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Abstract: Glial cell transplantation using olfactory ensheathing cells (OECs) holds a promising ap-
proach for treating spinal cord injury (SCI). However, integration of OECs into the hostile acute
secondary injury site requires interaction and response to macrophages. Immunomodulation of
macrophages to reduce their impact on OECs may improve the functionality of OECs. Vascular
endothelial growth factor (VEGF) and platelet-derived growth factor (PDGF), known for their im-
munomodulatory and neuroprotective functions, have provided improved outcomes in SCI animal
models. Thus, VEGF and PDGF modulation of the SCI microenvironment may be beneficial for OEC
transplantation. In this in vitro study, the effect of VEGF and PDGF on macrophages in an inflam-
matory condition was tested. Combined VEGF + PDGF reduced translocation nuclear factor kappa
B p65 in macrophages without altering pro-inflammatory cytokines. Further, the ability of OECs
to phagocytose myelin debris was assessed using macrophage-conditioned medium. Conditioned
medium from macrophages incubated with PDGF and combined VEGF + PDGEF in inflammatory
conditions promoted phagocytosis by OECs. The growth factor treated conditioned media also
modulated the expression of genes associated with nerve repair and myelin expression in OECs.
Overall, these results suggest that the use of growth factors together with OEC transplantation may
be beneficial in SCI therapy.
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1. Introduction

The transplantation of olfactory ensheathing cells (OECs) to repair spinal cord injury
(SCI) has gained considerable interest over the last two decades [1]. The unique ability of
OECs to promote continuous olfactory neuron growth throughout life has been translated
into novel therapies [2]. When transplanted into SCI, OECs have been observed to interact
with glial scar tissue, promote neovascularisation, clear inhibitory axonal debris and help
in axonal sprouting and remyelination, with the overall outcome of promoting functional
recovery [3,4]. However, the biggest pitfall in the transplantation of OECs has been the
difficulty of their integration, survival and functional efficacy at the injury site [5].

SCI follows a transient primary and a progressive secondary phase. The latter is
characterised by a multitude of cellular and biochemical reactions [6]. The secondary phase
begins with the recruitment and activation of the neutrophils, which is then followed by a
gradual influx of circulating monocytes, slowly differentiating into macrophages [7]. The
temporal profile of macrophage settlement at the injury site is crucial as it governs the
timing of an effective therapeutic intervention. In rodent SCI models, macrophages start
increasing around three days and have a bimodal pattern of distribution, reaching two
peaks at day 7 and day 60 [8]. After populating the injury site, macrophages play vital
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roles spanning from a negative, deleterious effect of the M1 (pro-inflammatory) subset of
macrophages to the positive, beneficial effect of the M2 (anti-inflammatory) macrophages.
While the former causes neurotoxicity, the latter is concerned with early recovery and heal-
ing [9,10]. In SCI, unlike normal wound healing, M1 macrophages predominate over M2,
leading to a hostile microenvironment that is unfavourable for cellular regeneration [9,11].
Thus, immunomodulation by targeting this population becomes a key intervention in de-
veloping a potential therapy for SCI [12,13]. Several studies have been recently conducted
that focus on this aspect and improve the healing process after SCI [14-16].

Vascular endothelial growth factor (VEGF) is a key angiogenic factor which has also
been linked with neurotrophic activity [17,18]. For macrophages, VEGF has been reported
to show significant modulatory activities and plays a vital role in its recruitment, which
thereby promotes neovascularization in inflammation [19,20]. In SCI, VEGF can reduce
inflammation through autophagy, which leads to the promotion of earlier recovery [21,22].

Platelet derived growth factor (PDGF) is another mitogen similar to VEGF. It is cru-
cial for cells originating from mesenchyme, namely, fibroblasts, smooth muscle cells and
oligodendrocytes [23]. Its chief role is ensuring recruitment of the smooth muscle cells
and stabilising newly sprouted micro-vessels [24]. Additionally, PDGF is also important in
macrophage recruitment for maturation of these blood vessels [25]. Additionally, PDGF
has been linked with neuroprotective activity against oxidative stress and is implicated
in a beneficiary role in ischemic strokes in humans [26,27]. In SCI, PDGF has been ad-
ministered successfully in rats, leading to increased survival of oligodendrocyte precursor
cells which provide protection to motor neurons [28]. Owing to their respective positive
roles in SCI, the combined application of VEGF and PDGF has been tested, with results
demonstrating a reduction of secondary injury area and gliosis and a beneficial modulation
of macrophages [29]. However, this first study did not facilitate motor recovery, likely due
to the short-term application of the growth factors. Hence, a successive study examined
the sustained release of combined VEGF + PDGF over a week, which led to improved
behavioural and histological outcomes [30]. While these studies demonstrated efficacy,
they lacked an understanding of inter-cellular interaction complexities and subsequent
perturbations in the SCI microenvironment. Thus, in vitro dissection of such an interaction
would help us optimise our therapeutic approach.

While immunomodulation can exert benefits, it is unlikely to lead to a complete recov-
ery on its own. Therefore, additional therapeutic strategies that target neural regeneration
and rescue of neural functions become pivotal strategies. This could be achieved by cell
transplantation, using cells such as OECs, which can secrete and supply neurotrophic
factors and provide support and guidance for sprouting axons [31]. However, the failure
of OECs to survive and integrate can reduce their therapeutic efficacy [5]. Macrophages
are a dominant cell in the acute stage of SCI and their interaction with the transplanted
OECs becomes very important as it may influence the activity of the OECs. Previously,
our group had shown that OECs express macrophage migration inhibitory factors (MIF)
and are responsible for reduction in the recruitment of macrophages in vitro and aid in
the phagocytosis of axonal debris by OECs [32]. Thus, macrophage—OEC interactions are
clearly modulated, at least to some degree.

In our present in vitro study, we aim to determine the paracrine effects of VEGF and
PDGF-treated macrophages on OECs in the presence or absence of an inflammatory setting.
Our specific aims are to ascertain whether VEGF and PDGF can initiate an inflammatory
reaction in macrophages and how it changes their subsequent inflammatory cytokine secre-
tion profile. We treated the macrophages for 3 h, 24 h and 48 h with variable conditions. The
rationale behind choosing these time points is related to the fluctuating Toll-like receptor-4
(TLR-4) activation in the macrophages linked with variable inflammatory signalling and
has been used in previous studies [33-35]. Thus, we hypothesise that conditioned media
from these variable activated states of macrophages can modulate the phagocytic activity
and gene expression of OECs. Overall, this in vitro study aims to reveal the complex growth
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factor versus cell interactions that potentially occur during the application of a combined
VEGEF/PDGEF plus OEC transplantation therapy for SCI repair.

2. Materials and Methods
2.1. Ethics

All procedures were approved by the University Animal Ethics Committee (MSC/13/18)
and by the University Biosafety Committee (NLRD/003/2020_Var2) of Griffith University
under the guidelines of the National Health and Medical Research Council of Australia
and in accordance with the Australian Code for the Care and Use of Animals for Scientific
Purposes (8th Edition, 2013), and in accordance with the Australian Commonwealth Office
of the Gene Technology Regulator.

2.2. Reagents

A pro-inflammatory environment was created using a combination of interferon-y
(IFN-y) (1 ng/mL, Abcam, Cambridge, UK) and lipopolysaccharide (LPS) from E. coli
O111:B4 (100 ng/mL, Sigma, St. Louis, MI, USA), as suggested previously [36]. For
evaluating the effect of growth factors, we used recombinant human VEGF-165 protein
(Gibco, Waltham, MA, USA) and recombinant mouse PDGF-BB protein (Gibco) [36].

