking Figure 1 and
Supplementary Figure S1 in combination, we established a stable CNP model and revealed some similarities between the

clinical patients and CNP models.

Differential Expressed Gene Analysis

Comparing the tissues derived from CNP models (n = 4) with normal controls (n = 4) using DEGseq2>* software at the
mRNA, IncRNA, and circRNA levels, we identified 2855 mRNAs, 768 IncRNAs, and 38 circRNAs as DEGs, with a |
logo,FC < 1] and P value<0.05 (Figure 2A-I, Supplementary Tables S5 and 6). The top 10 upregulated and down-
regulated genes are listed in Table 1, along with their annotations. Most of these genes have been reported to be related to

the function of the immune process (Supplementary Figure S2). Taken together, these results suggest that aberrant

expression of critical immune-related genes is a risk factor for chronic prostatitis pathogenesis.

GO and KEGG Enrichment Analysis

GO and KEGG pathway enrichment analyses were performed to clarify the potential function of these differentially
expressed genes. The top 20 enriched GO and KEGG pathways are presented in Figure 2J and K, Supplementary Figures
S3, and S4.
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BPH + Chronic Prostatitis

100x%

Figure | Hematoxylin-eosin (HE) staining showed the inflammatory cell infiltration to the prostate tissues. The prostate tissues were dissected from benign prostatic
hypertrophy (BPH) patients who received surgical treatment, and accompanied with chronic prostatitis/chronic pelvic pain syndrome (CP/CPPS)-like symptoms. The
lymphocytes and neutrophils were pointed out by the arrows.

We summarized the top 20 most enriched Gene Ontology (GO) terms for biological processes (BPs), cellular
components (CCs), and molecular functions (MFs) in Figure 2J, Supplementary Figure S3A-C, and Supplementary

Figure S4A—C. These DEGs appeared to be mostly enriched for BPs, such as the immune system process, inflammatory
response, chemotaxis, neutrophil chemotaxis, and cell adhesion. Meanwhile, the most enriched CCs were membrane,
plasma membrane, extracellular region, cell surface, extracellular space, etc., and the most enriched MFs were protein
binding, chemokine activity, carbohydrate-binding, integrin binding, cytokine activity, etc. (Figure 2J). In addition, we
also performed pathway enrichment analyses for the differentially expressed circRNAs and IncRNAs, and the results
were partly similar to the enrichment results obtained at the mRNA expression level (Supplementary Figures S3A—C and
S4AC).

When comparing CNP models with negative controls, these KEGG pathways were tightly linked to hematopoietic

cell lineage, leishmaniasis, Staphylococcus aureus infection, tuberculosis, etc., whose pathogenesis is closely associated
with the functional aberration of immune systems (Figure 2K). Similarly, KEGG analyses were also conducted for these
differentially expressed IncRNAs and circRNAs (Supplementary Figures S3D and S4D), and the top five enriched KEGG
pathways for IncRNAs were influenza A, Epstein—Barr virus infection, measles, pertussis, tuberculosis, etc., while the top

