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Background: The wound healing process can be optimized through the addition of a biomaterial such as recombinant secretory
leukocyte protease inhibitor (rSLPI). The SLPI is a non-glycosylated proteomic material that inhibits protease enzymes and has anti-
inflammatory properties, thus accelerating wound healing. This study analyzed the administration of rSLPI doses 0.04 cc and 0.06 cc
in skin wound healing on the CD163 expression of macrophages and cytokines such as interleukin 1 (IL-1), interleukin 6 (IL-6) and
fibroblast growth factor 2 (FGF-2).

Materials and Methods: rSLPI produced from Escherichia coli TOP10 as the cloning host, BL21 (DE3) strains as the expression
host and pET30a plasmids were used for the expression system construction. The wound was created on Wistar rat dorsal skin, then
rSLPI 0.04 cc and 0.06 cc was administered. In the next four days, the back skin was biopsied and stained by immunohistochemistry to
analyze the CD163, FGF-2, IL-1 and IL-6 expression.

Results: The administration of rSLPI increased CD163 and FGF-2 expression dependent on dose (p<0.05). On the other hand,
administration of rSLPI decreased IL-1 and IL-6 expression depending on dose (p <0.05).

Conclusion: The administration of rSLPI is able to accelerate the wound healing process by increasing the CD163 and FGF-2
expression. The cytokines such as IL-1 and IL-6 decreased depending on rSLPI doses.
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Introduction
One of the problems in wounds that are still insurmountable is delayed healing. Delayed healing occurs because of the
pathological extent of inflammation." It is necessary to be vigilant in order to overcome some possible complications that are
caused by healing disorder.> Wounds are divided into two categories, namely open wounds and closed wounds. Wound healing
itself is a normal biological process that occurs in the human body that goes through several phases including hemostatic,
inflammation, proliferation and remodeling.>* Wound healing is a complex process in which biocellular and biochemical
activities occur continuously involving a series of complex reactions and interactions between cells and mediators,” which aim
to restore the integrity of damaged tissue and will begin immediately after the occurrence of tissue damage by going through
several stages of mechanism or phase.®

Wound healing is characterized by an increase in the number of macrophages during inflammation phase. The function
of macrophages in the wound healing process is to phagocytose and destroy necrotic tissue and foreign particles that enter the
tissue.” There are two macrophage phenotypes, namely M1 and M2.® These two types of macrophages are distinguished by the
cytokines they produce.” The M2 expresses cluster of differentiation 163 (CD163),'" and produces an anti-inflammatory
cytokine."" The M1 produces pro-inflammatory cytokines such as tumor necrosis tumor (TNF), interleukin-1 (IL-1),
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interleukin-6 (IL-6), interleukin-12 (IL-12) and interleukin-17 (IL-17)."*"'¢ Not only cytokines have an important role, one of the
growth factors, namely fibroblast growth factor 2 (FGF-2), is also involved in the wound healing stage and can affect macrophage
polarization into M2."”

Wound management has now developed in various ways and has focused on accelerating healing by an applied material. This
is intended, because for example in the case of a diabetic wound,'*'® the wound will be difficult to heal and create delayed healing,
so biomaterials are needed that are expected to accelerate the wound healing process.'® One of the materials to accelerate wound
healing is the amnion membrane. This amnion membrane contains secretory leukocyte protease inhibitor (SLPI).?® Since the
physiological concentration of SLPI of the amnion membrane is found in small quantities, thus it is necessary for an engineer to
obtain it in large quantities, namely using recombinant with Escherichia coli strain. The entire process is called recombinant
secretory leukocyte protease inhibitor (rSLPI). The rSLPI can express and produce SLPL?' The SLPI itself is able to suppress
monocytes, matrix-metallo-proteinase (MMP),%® contain growth factor,? inhibit the proliferation of fibroblast and collagen to
form a scar,”® and inhibit the inflammatory pathways through NF-kB.** With this component the reepithelization process may
occur immediately. Moreover, SLPI also has several functions including inhibiting protease, control of bacterial activity,” anti-
inflammatory,”® antibacterial®’ and antivirus.*® However, the potential of rSLPI for wound healing has never been proven.
Therefore, this study was conducted to analyze the potential of rSLPI in the wound healing process by analyzing the IL-1, IL-6,
FGF-2 and CD163 expression.