2.3. Primary Peritoneal Macrophage Culture

A primary peritoneal macrophage culture was prepared following a previously es-
tablished protocol [37]. Briefly, C57Bl/6 mice were used at eight weeks for collection of
the cells. A 3% thioglycollate medium brewer (BD biosciences, Franklin Lakes, NJ, USA)
solution was prepared and sterilised prior to use. On day 1, it was injected intraperitoneally
(1 mL/mouse) under anaesthesia using a 26G needle. On day 7, the cells were harvested
after euthanising the mice and lavaging the peritoneum with 5 mL of ice cold 1X phosphate
buffered saline (PBS) (Gibco). The collected cells were centrifuged at 500x g for 5 min
and plated out in a 6-well plate in a complete culture medium comprising of Dulbecco’s
Modified Eagle Medium (DMEM) (Gibco), 10% fetal bovine serum, gentamycin (50 ug/mL,
Gibco) and L-glutamine (200 uM, Gibco). After 18 h, the media was changed completely, to
remove any debris or traces of floating monocytes. After this, half the media was changed
once before using it on the third day. The purity of cells was assessed by staining with F4/80
antibody (1:200, Abcam). Based on this protocol, we achieved 89-93% pure macrophages.

2.4. Primary OEC Culture

Primary OEC culture was performed following previously established protocols [38—40].
Briefly, S1003-DsRed transgenic mouse pups, at P7-P9, were decapitated in sterile condi-
tions. After this, they were hemi-sectioned by sagittal section and placed under a stereo-
dissection microscope (Olympus, Tokyo, Japan). Only the anterior one-third portion of the
olfactory bulb area (nerve fibre layer) with bright red fluorescence was extracted, chopped
into fine pieces and dispensed in 1% G5 (Gibco) supplemented media (DMEM + 10% FBS)
in a Matrigel-coated 24-well plate. The explants were left to attach for 30 min at room
temperature before being transferred to an incubator at 37 °C and 5% CO,. After 24-48 h,
complete media removal was done to clear debris, and then every alternate day, half the
media was changed until confluency was reached. Upon reaching confluency, the cells were
detached using Tryp-LE express (1X, Gibco), followed by centrifugation, and were plated
in T25 culture before being used for experiment. This extraction process yielded 70-80% of
p75NTR/DsRed positive glial cells as established by our methods mentioned previously.

2.5. NF-xB p65 Translocation Assay

The NF-«B p65 translocation assay was performed by seeding primary peritoneal
macrophages at 4000 cells/well in a 384-well plate (Greiner Bio-One, Kremsmdtinster, Aus-
tria). They were kept in complete media (DMEM + 10% FBS and gentamycin) for overnight
incubation. The next day, the media was replaced with serum-free media containing the fol-
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lowing conditions: inflammatory-only (IFN-y + LPS), growth factors (VEGF at 50 ng/mL,
PDGEF at 50 ng/mL, combined VEGF + PDGF at 50 ng/mL each), inflammatory with
growth factors (IFN-y + LPS + VEGE, IFN-y + LPS + PDGEF, IFN-y + LPS + VEGF + PDGF)
and an untreated control. They were fixed using 4% paraformaldehyde (PFA) at 3, 24 and
48 h. Further, they were stained using NF-«B p65 (1:500, Abcam), F4/80 (Abcam) and
Hoechst. Images were acquired using a Nikon Ti2 widefield microscope (Tokyo, Japan) at
20 % objective. They were processed using CellProfiler 3.1.9 software (Broad Institute, MIT,
Cambridge, MA, USA) to assess nuclear: cytoplasm NF-«kB p65 ratio.

2.6. Enzyme-Linked Immunosorbent Assay (ELISA) of Cytokines and Preparation of Macrophage
Conditioned Medium

Macrophages were seeded at 1 x 10° cells/well in a 6-well plate and grown to 80% con-
fluency, after which the complete media was replaced with serum-free activated media con-
taining the following conditions for baseline secretion of cytokines: (i) no treatment (control)
or the growth factors (ii) VEGEF, (iii) PDGE, (iv) VEGF + PDGEF. For cytokines in inflamma-
tory conditions, the following groups were used: (i) [IFN-y + LPS, (ii) IFN-y + LPS + VEGF,
(iii) IFN-y + LPS + PDGF and (iv) IFN-y + LPS + VEGF + PDGEF. For extraction of cytokine,
cell culture supernatant was collected after 3, 24 and 48 h treatment and then centrifuged at
1500 rpm for 10 min at 4 °C. Supernatant samples were divided into two parts and stored
at —80 °C. One part of it was used as macrophage conditioned medium (MCM), and the
other was used for ELISA.

For ELISA, the supernatants were used as neat, 1 in 10 or 1 in 100 dilutions with
ELISPOT diluent, and readings were taken that were within the detectable range of the kits.
Two different pro-inflammatory cytokine kits were used for our sandwich ELISA assays:
IL-6 (Invitrogen, 88-7064-86, Waltham, MA, USA) and TNF-« (Invitrogen, 88-7324-86). The
entire assay was performed as per the manufacturer’s protocol. We incubated the samples
overnight at 4 °C for more sensitivity as per recommendation. Plate readings were taken
using absorbance values at 450 nm and 570 nm under the POLARstar Omega plate reader
(BMG Labtech, Victoria, Australia). Analysis of the data was done by first subtracting the
readings of 570 nm from 450 nm.

2.7. Myelin Debris Preparation

Myelin was prepared following a previously established procedure [38]. A total
of 10-12, S100B-DsRed transgenic mice (12 months old) were euthanised. Their entire
brains were removed and homogenised in 0.32 M sucrose solution (diluted from 1 M
sucrose solution in Tris-Cl buffer) using TissueLyser II (Qiagen, Hilden, Germany). The
homogenate was then layered on top of a 0.83 M sucrose solution in an ultracentrifuge tube
and centrifuged at 100,000 x g for 45 min at 4 °C. The interface between the two layers was
carefully pipetted out, containing myelin debris. This was then further homogenised and
resuspended in Tris-Cl buffer. This centrifugation step was repeated twice, and the final
myelin pellet was washed in PBS and centrifuged at 22,000 x g for 10 min at 4 °C. The final
pellet was weighed and stored at a concentration of 50 mg/mL at —80 °C, until further use.

2.8. Phagocytosis of Myelin Debris

OECs were seeded at 4000 cells/well and incubated overnight in supplemented media.
Myelin debris was prepared as above and labelled with pHrodo Green STP Ester dye
(pHrodo STP; Thermofisher, Waltham, MA, USA), as per the manufacturer’s instructions.
The myelin stock solution was thawed and homogenised with an insulin syringe 5-10 times
before being centrifuged at 14,000x g for 10 min at 4 °C. The supernatant was removed
and then the pellet was resuspended in PBS (final concentration of 5 mg/mL). A labelling
buffer containing 0.1 M NaHCO;3 (pH 8.3) was prepared and filtered using a 0.22 um
surfactant-free cellulose acetate membrane filter unit (Merck, MA, USA). The pHrodo STP
stock (2 mg/mL; 2 mM) was then diluted to 12.5 uM in the labelling buffer. The diluted
myelin stock was centrifuged, resuspended in 1 mL of pHrodo STP-labelling buffer and
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put on a shaker for 1-2 h. Further, the debris was washed with PBS 4-5 times. Finally, the
pellet was weighed and resuspended to a 1 mg/mL concentration. For the phagocytosis
assay, live cell imaging was done using the Incucyte live cell imaging system (Sartorius,
Gottingen, Germany). As the OECs express DsRed protein and myelin debris was labelled
with pHrodo green, images were acquired every 30 min, with an exposure of 150 ms in the
red and green channels, respectively. Analysis of phagocytosing cell was performed using
CellProfiler 4.2.1 software (Broad Institute, MIT, Cambridge, MA, USA).