enriched KEGG pathways for circRNAs were TCA cycle, SNARE interactions in vesicular transport, platelet activation,
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Figure 2 Analyzing the differentially expressed genes (DEGs) between prostate tissues derived from chronic nonbacteria prostatitis (CNP, n=4) and negative controls (n=4) and
pathway enrichment.(A—C) Scatter diagram (A), volcano plot (B), and unsupervised hierarchical clustering (C) displayed the differentially expressed mRNAs between prostate tissues
derived from CNP and negative controls; (D—F). Scatter diagram (D), volcano plot (E), and unsupervised hierarchical clustering (F) displayed the differentially expressed long noncoding
RNAs (IncRNAs) between prostate tissues derived from CNP and negative controls; (G-1). Scatter diagram (G), volcano plot (H), and unsupervised hierarchical clustering (I) displayed
the differentially expressed circular RNAs (circRNAs) between prostate tissues derived from CNP and negative controls.(J) Gene ontology (GO) analyses of the differentially expressed
mRNAs between prostate tissues derived from CNP models and negative controls.(K) Kyoto Encyclopedia of Genes and Genomes (KEGG) analyses of the differentially expressed
mRNAs between prostate tissues derived from CNP models and negative controls. Pathway list for (J): immune system process, inflammatory response, membrane, plasma membrane,
extracellular region, cell surface, extracellular space, protein binding, chemotaxis, neutrophil chemotaxis, cell adhesion, proteinaceous extracellular matrix, external side of plasma
membrane, innate immune response, immune response, integrin-mediated signaling pathway, cell-matrix adhesion, cytoplasm, cellular response to interferon-beta, extracellular
exosome, positive regulation of ERKI and ERK2 cascade, microglial cell activation, extracellular matrix, integral component of membrane, response to cytokine, defense response,
positive regulation of inflammatory response, integral component of plasma membrane, cellular response to interferon-gamma, adaptive immune response. Pathway list for (K)
Leishmaniasis, Staphylococcus aureus infection, Hematopoietic cell lineage, Osteoclast differentiation, Tuberculosis, Complement and coagulation cascades, Cell adhesion molecules
(CAMs), Rheumatoid arthritis, Phagosome, Intestinal immune network for IgA production, Cytokine—cytokine receptor interaction, Antigen processing and presentation, Arachidonic
acid metabolism, Chemokine signaling pathway, Toxoplasmosis, Herpes simplex infection, Viral myocarditis, Influenza A, Legionellosis, Amoebiasis, IL-17 signaling pathway, ECM-
receptor interaction, Measles, Type | diabetes mellitus, Graft-versus-host disease, Protein digestion and absorption, Toll-like receptor signaling pathway, Inflammatory bowel disease
(IBD), Th7-cell differentiation, and Asthma.
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Table | Representative Differentially Expression Genes Between Chronic Non-Bacterial Prostatitis (CNP) Models and Normal Controls

ID Gene Symbol Description P-value (P vs C) log,FC (P vs C) Regulation (P vs C)
| Clu Clusterin 2.13E-08 6.840066 Up
2 Cyp4al2a Cytochrome P450, family 4, subfamily a, polypeptide 12a 0.000757 5.729634 Up
3 Idol Indoleamine 2,3-dioxygenase |, transcript variant | 1.18E-07 5.248262 Up
4 Ifit1 bl Interferon induced protein with tetratricpeptide repeats B like I, transcript variant XI 5.87E-08 5.640065 Up
5 Ilrn Interleukin | receptor antagonist, transcript variant 3 1.42E-07 5.6106 Up
6 Nefh Neurofilament, heavy polypeptide 0.000888 5.667948 Up
7 Nos2 Nitric oxide synthase 2, inducible, transcript variant | 9.35E-08 5.38926 Up
8 Pate4 Prostate and testis expressed 4 0.000241 6.102383 Up
9 $100a9 S100 calcium binding protein A9 (calgranulin B), transcript variant | 1.98E-05 5.159846 Up
10 Sppl Secreted phosphoprotein |, transcript variant 5 0.000509 7.544868 Up
I Akap2 A kinase (PRKA) anchor protein 2, transcript variant | 0.001762 —2.55674 Down
12 Cyb5a Cytochrome b5 type A (microsomal), transcript variant XI 8.61E-06 —3.04643 Down
13 Dbil5 Diazepam binding inhibitor-like 5 3.02E-05 —2.81982 Down
14 Fabp9 Fatty acid binding protein 9, testis 0.000104 —2.90045 Down
15 Gm32886 Predicted gene, 32886 9.72E-05 —2.78287 Down
16 H2-QI Histocompatibility 2, Q region locus |, transcript variant X3 4.17€E-07 —2.88238 Down
17 Pgm2i| Phosphoglucomutase 2-like | 6.86E-07 —3.4262 Down
18 Serpina Serine (or cysteine) peptidase inhibitor; clade A, member 5 5.59E-08 -3.51501 Down
19 Serpinb 10 Serine (or cysteine) peptidase inhibitor; clade B (ovalbumin), member |0, transcript variant X2 0.002038 —2.53366 Down
20 Tnpl Transition protein | 9.48E-07 —5.60561 Down