Materials and Methods

Animals

The research conducted was an experimental laboratory study using 18 Wistar rats (Rattus norvegicus), aged 2—3 months,
conducted in September—November 2020. The experiments were performed in compliance with the guidelines of the
Institutional Animal Care and Use Committee of Universitas Airlangga. The protocol of this research was approved by
the ethics committee of the Faculty of Dentistry, Airlangga University, no. 538/HRECC. FODM/XI1/2020.

rSLPI

The rSLPI was produced according to Munadziroh et al. 2017.?' This procedure has successfully produced a rSLPI. The SLPI
encoding gene was inserted into pET-101/D-TOPO (Invitrogen, Carlsbad, CA, USA) as plasmid and cloned into BL21 Star (DE3)
(Novagen, Darmstadt, Germany) as expression host. The entire system was inserted into Escherichia coli TOP10 (Invitrogen,
Carlsbad, CA, USA) as cloning host. The rSLPI was produced as described in Figure 1.

Wound Creation

The study was conducted in 18 male Rattus norvegicus, weighing 150-200 g, aged 2-3 months. The adaptation process lasted for
a week in a cage measuring 60 cm by 65 cm by 80cm. Animals were anesthetized using ketamine at a dose of 2244 mg/kg and
diazepam 3-5 mg/kg by intra-muscular injection, before the incisional creation of the wound in the skin dorsal area using a round
ended surgical blade, of 10 mm size and 5 mm depth. After the anesthesia, the dorsal skin of the animal was epilated, then the
incision was made with a measurement of 10 mm long and depth of 1 mm using the round blade.

rSLPI Administration

The animals were divided into three groups and each group consisted of six animals. Each group was administered
witha different dose of rSLPI. After this procedure the wound was closed by hypafix. The distribution of animals’
administration is described in Table 1. Four days after rSLPI administration, the animals were terminated using ketamine
anesthesia intravenously. The wound tissue was collected, fixed using Whatman filter paper and then immersed in 10%
formalin. Samples were then processed in histological preparation for immunohistochemistry staining.

The CDI163, IL-1, IL-6 and FGF-2 Expression

The CD163, IL-1, IL-6 and FGF-2 expression was observed with indirect immunohistochemistry staining under light
microscope with a magnification of 400x. The expression was visualized using AxioVision software to calculate the
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cloning host .—‘ Escherichia coli TOP10 ‘

Preparation in beaker glass contain:

1. 400 mL of LB medium

2. 100 pg/mL ampicillin

3. Incubated at 37°C for 18 h under constant agitation (150 rpm)

The SLPI expression inducing:
1. Isopropyl thio-galacto-pyranoside concentrations below 50 uM
2. Waiting for 4 hours

Harvesting

1. Escherichia coli TOP10 cells centrifugation at 5500 rpm and 40°C for 10 min

2. Cells were washed with phosphate buffer, (50 mM; pH 8.0), containing 300 mM NaCl
3. Resuspended in phosphate buffer

4. Sonicated 7 times for 15 s at 30 s intervals

Collecting

1. Escherichia coli TOP10 cells cell free centrifugation at 5500 rpm at 40°C for 15 min.

2. Proteins in the supernatant fraction were then concentrated by means of acetone precipitation method

3. The precipitated proteins were dissolved in the same buffer supplemented with 10 mM imidazole

4. Incubation at 40°C with the Nickel-IDA affinity resin

5. Eluted from the affinity matrix in a column (50 mM phosphate buffer; pH 8.0; 300 mM NaCl and 175 mM imidazole)

A 4

rSLPI

Figure | The rSLPI production generation.

percentage area by single blinded operator in the five different fields. Antibody CD163 (antiCd163, mouse monoclonal, Santa
Cruz biotechnology), IL-1 (antilL1, mouse polyclonal, Santa Cruz biotechnology) and IL-6 (antilL-6, mouse monoclonal,
Santa Cruz biotechnology) and FGF-2 (antiFGF-2, mouse monoclonal, Santa Cruz biotechnology) were used.