2.9. Real Time Quantitative Polymerase Chain Reaction (qPCR)

For qPCR assays, 4 x 10° cells/well were seeded in a 24-well microplate (Greiner Bio-
One) in complete media, overnight in 5% CO, and at 37 °C. The following day, the media
was substituted with serum-free media and the conditions were included as mentioned
previously for the ELISA assay. For direct effects of growth factors, the cells were directly
treated with growth factors (VEGF, PDGF and combined VEGF + PDGEF) in the presence and
absence of inflammatory mediator (IFN-y + LPS). After 24 h of incubation, the media was
removed, washed with 1x PBS and the cells were lysed using RNA lysis buffer (PureLink
RNA minikit, Invitrogen) with 1% mercaptoethanol (Gibco). The samples were stored at
—80 °C until further processing. On the day of the assay, the samples were homogenized,
washed with 70% ethanol and centrifuged at 12,000x g for 15 s. After a further few washes
with buffers (Purelink RNA minikit, Invitrogen), RNA was eluted using 30 pL of UltraPure
DNase/RNase-Free distilled water (Invitrogen). The quality and amount of RNA were
measured using a NanoDrop 1000. cDNA was synthesised using SuperScript IV VILO
Master Mix with ezDNase Enzyme (Invitrogen) using the manufacturer’s protocol. cDNA
samples were diluted to 10 ng/uL and used for qPCR reactions in a Quantstudio 6 flex
lightcycler (Thermofisher). For each 10 pL RT-qPCR reaction, we used 5 uL of PowerUp
SYBR green Master mix (2X, Thermofisher), 500 nM of Forward and Reverse primers each
(Table S1), 1 puL. of cDNA and rest water. The melting temperatures of all primers were
above 60 °C. PCR reaction settings were as follows: (a) Uracil DNA-glycosylase activation
at 50 °C for 2 min, (b) Dual-Lock DNA polymerase at 95 °C for 2 min, (c) denaturation at
95 °C for 15 sec with annealing and extension at 60 °C for 1 min repeated for 40 cycles. A
melt curve was generated to detect any primer-dimer formation.

2.10. Statistical Tests and Graphs

For statistical evaluations and graphical representations, GraphPad Prism 9 (San
Diego, CA, USA) was used. All data were expressed as the mean =+ standard error of the
mean (SEM) and statistical significances were represented in each figure. Comparisons
of two groups were done by unpaired t-test (two-tailed) with Welche’s correction or the
Kolmogorov-Smirnov test, as where appropriate. For multiple groups, either one-way or
two-way analysis of variance (ANOVA) was used, as appropriate, and was followed by a
post hoc test comprising of Dunn’s or Fisher’s LSD test, respectively.

3. Results
3.1. NF-xB p65 Translocation in Macrophages Is Increased by PDGF in Inflammation

NF-«B is a large family of proteins responsible for triggering inflammatory genes by
translocating from cytoplasm to nucleus through canonical and non-canonical pathways [41,42].
To help determine the duration of growth factor therapy, it is imperative to consider the
dynamics of NF-kB translocation from cytoplasm to nucleus in macrophages, which could
ultimately modulate the functionality of OECs.

The translocation of NF-«kB was determined by immunostaining with an antibody
against NF-kB p65 subunit and calculating the nuclear-cytoplasm (N:C) intensity ratio. A
representative image of macrophages treated for 48 h in IFN-y + LPS with and without
VEGEF/PDGEF is shown for comparison (Figure 1A-D). Macrophages were first cultured
in untreated control medium or medium with IFN-y + LPS for 3 h (Figure 1E). There was
significant translocation of NF-«B in the inflammatory medium (medium with IFN-y + LPS)
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Figure 1. NF-«B p65 translocation in primary macrophages treated with inflammatory, VEGE, PDGF
and combined VEGF + PDGEF for 3 h (early), 24 h (middle) and 48 h (late). (A-D) Confocal representative
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images of primary macrophages showing NF-«kB p65 translocation (red) from cytoplasm to nucleus
(blue), treated for 48 h with (A): inflammatory media (IFN-y + LPS), (B): IFN-y + LPS + VEGF,
(C): IFN-y + LPS + PDGEF, and (D) IFN-y + LPS + VEGF + PDGE. Scale: 15 um (5 pm for inset) across
all images. Graphs represent NF-«kB p65 nuclear: cytoplasm intensity ratio (a measurement of activa-
tion status of macrophage by nuclear translocation) when treated for (E-G) 3 h with (E) control and
IFN-y + LPS, (F) control, VEGF, PDGF and combined VEGF + PDGF, (G) VEGEF, PDGF and combined
VEGF + PDGF in inflammatory media (IFN-y + LPS); (H-J) 24 h with (H) control and IFN-y + LPS,
(I) control, VEGF, PDGF and combined VEGF + PDGTF, (J) VEGFE, PDGF and combined VEGF + PDGF
in inflammatory media (IFN-y + LPS) and (K-M) 48 h with (K) control and IFN-y + LPS, (L) con-
trol, VEGF, PDGF and combined VEGF + PDGEF, (M) VEGF, PDGF and combined VEGF + PDGF
in inflammatory media (IFN-y + LPS). ** p < 0.01, *** p < 0.001 measured using unpaired ¢-test
with Welch’s correction for (E,H,K) and one-way ANOVA followed by Dunn’s multiple compar-
isons test for (F,G,1J,L,M). Error bar represents mean + SEM for three technical replicates of three
biological replicates.

Upon further increasing the length of treatment to 24 h, IFN-y + LPS-treated macrophages
still showed increased translocation (Figure 1H). Interestingly, combined VEGF + PDGF
significantly reduced translocation compared to PDGF and untreated control (Figure 1I).
However, 24 h-treated inflammatory media with and without VEGF/PDGEF did not sig-
nificantly alter translocation, similar to the 3 h treatment (Figure 1]). Therefore, after 24 h
exposure, where combined VEGF + PDGEF by itself can reduce NF-«B translocation, in the
presence of inflammatory signal there is no change.

Prolonged exposure of macrophages to inflammatory media for 48 h, showed no signifi-
cant difference in N:C ratio (Figure 1K). However, both PDGF and combined VEGF + PDGF
increased NF-kB p65 translocation in comparison to VEGF and untreated control (Figure 1L).
When further challenged in the presence of IFN-y + LPS, all the combinations of VEGF
and PDGF increased NF-«B translocation. Comparatively, PDGF in inflammatory media
considerably increased translocation compared to others (Figure 1M).

Thus, we concluded that IFN-y + LPS stimulates NF-«B translocation in macrophages
for up to 24 h. At baseline conditions, while VEGF and PDGF, individually, can reduce
translocation at 3 h treatment, their combination was effective at 24 h treatment. However,
till 24 h of inflammatory exposure, no changes between the growth factors could be
determined. On prolonged exposure to 48 h, PDGF by itself and in the inflammatory
system can be detrimental by increasing NF-«B translocation and triggering inflammatory
gene transcription.

3.2. PDGF Reduces Pro-Inflammatory Cytokine TNF-u in Inflammatory Media

In the previous section, we observed that NF-«kB translocation in macrophages is
dependent on the duration of exposure and type of growth factor. Hence, our next aim
was to determine the cytokine levels of inflammatory proteins [42]. We assessed the gene
expression and cytokine secretion of two known pro-inflammatory factors: tumour necrosis
factor alpha (TNF-«) [43] and interleukin-6 (IL-6) [44].

When the macrophages were exposed to inflammatory media (IFN-y + LPS), a signifi-
cant up-regulation of TNF-« gene expression across all time points was detected (Figure 2A).
None of the growth factors by themselves led to any change in expression (Figure 2B). In
fact, when the macrophages were challenged with growth factors in inflammatory media
(IEN-y + LPS), there was no difference in TNF-« gene expression between the groups
(Figure 2C). Thus, the inflammatory media stimulates TNF-o gene expression, but the
growth factors do little to influence TNF-« gene expression in these conditions.
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Figure 2. Effects of VEGF and PDGF on TNF-« and IL-6 gene expression and secretion by primary
macrophages in non-inflammatory and inflammatory conditions. Graphs represent both qPCR
and ELISA results of macrophage pro-inflammatory cytokine profiles when treated with VEGF,
PDGE (single or combined) in the presence or absence of inflammatory medium for 3, 24 and 48 h.
(A-D) show control versus IFN-y + LPS (A-F) shows TNF-o gene expression for (A) control vs.
IFN-y + LPS, (B) control, VEGFE, PDGF and VEGF + PDGEF, (C) VEGF, PDGF and VEGF + PDGF in
inflammatory media (IFN-y + LPS); (D-F) TNF-« cytokine levels (D) for (A), (E) for (B) and (F) for
(©). (G-L) shows IL-6 gene expression for (G) control vs. IFN-y + LPS, (H) control, VEGF, PDGF
and combined VEGF + PDGEF, (I) VEGF, PDGF and combined VEGF + PDGF in inflammatory media
(IFN-y + LPS); (J-L) IL-6 cytokine levels (J) for (G), (K) for (H) and (L) for (I). Dashed lines for each
cytokine represent lowest detectable levels for the kit: TNF-«: 8 pg/mL and IL-6: 4 pg/mL. * p < 0.05,
*** p < 0.001, measured using two-way ANOVA with post-hoc Fisher’s LSD multiple comparisons
test. Error bar represents mean + SEM for three technical replicates of three biological replicates.