Abbreviations: FC, fold change; P vs C, chronic prostatitis vs negative control.
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etc. Taken together, these results indicate that aberrant expression of critical genes potentially leads to the activation or
repression of the related signaling transductions participating in the inflammatory and immune responses.

Identification of Diagnostic Markers for Chronic Prostatitis

As mentioned above, although COX-2 and IL-1PB could discriminate inflammatory tissues from normal controls, they
were universally expressed on epithelial cells and infiltrated inflammatory cells. Thus, identifying novel markers that are
specifically expressed on inflammatory cells instead of epithelial cells would help us better evaluate the inflammation
status.

Based on the correlations between these top DEGs and immune processes, we selected eight of them to perform IHC
validation (CLU, CXCR4, HSP70, TLR2, MMP12, CYP2B19, OLFM4, and CD44). Notably, we found that CXCR4,
CD44, and OLFM4 were expressed only on the inflammatory cells of the CNP models (Figure 3, and Supplementary
Figure S5), and the epithelial cells of both the CNP models and negative controls rarely expressed these proteins,
highlighting their roles in serving as potential therapeutic targets. Taken together, these results highlight the diagnostic
roles of CD44, OLFM4, and CXCR4 in discriminating CNP models from normal controls, which also hold therapeutic
potential.

Targeting the CXCLI2/CXCR4 Axis Successfully Alleviated Chronic Prostatitis

Based on the pathway enrichment results obtained above, we tried to apply pathway inhibitors to identify critical
signaling pathways during the pathogenesis of chronic prostatitis. The CNP mice were randomly assigned to four groups

NOD/ShiLtJ mice
OLFM4 CDh44 CXCR4

100 X | £ -

Control

200 X | -

100X |

CNP

200 X [

Figure 3 Immunohistochemistry (IHC) analyses of the immune-related markers, CD44, CXCR4, and OLFM4 between prostate tissues derived from chronic nonbacteria
prostatitis (CNP) and negative controls.
Note: For the control set, no or few inflammatory cells infiltrated, while for the CNP model set, the arrow pointed out the inflammatory nest.
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(one control and three inhibitor treatment groups). Three inhibitors targeting the toll-like receptor pathway (C29),
CXCR4 (AMD3100), and SYK pathway (R406, targeting B-cell signaling) were applied to the CNP models. We
found that C29 alleviated more than half of the CNP cases in the CNP-C29 group, and R406 had less capacity to deal
with prostatic inflammation. Notably, the CXCR4 inhibitor AMD3100 showed the best treatment effects, which
alleviated most of the prostatitis cases in the CNP-AMD3100 group (Figure 4 and Supplementary Figure S6). Since

Thl cells are proven to play a critical role during the pathogenesis of chronic prostatitis, we tested the proportion of
variations in Thl cells with or without AMD3100 treatment via immunofluorescence. The results suggested that after
treating CNP mice with AMD3100, the proportion of Thl cells was significantly reduced, a result consistent with the
overall phenotype (Supplementary Figure S7).