Table | The Animal Distribution

Group N Treatment

Control 6 Wound not administered and sutured

A 6 Wound administered with rSLPI dose 0.04 cc and sutured
B 6 Wound administered with rSLPI dose 0.06 cc and sutured

Notes: N, number of samples. A, wound administered with rSLPI dose 0.04 cc and sutured. B, wound adminis-
tered with rSLPI dose 0.06 cc and sutured.
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Statistical Analysis
The differences in quantity of CD163, IL-1, IL-6, and FGF-2 expression were analyzed using One-way analysis of
variance (ANOVA) and post hoc test Tukey High Significant Difference (Tukey-HSD) with significance value of p <0.05.

Results
CD163 Expression

Immunohistochemistry staining on skin wound showed an CD163 expression as brown color (Figure 2A—C). The CD163
expression in the group administered with rSLPI 0.06 (12.83£3.31) is higher than group administered with rfSLPI 0.04
(10.50£1.52) and control (3.17+1.60) (p = 0.000 and p = 0.023) (Table 2).

IL-1 Expression

Immunohistochemistry staining on skin wound showed an IL-1 expression as brown color (Figure 2D-F). The IL-1
expression in the group administered with rSLPI 0.06 (8.00£1.24) is lower than control (14.00+£2.45) (p = 0.000). The IL-
1 expression in the group administered with rSLPI 0.04 (11.33+1.86) is lower than control (14.00+2.45) (p = 0.000)
(Table 2).

IL-6 Expression

Immunohistochemistry staining on skin wound showed an IL-6 expression as brown color (Figure 2G-I). The IL-6
expression in the group administered with rSLPI 0.06 (4.38+1.47) is lower than group administered with rSLPI 0.04
(8.67x1.75) and control (2.334£3.08) (p = 0.023 and, p = 0.000, respectively). The IL-6 expression in the group
administered with rSLPI 0.04 (8.67+1.75) is lower than control (2.33£3.08) (p = 0.03) (Table 2).

FGF-2 Expression

Immunohistochemistry staining on skin wound showed an FGF-2 expression as brown color (Figure 2J-L). The FGF-2
expression in the group administered with rSLPI 0.06 (15.67+3.67) is higher than group administered with rSLPI 0.04 cc
(11.17£1.95) and control (6.17+2.48) (p = 0.035 and p = 0.000, respectively). The FGF-2 expression in the group
administered with rSLPI 0.04 (11.17+1.95) is higher than control (6.17+2.48) (p = 0.019) (Table 2).

Discussion
rSLPI is a SLPI obtained through replication using bacteria.”' The generation of rSLPI has been successfully performed
using cloning using Escherichia coli.*' SLPI is a constituent of amnion membrane that is able to inhibit protease, control
bacterial activity, is anti-inflammatory and antiretroviral, and able to suppress matrix metalloproteinase that can cause
tissue damage. Administration of rSLPI on experimental animal wounds showed increased CD163 expression. The
CD163 expression also depended on rSLPI doses. The CD163 is expressed on macrophages and becomes a determinant
of macrophage polarization to become dominant to M1. This is due to the rSLPI mechanism that functions as an anti-
inflammatory and inhibits the production of IFN-y induced by NF-kB.?* rSLPI can bind to the annexin II receptor on the
surface of macrophage cells and can inhibit the downstream activation of NF-kB by protecting the degradation inhibitor
of kappa (IKb) from degradation by the ubiquitin-proteasome pathway. In addition, rSLPI can compete with NF-kB for
binding to the NF-kB binding site in the nucleus.*®>? Thus, rSLPI prevents the secretion of pro-inflammatory cytokines
such as TNF-q, IL-1 and nitric oxide.” It is also possible that rSLPI enhances macrophage recruitment of the factor
plasmin, cathepsins and sialidases. This is consistent with an in vitro study by Sano et al., 2000 showing that the addition
of exogenous SLPI can increase macrophage recruitment.>*

Inhibition of IFN-y can increase the production of IL-4.*> This increase in IL-4 production affects the polarization of

macrophages to become dominant in M2 compared with M1.%°

M2 then releases anti-inflammatory mediators such as IL-10
and growth factors. In addition, M2 can also produce precursors for fibroblast activation and collagen synthesis which is

necessary for wound healing, namely FGF-2.%
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Figure 2 The cytokine expression in the skin wound. (A-C) IL-6 expression; (D-F) FGF-2 expression; (G—l) CD 163 expression; (J-L) IL-| expression. Microscopic feature
with magnification 1000x.