Next, we measured the corresponding TNF-o cytokine level from the supernatant. We
observed that inflammatory challenged (IFN-y + LPS) macrophages expressed significant
amounts of TNF-« across all time points compared to the control. For untreated controls,
there was no detectable levels of TNF-« at 3 and 24 h, unlike at 48 h (Figure 2D). This trend
was similar to our previously obtained PCR data (Figure 2A). We next measured the baseline
secretion of TNF-« from VEGF, PDGF and combined VEGF + PDGF-treated macrophages.
At 3 and 24 h, there were no detectable levels of TNF-&, however, at 48 h VEGF and PDGF
siginifcantly reduced TNF-« levels (Figure 2E). When we next challenged the macrophages
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with growth factors in inflammatory media, all of the time points produced detectable
levels of TNF-«, however, PDGE, at 24 h, significantly suppressed the TNF-o production
when compared to inflammatory-only media (Figure 2F).

We next assessed the expression of IL-6 in the macrophages when exposed to different
conditions. We observed that IL-6 expression, unlike TNF-«, only showed significant
up-regulation at a very late stage (48 h) (Figure 2G). When we exposed the macrophages to
VEGE, PDGF and combined VEGF + PDGE, no significant changes in expression of IL-6 were
detected at 3 h and 48 h. However, at 24 h, only PDGF showed up-regulation compared to
combined VEGF + PDGEF (Figure 2H). Further, when we challenged the macrophages with
growth factors in inflammatory conditions, no significant difference between the groups
was observed (Figure 2I). For IL-6 cytokine production, inflammatory-only media produced
significant levels of IL-6 for 24 h and 48 h timepoints. Similar to TNF-«, untreated control
showed detectable levels of IL-6 only at 48 h (Figure 2J). When we assessed the effect of
growth factors on IL-6 levels, they did not produce any detectable levels across all the time
points (Figure 2K). However, when we challenged with inflammatory media and growth
factors, such as TNF-«, all of them produced detectable levels of IL-6, but there was no
significant difference between the groups (Figure 2L).

Hence, inflammatory media stimulated TNF-«, at both transcriptional and transla-
tional levels, from 3—-48 h. With an increase in time (48 h), unstimulated macrophages can
lead to higher levels of TNF-«, but this would be suppressed by both VEGF and PDGF.
Under inflammatory conditions, PDGF provides protection by reducing TNF-« produc-
tion at 24 h. The changes in IL-6 expression and cytokine production were evident when
macrophages were treated for 24-48 h, showing the difference in dynamics with TNF-a.
However, no difference existed between the inflammatory growth factor groups for IL-6.

3.3. Growth Factor Treated Macrophage Conditioned Medium Influences Phagocytic Activity of OECs

The accumulation of myelin debris in the injury site is an inevitable event in SCI, and
it triggers neuroimmune interactions [45]. Importantly, the myelin lipids are inhibitory to
axonal growth and branching [46]. Thus, to improve regeneration, therapeutic approaches
that enhance the clearance of the myelin components are critical [47].

Glial cells, such as Schwann cells (5Cs) and astrocytes, have been used in the past for
myelin debris clearance [48,49]. Additionally, we have previously shown that OECs, similar
to SCs, are able to quickly engulf myelin debris in vitro [40]. As the survival and function of
OECs that are transplanted into the inflammatory injury site are influenced by the resident
cells, including macrophages [5], we hypothesised that the responses can be modulated by
the application of the growth factors VEGF and PDGF to macrophages. Hence, our next
aim was to determine how macrophages that have been treated with the growth factors, in
the presence and absence of inflammatory media, can regulate the phagocytic ability of
OECs, a key function in SCI repair.

We tagged the myelin debris with pHrodo dye which fluoresces green as soon as
the debris is internalised into the acidic environment of lysosomes (pH~4.0). Thus, this
approach provides information about the rate of digestion of the debris by OECs. An
image-based assay was used to track the debris uptake by the DsRed-OECs of green,
fluorescent myelin debris every half an hour using the live cell imaging system (Incucyte)
(Figure 3A-H). Phagocytosis was determined by counting the percentage of DsRed objects
(OECs) overlapping with a green, fluorescent object (myelin debris within a phagolysosome)
to the total number of DsRed objects (OECs) present in that field of view (FOV). Since glial
cells, similar to OECs, have a slower profile in debris uptake than professional phagocytes
(macrophages) [40], an area under curve (AUC) was constructed using the percentage of
phagocytic DsRed objects, to determine the efficacy of phagocytosis over 24 h.
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Figure 3. Effect of unconditioned and macrophage conditioned media (MCM) with or without VEGEF,
PDGF on phagocytosis of myelin debris by primary OECs. (A-H) Time lapse images of DsRed OECs
(red) phagocytosing myelin debris (green) at 0, 6, 12 and 24 h. Shown are representative time-lapse
images for OECs in the (A-D) absence and (E,F) presence of 3 h pro-inflammatory MCM. Scale bar:
200 um. (I-K) Graphs show area under curve (AUC) for phagocytosis of myelin debris with (3, 24,
48 h treated) or without MCM for (I) control and IFNy + LPS, (J) control, VEGF, PDGF and combined
VEGF + PDGE, (K) VEGEF, PDGF and combined VEGF + PDGF in inflammatory media (IFNy + LPS).
*p <0.05,** p <0.01, ** p < 0.001 measured using unpaired t-test for (A); two-way ANOVA with
Fisher’s LSD test for (B,C). Error bar represents mean + SEM for three technical replicates of three
biological replicates.

We first measured the phagocytic ability of OECs when directly exposed to the growth
factors with/without the inflammatory media. There was no significant difference in
phagocytosis (No MCM; Figure 3I). However, when OECs were grown in conditioned
media from macrophages (MCM), significant differences were observed across 3, 24 and
48 h (MCM; Figure 3I). For 3 h MCM, inflammatory media had a lower efficacy which
improved in 24 h MCM but lowered again in 48 h MCM. Thus, we concluded that while
OECs, directly, are unable to engulf myelin debris efficiently, through MCM they can
improve engulfment when macrophages are exposed to 24 h of inflammatory conditions.

Next, we assessed the role of growth factors on OEC phagocytosis. PDGF produced
the most significant effect over control, VEGF, and combined VEGF + PDGF (No MCM,;
Figure 3]). Growth factor treated MCM (3 and 24 h) also produced significant debris uptake
in OECs. PDGF and combined VEGF + PDGF produced the most significant changes in
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OECs treated with 3 h MCM. Additionally, for 24 h MCM treated OECs, VEGF improved
phagocytosis along with PDGF and combined VEGF + PDGF. No differences could be
determined for 48 h MCM (MCM,; Figure 3]). This led us to conclude that PDGF could
improve phagocytosis of OECs both by itself as well as through MCM, while combined
VEGEF + PDGF and VEGF could only produce such a change through 3 h and 24 h MCM.

Finally, we assessed the role of growth factors in inflammatory media to influence
OEC phagocytosis. Unlike previously, PDGF could not produce efficient phagocytosis. In
fact, it reduced the uptake along with VEGF when compared to inflammatory only media.
In contrast, combined VEGF + PDGF, could maintain phagocytosis like inflammatory
media (No MCM; Figure 3K). Our MCM assay showed that 3 h MCM produced less
efficient phagocytosis. VEGF was the least efficient amongst all the conditions (3 h; MCM;
Figure 3K). As for 24 h MCM, combined VEGF + PDGF (Figure S1J-L) produced the least
efficient phagocytosis compared to all conditions under inflammatory media (24 h; MCM,;
Figure 3K) (Figure S1A-I). When treated with 48 h MCM, all growth factor treated OECs
in inflammatory media produced efficient phagocytosis, of which PDGF was the most
effective (48 h; MCM; Figure 3K).