CXCR4 is commonly expressed on immunocytes and cells in the central nervous system?>-*¢

and mediates leukocyte
and hematopoietic progenitor migration in response to its ligand, SDF-1, also termed CXCL12.%"° In our recent single-
cell RNA sequencing study,”’ we found that more than 90% of human CD4+ T cells express CXCR4 protein

(Supplementary Figure S8). To clarify how CXCR4 exerts its function, we tested the expression of CXCL12, the ligand

of CXCR4, in CNP models and found that CXCL12 was expressed in prostate stromal cells and infiltrated inflammatory
cells in the CNP model, while epithelial cells in both CNP models and normal controls were weakly expressed
(Figure 5A). We tested the expression of CXCL12 among CP/CPPS patients compared with healthy controls and
found that the expression of CXCLI12 was elevated in the serum samples derived from CP/CPPS patients (Figure 5B
and C, and Supplementary Table S7) compared with healthy controls. In addition, CXCL12 was also more highly

expressed in elderly people than in younger patients (Figure 5D). These results indicated that increased secretion of
CXCL12 would enhance its interaction with CXCR4+ T cells, thus promoting the chemotaxis of immune cells to the
local prostate.

To further validate this hypothesis, we used AAV-packaged shCxcl//2 and delivered it to mice through tail vein
injection (normal control-vector, normal control-shCxc//2, CNP-vector, and CNP-shCxc/12). Six weeks later, we
sacrificed the mice and extracted the prostate tissues to determine whether the inflammatory infiltration was relieved.
HE staining results showed that after knocking down Cxc//2 expression, the immunocytes that infiltrated the prostate
were reduced compared with the vector control (Figure 5E and F). Taken together, our results suggest that targeting the
CXCLI12/CXCR4 axis serves as a novel therapeutic option for chronic prostatitis.

Mechanism Dissection

To further reveal the mechanisms of how the CXCL12/CXCR4 axis influences the pathogenesis of chronic prostatitis, we
tested the activation status of its classical downstream Akt, STAT3, and NF-kB pathways, which are reported to
participate in the movement of immunocytes from peripheral blood to the inflammatory site. Our results found that
the phosphorylation levels of Akt, STAT3, and NF-kB were increased in the prostate tissues derived from CNP models
compared with negative controls, while after AMD3100 treatment, the p-Akt-, p-STAT3-, or p-NF-kB-positive inflam-
matory cells were decreased (Figure 6). These results suggested that the activation of the Akt, STAT3, and NF-kB
pathways might be involved in CXCL12/CXCR4-mediated T-cell chemotaxis regulation. Taken together with the results
from Figures 1-6, targeting the CXCL12/CXCR4 axis decreases the chemotaxis of CXCR4+ Thl cells to the prostate,
leading to better suppression of chronic prostatitis. We summarized the potential mechanisms with an illustration in
Figure 7.

Discussion

CP/CPPS is recognized as a complex and frustrating syndrome caused by undiscovered pathological/immune mechan-
isms and a lack of effective therapy. Massive efforts have been made to identify crucial pathogenic factors that mediate
the initiation and progression of CP/CPPS. Since increasing evidence indicates that one-third of biopsies have inflam-
mation, the critical role of inflammation in inducing the symptoms of CP/CPPS, such as chronic pelvic pain, should not
be ignored.’*** Recently, investigations have indicated that the coexistence of inflammation and immune processes
could be observed in diverse diseases.*® Correspondingly, immune mechanisms have been revealed to participate in the
etiology, pathogenesis, and symptom development of CP/CPPS.** Nevertheless, a comprehensive understanding of the
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Figure 4 Hematoxylin and eosin (HE) staining displayed the variations of infiltrated inflammatory cells in response to C29, AMD3100, and R406 treatment, which targeted
Toll-like receptor, Chemokine signaling pathway, and SYK pathway signalings (targeting B-cell signaling), respectively. (A) HE staining showed the inflammatory cell infiltrating
status in control, CNP+DMSO treatment, CNP+C29 treatment, CNP+AMD3100 treatment, and CNP+R406 treatment groups. (B) Quantification analysis showed the
inflammatory score variations between groups.