The FGF-2 expression also increased after administration of rSLPI in the wound area. The FGF-2 expression also
depends on rSLPI doses, as observed in CD163 expression. FGF-2 is produced by keratinocytes, fibroblasts, endothelial
cells, smooth muscle cells, chondrocytes and mast cells.*® Research has shown a significant increase in FGF-2 expression
with the administration of rSLPI. Another study conducted earlier, explained that bovine sponge amnion containing rSLPI is
able to control the activity of TGF-B thus stimulating fibroblast activity that causes an increase in fibroblasts.*® This explains
that the amnion membrane containing SLPI can increase fibroblasts and increased the FGF-2. It is also in accordance with
studies that the increase in FGF-2 will lead to increased proliferation of fibroblasts so as to accelerate wound healing.*’

Previous research has shown that rfSLPI meets the criteria as a biomaterial that can heal wounds efficiently on
vascular endothelial growth factor (VEGF) and collagen.*' In this study we analyzed that the IL-6 expression observed in
all groups is decreased, and is dose-dependent. This indicates that the administration of rSLPI fluid has an influence on
the wound healing process. This is in accordance with the theory of wound healing process where in the inflammatory
process IL-6 acting as a pro-inflammatory cytokine will increase, because IL-6 is an inflammatory mediator that appears
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Table 2 The CD163, IL-1, and IL-6 Expression in Skin Wound Tissue

Group | N Marker Expression (Mean * Standard Deviation)

CDI163 IL-1 IL-6 FGF-2
Control | 6 3.17 + 1.60" 14.00 + 2.451% 2.33 + 3.08"F 6.17 + 2.48"F
A 6 10.50 + 1.52% 11.33 + 1.86" 8.67 + 1.75%F 1117 + 1.95%F
B 6 12.83 + 3.311# 8.00 + 1.24% 438 + | 471% 15.67 + 3.671%

Notes: N, number of samples. A, wound administered with rSLPI dose 0.04 cc and sutured. B, wound administered with
rSLPI dose 0.06 cc and sutured. "#¥The same character in each parameter indicated significant different with Tukey HSD
analysis (p <0.05).

after surgery, acute trauma and infection.*> Damage associated molecular pattern (DAMP) produced by damaged cells
will bind pattern recognition receptor (PRR) contained in cell membrane. The existence of this bond will trigger
signaling that will increase the expression of NF-kB. NF-kB which acts as an inflammatory initiator will work to trigger
the synthesis process of inflammatory-related proteins. In the inflammatory phase, macrophages tend to polarize to M1
and produce pro-inflammatory cytokines that will trigger inflammation of the tissues. Pro-inflammatory cytokines
produced TNF-a, IL-1 and IL-6 to stimulate Toll-like receptor (TLR). TLR is found on the surface of macrophages
and stimulates pro-inflammatory cytokines and activates the signal pathway to activate the NF-kB.****

SLPI plays a role in inhibiting NF-kB binding in IL-6 region promoters.*> The research found that there was a significant
decrease in IL-6 expression with the administration of rSLPI. This is because rSLPI binds to annexin II receptors located on
the surface of macrophages and can inhibit the activation of NF-kB through inhibitors of nuclear factor kappa B (I-kB). I-kB
kinase is part of a multiprotein complex consisting of subunits IKK-a and IKK-B, and is important in cytokine-induced IKB
phosphorylation. Activation of the IKK complex resulted in phosphorylation and degradation of IKBa and was subsequently
followed by the release of NF-kB. Inhibition of NF-kB will inhibit the secretion of pro-inflammatory cytokines such as TNF-
a, IL1, IL-6 and nitric oxide (NO). Inhibition of NF-kB will cause decreased production of IL-6 and IL-1 which are pro-
inflammatory cytokines, thus accelerating the wound healing process.*’

Conclusion
The administration of rSLPI is able to accelerate the wound healing process by increasing CD163 and FGF-2 expression.
Cytokines such as IL-1 and IL-6 decreased dependent on rSLPI doses.
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