In conclusion, OEC phagocytosis of myelin debris is greatly influenced by macrophages,
which depends on the type and duration of treatment that they have been exposed to. Un-
conditioned media (no MCM) do produce some functional changes in OECs, but not as
efficiently as MCM. PDGF produced the most significant phagocytosis when used by itself
on OECs or when administered on macrophages with (3 and 24 h) and without (48 h)
inflammatory media.

3.4. Growth Factor Treated Macrophage Conditioned Media Influences Nerve Repair and Myelin
Expression Associated Genes in OECs

OECs are known for their myelination and nerve repairing properties [50,51]. The
influence of macrophages on expression of nerve repairing- (Jun, Ngfr, Bdnf, Sox2, Gdnf)
and myelin expression-associated genes (Egr2, Sox10, Mpz, Pou3f1, Srebfl) would, therefore,
be critical in transplantation, especially at the injury site. Moreover, with the addition of
VEGF and PDGF to macrophages, further modulation of the expression of these genes in
OECs can be speculated. Thus, in our next assay we compared the expression pattern of
these gene groups in OECs under the presence and absence of conditioned media from
growth factor-treated macrophages. All the genes were normalised to untreated control in
unconditioned media.

We first assessed the effect of inflammatory media on nerve repair associated genes in
OEC. We found that inflammatory media upregulated all the nerve repair associated genes
compared to control in unconditioned media (Figure 4A). However, conditioned media
showed a variable response. For the 3 h MCM, inflammatory media upregulated both Jun
and Ngfr and downregulated Sox2 and Gdnf (Figure 4B). No change in expression was
noted in the 24 h MCM (Figure 4C). Similarly, 48 h inflammatory MCM only downregulated
Jun without altering other genes (Figure 4D). Next, we assessed the effect of growth factors
in non-inflammatory media. PDGF upregulated Jun, Ngfr and Gdnf while VEGF only
upregulated Bdnf and downregulated Gdnf compared to control (Figure 4E). Assessment
of MCM containing growth factors showed upregulation of most of the genes: VEGF (Jun,
Ngfr), PDGF (Jun, Ngfr, Bdnf), VEGF + PDGF (Ngfr, Sox2) (Figure 4F). However, no changes
were observable for 24 h and 48 h MCM (Figure 4G,H). As in SCI, inflammation plays
a major role in determining the outcome of a therapy [52], we next compared the nerve
repair-associated gene expressions in OECs treated with growth factors in inflammatory
media. We wanted to observe if growth factors provided an added benefit by upregulating
genes in inflammatory media. Therefore, we compared the expressions with inflammatory
only media. Our unconditioned media showed that VEGF downregulated the gene, Sox2,
but did not alter others (Figure 4I). However, when we added conditioned media, major
changes were seen in 3 h MCM (Figure 4]) compared to 24 h (Figure 4K) and 48 h MCM
(Figure 4L). Both Jun and Ngfr were downregulated when compared to inflammatory
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only media for all growth factor combinations in 3 h MCM (Figure 4]). While VEGF
only upregulated Bdnf, both PDGF and combined VEGF + PDGF upregulated Sox2. In
addition, combined VEGF + PDGF also upregulated Gdnf (Figure 4]). Thus, combined
VEGEF + PDGEF in inflammatory conditions could be speculated to provide a beneficial
effect by upregulating more nerve repair associated genes. Further assessment of other
MCMs did not show major changes except for 48 h MCM where both VEGF and PDGF
upregulated Jun when compared to inflammatory only media (Figure 4L).
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Figure 4. Effect of unconditioned and macrophage conditioned media (MCM) with or without VEGEF,
PDGEF on nerve repair associated gene expression in primary OECs. (A-L) Graphs represent the log
2-fold expression of genes responsible for nerve repair in OECs when treated with unconditioned
media (No MCM), 3 h, 24 h and 48 h MCM. (A-D) Untreated control and IFN-y + LPS media for
(A) Unconditioned media, (B) 3 h MCM, (C) 24 h MCM,, (D) 48 h MCM; (E-H) Untreated control
vs. VEGF vs. PDGF vs. combined VEGF + PDGF (E) Unconditioned media, (F) 3 h MCM, (G) 24 h
MCM, (H) 48 h MCM; (I-L) IEN-y + LPS vs. IFN-y + LPS + VEGF vs. IEN-y + LPS + PDGF vs. IFN-y
+ LPS + VEGF + PDGEF for (I) Unconditioned media, (J) 3 h MCM, (K) 24 h MCM, (L) 48 h MCM.
Normalisation was done on no MCM control data. * p < 0.05, ** p < 0.01, *** p < 0.001 measured using
unpaired f-test for (A-D); two-way ANOVA with Fisher’s LSD test for (E-L). Error bar represents
mean + SEM for three technical replicates of three biological replicates.
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We next assessed the myelin expression associated genes in OECs. We first wanted
to see the effect of inflammatory media, with or without conditioned media, on the gene
expression. Our unconditioned media showed that only three genes (Egr2, Sox10 and Mpz)
were upregulated by inflammatory media while Pou3f1 was downregulated compared to
the control (Figure 5A). Next, when we treated them with 3 h MCM, both Sox10 and Pou3fl
were significantly downregulated compared to control (Figure 5B). However, both 24 h
and 48 h MCM showed no alteration in expression (Figures 5C and 5D, respectively). We
then assessed the effects of growth factors. Unconditioned media downregulated most of
the genes. PDGF downregulated all genes except Sox10. However, VEGF and combined
VEGF + PDGF downregulated only Egr2 and Srebfl, respectively (Figure 5E). However,
MCM containing growth factors showed that PDGEF first upregulated Mpz with 3 h MCM
(Figure 5F), followed by downregulation for 24 h MCM (Figure 5G), while again upreg-
ulating for 48 h MCM (Figure 5H). Interestingly, for Pou3f1, both PDGF and combined
VEGEF + PDGF first downregulated for 3 h MCM (Figure 5F), followed by upregulation
for 24 h MCM (Figure 5G). Additionally, combined VEGF + PDGEF could only upregu-
late Srebfl for 3 h MCM (Figure 5F). Similar to nerve repair associated genes, we next
compared the growth factors in inflammatory media with inflammatory media only for
their role in myelin expression in OECs. In unconditioned inflammatory media, only
Egr2 was significantly downregulated by VEGF (Figure 5I). Our conditioned media com-
parisons showed that in 3 h MCM while combined VEGF + PDGF upregulated Pou3f1,
VEGF downregulated the expression compared to inflammatory only media (Figure 5]).
Interestingly, Mpz was downregulated by VEGF and combined VEGF + PDGEF for 24 h
MCM (Figure 5K) but was upregulated by the latter for 48 h MCM (Figure 5L). How-
ever, Sox10 was downregulated by PDGF for 24 h MCM (Figure 5K) and VEGF for 48 h

MCM (Figure 5L).
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Figure 5. Effect of unconditioned and macrophage conditioned media (MCM) with or without VEGF,
PDGF on myelination associated gene expression in primary OECs. (A-L) Graphs represent the log
2-fold expression of genes responsible for myelination in OECs when treated with unconditioned
media (No MCM), 3 h, 24 h and 48 h MCM. (A-D) Untreated control and IFN-y + LPS media
for (A) Unconditioned media, (B) 3 h MCM, (C) 24 h MCM, (D) 48 h MCM; (E-H) Untreated
control vs. VEGF vs. PDGF vs. combined VEGF + PDGF (E) Unconditioned media, (F) 3 h MCM,
(G) 24 h MCM, (H) 48 h MCM; (I-L) IFN-y + LPS vs. IFN-y + LPS + VEGF vs. IFN-y + LPS +
PDGEF vs. IFN-y + LPS + VEGF + PDGEF for (I) Unconditioned media, (J) 3 h MCM, (K) 24 h MCM,
(L) 48 h MCM. Normalisation was done on no MCM control data. * p < 0.05, ** p < 0.01, ** p < 0.001
measured using unpaired f-test for (A-D); two-way ANOVA with Fisher’s LSD test for (E-L). Error
bar represents mean 4 SEM for three technical replicates of three biological replicates.