Note: Each group contained five mice.
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Figure 5 Functional role of CXCLI2 in chronic prostatitis. (A) Immunohistochemistry (IHC) analyses of the CXCLI2 expression between prostate tissues derived from
chronic nonbacteria prostatitis (CNP) and negative controls. (B—D) ELISA suggested the expression differences between CP/CPPS and healthy control (B & C), and age
subgroups (D). (E) Hematoxylin and eosin (HE) staining showed the infiltration status of inflammatory cells in different virus treatment subgroups (four mice in each group).
(F) Quantification analysis showed the inflammatory score variations between groups.

Note: *Means P < 0.05.

underlying molecular mechanisms, particularly for the immune regulatory networks that take part in CP/CPPS, remains
unknown.

In our work, we performed microarray sequencing on prostate tissues derived from CNP models and normal controls
and found a set of differentially expressed mRNAs/IncRNAs/circRNAs. Based on their connection with inflammation,
we selected eight proteins to execute IHC validation. We revealed that CXCR4, CD44, and OLFM4 were expressed on
infiltrated inflammatory T cells, instead of epithelial cells, thereby serving as effective diagnostic markers. In addition,
pathway analyses found that all these significantly expressed DEGs were enriched in immune process-related pathways.
Referring to the pathway enrichment results, we applied pathway inhibitors to decrease pathway activity to determine
which pathway plays the most critical role during the pathogenesis of CNP, and the results suggested that the CXCL12/
CXCR4 axis inhibitor AMD3100 showed the best treatment effect.

The chemokine CXC motif ligand 12 (CXCL12), also termed stromal cell-derived factor 1 (SDF-1), has attracted
increasing attention. CXCL12 is commonly expressed on stromal cells derived from diverse organs.”® CXCR4 is the
predominant receptor of CXCL12. Targeting the CXCL12/CXCR4 axis using nucleoside reverse transcriptase inhibitors
mediates neuropathic pain in patients with human immunodeficiency virus (HIV).?” As indicated in a previous study,*®
upregulation of CXCL12 in the dorsal root ganglia (DRG) activates ERK signaling and leads to the development and
maintenance of neuropathic pain, while intrathecal injection of AMD3100 reduces the allodynia and phosphorylation of
ERK following SNI10. Notably, Saha et al*° found that prostate stromal cells express a high level of CXCL12, and the
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Figure 6 Immunohistochemistry analyses of the classic downstream of CXCL12/CXCR#4 axis between prostate tissues derived from chronic nonbacteria prostatitis (CNP)
and negative controls, including AKT, NF-kB, and STAT3 signaling.

increased expression of CXCL12 in HMVP2 cells contributes to the rapid activation of STAT3, NF-kB, and MAPK
signaling, which are subsequently suppressed by knocking down CXCR4 expression or using an AMD3100 inhibitor.
As summarized in Garcia-Cuesta et al’s*® work, they found that the CXCL12/CXCR4 axis is able to regulate the
migration and polarization of regulatory T cells, lymphocytes, or macrophages and mediate angiogenesis during the
pathogenesis of inflammatory diseases. In a skin inflammation model established in VEGF-A transgenic mice, inhibition
of CXCR4 alleviated skin inflammation; in addition, angiogenesis and inflammatory cell accumulation were
compromised.*' Evidence suggests that during autoimmune diseases that occur in the central nervous system (CNS),
the intraparenchymal migration of mononuclear cells is limited by CXCL12. In addition, P2G-CXCL12, a molecule
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Figure 7 Cartoon dissected the potential mechanisms of current study. The CXCLI2 also termed as stromal-derived factor-1 (SDF-1), can be secreted by prostatic stromal
cells. During the pathogenesis of chronic prostatitis, the stromal cells secreted CXCL12, which attracted CXCR4+T cells from the nearby vessels to the prostatic stroma or
prostatic grand and form inflammatory nests, resulting in chronic prostatitis.