Thus, both unconditioned and conditioned media greatly influenced OEC gene expres-
sion for both groups. Unconditioned media with inflammatory mediators could increase
the nerve repair genes’ expression (Figure 4A) better than myelination (Figure 5A), while
most of the growth factors (either VEGF or PDGF) promoted nerve repair genes (Figure 4E)
over myelination genes (Figure 5E). However, growth factors could not provide enhanced
effects on inflammation for either group of genes (Figures 4 and 5I). For conditioned media,
only 3 h MCM could influence variable expression of nerve repair associated genes in
OECs (Figure 4B,F), compared to 24 h (Figure 4C,G) and 48 h MCM (Figure 4D,H). The
effect of 3 h inflammatory MCM was equivocal (downregulated Sox2, Gdnf; upregulated
Jun, Ngfr) (Figure 4B). However, combined VEGF + PDGEF, proved to be the most benefi-
cial as it upregulated both under inflammatory and non-inflammatory conditions more
nerve repair genes than either VEGF or PDGF alone (Figure 4F]). For myelination genes,
unlike unconditioned media, inflammatory media for 3 h MCM showed no upregulation
of the genes (Figure 5B), whereas 24 h MCM (Figure 5C) and 48 h (Figure 5D) did not
produce any effect at all. For growth factors, both PDGF and combined VEGF + PDGEF,
under both inflammatory (Figure 5]-L) and non-inflammatory conditions (Figure 5F-H),
showed equivalent response with defined patterns in Pou3fI and Mpz gene expressions (as
described above), across all three MCMs. Hence, combined VEGF + PDGF in macrophage
conditioned media can provide beneficial effects in OEC transplantation.

4. Discussion

This study has assessed how macrophage conditioned medium affects the phagocytic
ability and gene expression pattern in OECs and the influence of the growth factors VEGF
and PDGF. Macrophages exposed to combined VEGF + PDGF for 24 h (Figure 1I) had
reduced nuclear factor kappa B p65 translocation. Conditioned medium from macrophages
incubated with PDGF and combined VEGF + PDGF in inflammatory conditions promoted
phagocytosis by OECs (48 h MCM,; Figure 3K). The growth factor treated conditioned
media also modulated the expression of genes associated with nerve repair and myelin
expression in OECs.

In the context of SCI, macrophages exist throughout all the phases of injury, pro-
gressing inflammation or promoting repair, where their actions are modulated by the
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presence of local environmental cues [8]. These cues can range from cytokines and growth
factors to the presence or absence of other cell types. Due to the constant variation of
cytokines, the macrophage polarisation shifts between M1 (pro-inflammatory) and M2
(anti-inflammatory) and a dynamic inflammation-healing profile ensues [53]. Additionally,
the presence of myelin debris and transplantation of cells can also alter the macrophage po-
larisation state [54-56]. Concurrently, macrophages and inflammatory media can modulate
the transplanted cells by altering their secretome profile [57]. OECs have shown promising
potential in aiding recovery from traumatic SCI [58,59]. However, few studies exist that
explore OEC and macrophage interactions. While it is known that OECs express both
macrophage migration inhibitory factor (MIF) and its binding partner [32], it is not yet
clear why in some OEC transplantation studies, macrophages tend to populate the centre
of the injury site [60] and in others they do not [61]. This difference can only be speculated
to be because of the preferential growth of one state (anti-inflammatory, M2) over the other
(pro-inflammatory, M1), in the presence of OECs.

Angiogenic growth factors such as VEGF and PDGF have been used as potential
candidates for therapy in pre-clinical studies of SCI [29,30]. While individual studies with
the growth factors in separate systems have shown that both VEGF and PDGF enhance
macrophage recruitment and induce M2 activation status [20,62], combined VEGF + PDGF
showed reduced activation [30]. Thus, the effects of these growth factor combinations on
macrophage activation with subsequent effects on secretion pattern could be important for
regulating the functioning of a safe and favourable cell transplantation therapy.

We first examined how inflammatory conditions affected the translocation of NF-kB
P65 subunit from cytoplasm to nucleus in macrophages, which is a crucial mechanism for
inducing transcription of pro-inflammatory genes [63]. Although our inflammatory media
maintained high translocation at 3 h and 24 h, by 48 h it had reduced. This trend has been
previously observed in neutrophils of patients having suffered major trauma where the
rate of translocation had reduced by 12 h [64]. This can be attributed to reduction of NF-«B
availability over time or reduced receptor activation due to persistence of inflammatory
mediators, leading to reduced activity of the inhibitor of kappa kinase (IKK) complex by
negative feedback [65].

Interestingly, when VEGE PDGF and combined VEGF + PDGF were added to macrophages,
they greatly influenced NF-«B p65 translocation. At 24 h, combined VEGF + PDGEF signifi-
cantly reduced translocation (Figure 1I). By 48 h, there was a reduction in translocation for
all the growth factors except for PDGF (Figure 1L). PDGF maintained higher NF-«B activa-
tion along with combined VEGF + PDGF compared to control and VEGE. Previous studies
have shown that PDGF, through the Ras/phosphatidylinositol-3-kinase (PI-3-K)/Akt path-
way, maintains NF-kB activity [66]. For VEGE, there is a lack of definite studies on NF-xB
activation kinetics in macrophages. However, previously, in hematopoietic progenitor cells,
it was shown that VEGF inhibits NF-kB activation by VEGFR kinase-independent inhibition
of IKK [67]. Thus, this may contribute to the slow activation of VEGF compared to PDGF
or combined VEGF + PDGF. Additional involvement of inflammatory mediators appeared
to overshadow the effect of individual growth activators during NF-«B activation at 3
(Figure 1G) and 24 h (Figure 1]). Interestingly, at 48 h, the activation status of macrophages
was similar to one seen with only growth factor (Figure 1L,M), except that VEGF in in-
flammatory media was significantly higher in activation compared to inflammatory media
alone. Since VEGF had a slow activity in NF-«B activation status, it may be that VEGF had
a negligible role in NF-«B translocation at a longer time point (48 h).

Our next aim was to determine the inflammatory cytokine profile of the macrophages
at three time points: 3 h, 24 h and 48 h. Consistent with our NF-«kB translocation study, we
found inflammatory media increased expression of TNF-« gene and cytokines, throughout
all the three MCMs (Figure 2A,D). However, IL-6 expression was only evident at 48 h
while cytokine levels were observable at both 24 and 48 h (Figure 2). Thus, the gene and
cytokine profile of TNF-« and IL-6 varied from each other considerably. While VEGF
and PDGF, individually, reduced NF kB p65 translocation at 3 h treatment (Figure 1F),
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the resultant change in cytokine level of TNF-« was not detectable until 48 h (Figure 2E).
Moreover, in trend with our NF kB translocation study at 24 h, combined VEGF + PDGF
showed significant reduction (Figure 1I), compared to control and PDGEF, and there was
significant reduction in IL-6 gene expression when compared to PDGF (Figure 2H). While
it is known that VEGF, being an anti-apoptotic mediator, can suppress TNF-« secretion,
PDGEF is associated with providing protection from TNF-«-induced death by antagonising
its activity [68,69]. This was also evident when we introduced PDGF in inflammatory media
and observed that it provided protection by suppressing TNF-« expression. Contrary to
this, PDGE-BB has also been linked with increased expression of IL-6, which was evident
from our PCR finding [70]. Thus, our cytokine data reveals a beneficial role of PDGF
in inflammatory media (24 h MCM) by reduction of a major pro-inflammatory cytokine,
TNEF-o, without any change in IL-6.