derived from CXCL12, alleviated the progression of experimental autoimmune encephalomyelitis (EAE).** Studies have
also found that CXCL12 and CXCR4 are overexpressed in inflammatory bowel disease (IBD) and are involved in the
recruitment of T cells, particularly memory Thl cells.***° In a colitis model induced by dextran sulfate sodium,
delivering a CXCR4 antagonist compromised colonic inflammation; in addition, the production of TNF-a and IFN-y
by mesenteric lymph node cells was decreased by the CXCR4 antagonist. As indicated in one recent study,*® the authors
identified that in patients with primary biliary cholangitis, mucosal-associated invariant T cells were attracted to the liver
tissue via the CXCL12/CXCR4-mediated chemotaxis pathway, and this kind of accumulation would lead to the
production of proinflammatory cytokines, initiating portal inflammation. The upregulation of CXCR4 and CXCL12
expression was identified in our CNP mouse model. We hypothesized that the upregulation of CXCL12 contributed to
CXCR4+ T-cell chemotaxis in the prostate and resulted in prostatitis. Therefore, we first intraperitoneally injected
AMD3100 into the CNP mouse model to block the interaction between CXCL12 and CXCR4, and HE assays revealed
that the chemotaxis of T cells in the prostate was reduced after treatment, which supported our hypothesis. Consistently,
similar results were obtained after knocking down CXCLI12 expression in the CNP mouse model, and the results
suggested that silencing CXCL12 expression decreased CXCR4+ T-cell chemotaxis to the prostate. We conducted HE
and IHC on human prostate samples and found that some of the infiltrating T cells were CXCR4+ Thl cells, which was
consistent with the cell type revealed in the animal model. In addition, ELISA was conducted to determine the expression
level of CXCL12 in human blood serum samples and found that the expression levels of CXCL12 were higher in the

Journal of Inflammation Research 2022:15 hetps: 2563

Dove:


https://www.dovepress.com
https://www.dovepress.com

Zhang et al Dove

blood serum samples of CP/CPPS patients than in those of healthy controls. In addition, as age increased, the serum
CXCLI12 level increased. Combining our results and previous publications, we predicted that the secretion of CXCL12
by prostate stromal cells would increase with age and that the increased secretion would enhance the chemotaxis of
CXCR4+ T cells to the prostate, accentuating chronic prostatitis.

As previous studies indicated, COX-2, IL-17A and TNFA were more highly expressed in prostatitis tissues than in
normal controls and can be used as diagnostic markers for prostatitis.*”>' However, these established biomarkers are
mostly found in other inflammatory/immune-related diseases and extend to chronic prostatitis. Alternatively, they could
be used to predict a set of inflammatory/immune-related diseases and lack specificity. Second, many of these markers
were generally expressed on epithelial cells, stromal cells, inflammatory diseases, etc. Although targeting these
biomarkers might alleviate inflammation, these cells, which positively express these markers, might be damaged.
Meanwhile, we identified four novel markers, CD44, CXCR4, OFLM4, and CXCL12, which were expressed only on
the infiltrated inflammatory cells instead of epithelial cells in the prostate. With these markers, we can easily discriminate
the inflammatory cells that infiltrated the prostate tissues. In addition, based on their function related to the inflammatory
process, they also hold the possibility to be therapeutic targets for chronic prostatitis patients.

To conclude, we first demonstrated the mRNA, IncRNA, and circRNA expression differences between CNP models
and negative controls with microarray sequencing technology and identified CXCR4, CXCL12, CD44, and OLFM4 as
diagnostic markers. The CXCL12/CXCR4 axis potentially functions through AKT/NF-«kB and STAT3 signaling to
influence disease pathogenesis. Together, these results suggest that targeting this newly identified CXCL12/CXCR4
axis with the small-molecule AMD3100 or AAV-shCxc/12 may help develop novel therapies to better suppress chronic
prostatitis. However, since CP/CPPS is a complex disease, the current model cannot fully represent the characteristics of
human disease, and more research should be executed to investigate the similarities and differences between this model
and human CP/CPPS and improve the former.
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