To determine the paracrine effects of these mediators released from macrophages on
OECs, we assessed their ability to clear myelin debris and the modulation of expression
of genes related to nerve repair and myelination. Our findings showed that the OECs in
MCM with inflammatory media had a phasic characteristic in their phagocytic ability of
myelin debris, i.e., was lower in efficacy in 3 h MCM, then increased in 24 h MCM, and
was again lower in 48 h MCM (Figure 3I). Out of all the growth factor combinations, PDGF
induced the most efficient phagocytic ability in non-inflammatory unconditioned media
and conditioned media (Figure 3). Additionally, PDGF in inflammatory media as well
induced efficient phagocytosis in 48 h MCM.

To determine how unconditioned and macrophage conditioned media affected the
“nerve repair associated genes” and “myelin expression associated genes”, we assessed
the genes responsible for the two effects in OECs. Many of the genes represented in these
groups have previously shown positive outcomes in nerve repair [71-74] or have been
detected in different stages of maturation in another closely related glial cell, Schwann cells
(SCs), for myelination [75-77]. Since both OECs and SCs share a common embryological
origin, we wanted to explore the expression of these genes in OECs [78]. Our comparisons
showed that unconditioned inflammatory media upregulated all of the nerve repair genes
(Figure 4A), while 3 h MCM could only upregulate Jun and Ngfr while downregulating
Sox2 and Gdnf. Additionally, only three myelin expressing genes were upregulated by
unconditioned inflammatory media, while inflammatory MCM had a negligible effect
(Figure 5). Thus, we could infer that inflammatory media can greatly influence nerve repair
genes over myelination in OECs, which is desirable in any transplantation. Amongst the
growth factors, PDGF, promoted the best outcomes in nerve repair genes by upregulat-
ing four genes in unconditioned media and three genes in conditioned media (Figure 4).
However, combined VEGF + PDGF under inflammation in conditioned media promoted
better outcome by upregulating Sox2 and Gdnf than either VEGF or PDGEF, which only
upregulated Bdnf and Sox2, respectively. Further, for myelin expressing genes, uncon-
ditioned media containing growth factors in the presence and absence in inflammatory
media had negligible effects which downregulated most of the genes (Figure 5). However,
conditions containing PDGF and combined VEGF + PDGF promoted upregulation of most
other genes. While PDGF promoted Mpz, combined VEGF + PDGF upregulated SrebfI and
Pou3fl. Additionally, VEGF + PDGF in inflammatory conditioned media promoted both
Pou3fl and Mpz, whereas PDGF promoted only the latter. Thus, both PDGF and combined
VEGF + PDGF had beneficial effects on OEC gene expression.

Although this study provides a novel interaction study between macrophages and
OECs and can be beneficial in the context of SCI therapy, there are certain limitations. In
the context of SCI, bone marrow derived macrophages play a major role, and this may
have a variable in vitro outcome in comparison to peritoneal macrophages, as used in this
study. Thus, further confirmatory tests would be required to validate. While our NF-«B
study corroborated with the majority of cytokine findings, further assessment with protein
quantification in both cytoplasm and nuclei in macrophages would provide confirmation
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of our findings. In addition, all our findings are based on 70-80% of the OEC population.
Further purification strategies can be employed to look at defined outcomes.

In conclusion, the transplantation of OECs following the administration of growth
factors may have beneficial effects for neural repair. To optimise the therapy, the dura-
tion of growth factor treatment should be kept in mind, as patterns of OECs’ functional
and gene expression vary over time and can be influenced by the paracrine effects of
macrophages. Both PDGF and combined VEGF + PDGF showed beneficial effects like
reducing pro-inflammatory cytokines (TNF-«) by reduction of NF-«B translocation, pro-
moting phagocytosis of myelin debris and promoting nerve repair genes in OECs either
directly or through paracrine effects of macrophages. While in vitro responses may differ
from in vivo responses, this work provides a foundation for a potential combinational
therapy of VEGF and PDGF with OECs for SCI treatment.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/cells11152408 /s1, Table S1. Forward and Reverse primer sequences
used in qPCR assay. Figure S1. Representative time lapse images (Incucyte) of OECs (DsRed)
phagocytosing myelin debris (green objects) when exposed to 24 h MCM containing inflammatory
media with growth factors at 0, 12 and 24 h.

Author Contributions: All authors planned and designed the experiments. Experiments were
conducted by S.B., LN.C., ].Y.P.L. and A.C. All authors analysed the data. S.B., drafted the manuscript.
All authors reviewed and edited manuscript. J.A.K.E. and J.A.S.]. funded the research and provided
the overall supervision of the project. All authors have read and agreed to the published version of
the manuscript.

Funding: This work is supported by a Clem Jones Foundation grant to JS and JE, a Motor Accident
Insurance Commission Queensland Grant to JS and JE, a National Health and Medical Research
Council Grant to JS and JE (APP1183799), a Perry Cross Spinal Research Foundation Grant to JE and
JS, and Griffith University International Postgraduate Research Scholarships to SB and IC.

Institutional Review Board Statement: All procedures were approved by the University Animal
Ethics Committee (MSC/13/18) and by the University Biosafety Committee (NLRD/003/2020_Var2)
of Griffith University under the guidelines of the National Health and Medical Research Council of
Australia and in accordance with the Australian Code for the Care and Use of Animals for Scientific
Purposes (8th Edition, 2013), and in accordance with the Australian Commonwealth Office of the
Gene Technology Regulator.

Informed Consent Statement: Not applicable.
Data Availability Statement: Data can be provided upon reasonable request to the corresponding author.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design
of the study; in the collection, analyses, or interpretation of data; in the writing of the manuscript, or
in the decision to publish the results.

1. Richter, M.W,; Roskams, A.]. Olfactory ensheathing cell transplantation following spinal cord injury: Hype or hope? Exp. Neurol.
2008, 209, 353-367. [CrossRef]

2. Gilmour, A.D.; Reshamwala, R.; Wright, A.A_; Ekberg, J.A.; St John, J.A. Optimizing olfactory ensheathing cell transplantation for
spinal cord injury repair. J. Neurotrauma 2020, 37, 817-829. [CrossRef] [PubMed]

3. Goémez, RM,; Sanchez, M.Y,; Portela-Lomba, M.; Ghotme, K.; Barreto, G.E; Sierra, J.; Moreno-Flores, M.T. Cell therapy for spinal
cord injury with olfactory ensheathing glia cells (OECs). Glia 2018, 66, 1267-1301. [CrossRef] [PubMed]

4. Ekberg, J.A; St John, J.A. Crucial roles for olfactory ensheathing cells and olfactory mucosal cells in the repair of damaged neural
tracts. Anat. Rec. 2014, 297, 121-128. [CrossRef] [PubMed]

5. Reshamwala, R.; Shah, M.; St John, J.; Ekberg, ]. Survival and integration of transplanted olfactory ensheathing cells are crucial for
spinal cord injury repair: Insights from the last 10 years of animal model studies. Cell Transplant. 2019, 28, 1325-159S. [CrossRef]

[PubMed]

6.  Oyinbo, C.A. Secondary injury mechanisms in traumatic spinal cord injury: A nugget of this multiply cascade. Acta Neurobiol.

Exp. 2011, 71, 281-299.


https://www.mdpi.com/article/10.3390/cells11152408/s1
https://www.mdpi.com/article/10.3390/cells11152408/s1
http://doi.org/10.1016/j.expneurol.2007.06.011
http://doi.org/10.1089/neu.2019.6939
http://www.ncbi.nlm.nih.gov/pubmed/32056492
http://doi.org/10.1002/glia.23282
http://www.ncbi.nlm.nih.gov/pubmed/29330870
http://doi.org/10.1002/ar.22803
http://www.ncbi.nlm.nih.gov/pubmed/24293406
http://doi.org/10.1177/0963689719883823
http://www.ncbi.nlm.nih.gov/pubmed/31726863

Cells 2022, 11, 2408 18 of 20

10.

11.

12.

13.

14.

15.

16.

17.
18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

Gensel, ].C.; Zhang, B. Macrophage activation and its role in repair and pathology after spinal cord injury. Brain Res. 2015,
1619, 1-11. [CrossRef]

Milich, LM.; Ryan, C.B.; Lee, J.K. The origin, fate, and contribution of macrophages to spinal cord injury pathology.
Acta Neuropathol. 2019, 137, 785-797. [CrossRef]

Kigerl, K.A.; Gensel, ].C.; Ankeny, D.P.,; Alexander, ].K.; Donnelly, D.J.; Popovich, P.G. Identification of two distinct macrophage
subsets with divergent effects causing either neurotoxicity or regeneration in the injured mouse spinal cord. J. Neurosci. 2009,
29, 13435-13444. [CrossRef] [PubMed]

Hawthorne, A.L.; Popovich, P.G. Emerging concepts in myeloid cell biology after spinal cord injury. Neurotherapeutics 2011,
8,252-261. [CrossRef]

Kroner, A.; Greenhalgh, A.D.; Zarruk, ]J.G.; Dos Santos, R.P.; Gaestel, M.; David, S. TNF and increased intracellular iron alter
macrophage polarization to a detrimental M1 phenotype in the injured spinal cord. Neuron 2014, 83, 1098-1116. [CrossRef]
[PubMed]

Orr, M.B.; Gensel, ].C. Spinal Cord Injury Scarring and Inflammation: Therapies Targeting Glial and Inflammatory Responses.
Neurotherapeutics 2018, 15, 541-553. [CrossRef] [PubMed]

Bethea, J.R.; Dietrich, D.W. Targeting the host inflammatory response in traumatic spinal cord injury. Curr. Opin. Neurol. 2002,
15, 355-360. [CrossRef] [PubMed]

Papa, S.; Ferrari, R.; De Paola, M.; Rossi, F.; Mariani, A.; Caron, I.; Sammali, E.; Peviani, M.; Dell’'Oro, V.; Colombo, C. Polymeric
nanoparticle system to target activated microglia/macrophages in spinal cord injury. J. Control. Release 2014, 174, 15-26. [CrossRef]
[PubMed]

Lee, S.; Shi, X.Q.; Fan, A.; West, B.; Zhang, J. Targeting macrophage and microglia activation with colony stimulating factor
1 receptor inhibitor is an effective strategy to treat injury-triggered neuropathic pain. Mol. Pain 2018, 14, 1744806918764979.
[CrossRef] [PubMed]

Tang, W.; Yang, Y.; Yang, L.; Tang, M.; Chen, Y.; Li, C. Macrophage membrane-mediated targeted drug delivery for treatment of
spinal cord injury regardless of the macrophage polarization states. Asian |. Pharm. Sci. 2021, 16, 459-470. [CrossRef] [PubMed]
Ferrara, N.; Gerber, H.-P; LeCouter, ]. The biology of VEGF and its receptors. Nat. Med. 2003, 9, 669. [CrossRef]

Sanchez, A.; Wadhwani, S.; Grammas, P. Multiple neurotrophic effects of VEGF on cultured neurons. Neuropeptides 2010,
44,323-331. [CrossRef]

Cursiefen, C.; Chen, L.; Borges, L.P.; Jackson, D.; Cao, ].; Radziejewski, C.; D’Amore, P.A.; Dana, M.R.; Wiegand, S.J.; Streilein, ].W.
VEGF-A stimulates lymphangiogenesis and hemangiogenesis in inflammatory neovascularization via macrophage recruitment.
J. Clin. Investig. 2004, 113, 1040-1050. [CrossRef] [PubMed]

Wheeler, K.C.; Jena, M.K,; Pradhan, B.S.; Nayak, N.; Das, S.; Hsu, C.-D.; Wheeler, D.S.; Chen, K.; Nayak, N.R. VEGF may
contribute to macrophage recruitment and M2 polarization in the decidua. PLoS ONE 2018, 13, e0191040. [CrossRef]

Wang, H.; Wang, Y.; Li, D.; Liu, Z.; Zhao, Z.; Han, D.; Yuan, Y.; Bi, ].; Mei, X. VEGF inhibits the inflammation in spinal cord injury
through activation of autophagy. Biochem. Biophys. Res. Commun. 2015, 464, 453-458. [CrossRef] [PubMed]

Liu, Y,; Figley, S.; Spratt, S.K; Lee, G.; Ando, D.; Surosky, R.; Fehlings, M.G. An engineered transcription factor which activates
VEGEF-A enhances recovery after spinal cord injury. Neurobiol. Dis. 2010, 37, 384-393. [CrossRef]

Fredriksson, L.; Li, H.; Eriksson, U. The PDGF family: Four gene products form five dimeric isoforms. Cytokine Growth Factor Rev.
2004, 15, 197-204. [CrossRef] [PubMed]

Hellstrom, M.; Kalén, M.; Lindahl, P,; Abramsson, A.; Betsholtz, C. Role of PDGF-B and PDGFR-beta in recruitment of vascular
smooth muscle cells and pericytes during embryonic blood vessel formation in the mouse. Development 1999, 126, 3047-3055.
[CrossRef]

Uutela, M.; Wirzenius, M.; Paavonen, K.; Rajantie, I.; He, Y.; Karpanen, T.; Lohela, M.; Wiig, H.; Salven, P.; Pajusola, K. PDGF-D
induces macrophage recruitment, increased interstitial pressure, and blood vessel maturation during angiogenesis. Blood 2004,
104, 3198-3204. [CrossRef] [PubMed]

Krupinski, J.; Issa, R.; Bujny, T.; Slevin, M.; Kumar, P.; Kumar, S.; Kaluza, J. A putative role for platelet-derived growth factor in
angiogenesis and neuroprotection after ischemic stroke in humans. Stroke 1997, 28, 564-573. [CrossRef] [PubMed]

Zheng, L.; Ishii, Y.; Tokunaga, A.; Hamashima, T.; Shen, J.; Zhao, Q.L.; Ishizawa, S.; Fujimori, T.; Nabeshima, Y.i.; Mori, H.
Neuroprotective effects of PDGF against oxidative stress and the signaling pathway involved. J. Neurosci. Res. 2010, 88, 1273-1284.
[CrossRef]

Guo, X.-Y;; Duan, F-X,; Chen, J.; Wang, Y.; Wang, R.; Shen, L.; Qi, Q.; Jiang, Z.-Q.; Zhu, A.-Y.; Xi, ]. Subcutaneous administration
of PDGF-AA improves the functional recovery after spinal cord injury. Front. Neurosci. 2019, 13, 6. [CrossRef] [PubMed]
Lutton, C.; Young, Y.W.; Williams, R.; Meedeniya, A.C.; Mackay-Sim, A.; Goss, B. Combined VEGF and PDGF treatment reduces
secondary degeneration after spinal cord injury. J. Neurotrauma 2012, 29, 957-970. [CrossRef]

Chehrehasa, E.; Cobcroft, M.; Young, Y.W.; Mackay-Sim, A.; Goss, B. An acute growth factor treatment that preserves function
after spinal cord contusion injury. J. Neurotrauma 2014, 31, 1807-1813. [CrossRef]

Li, J.; Lepski, G. Cell transplantation for spinal cord injury: A systematic review. BioMed Res. Int. 2013, 2013, 786475. [CrossRef]
[PubMed]

Wright, A.; Todorovic, M.; Murtaza, M.; St John, ].; Ekberg, J. Macrophage migration inhibitory factor and its binding partner
HTRALI are expressed by olfactory ensheathing cells. Mol. Cell. Neurosci. 2020, 102, 103450. [CrossRef] [PubMed]


http://doi.org/10.1016/j.brainres.2014.12.045
http://doi.org/10.1007/s00401-019-01992-3
http://doi.org/10.1523/JNEUROSCI.3257-09.2009
http://www.ncbi.nlm.nih.gov/pubmed/19864556
http://doi.org/10.1007/s13311-011-0032-6
http://doi.org/10.1016/j.neuron.2014.07.027
http://www.ncbi.nlm.nih.gov/pubmed/25132469
http://doi.org/10.1007/s13311-018-0631-6
http://www.ncbi.nlm.nih.gov/pubmed/29717413
http://doi.org/10.1097/00019052-200206000-00021
http://www.ncbi.nlm.nih.gov/pubmed/12045737
http://doi.org/10.1016/j.jconrel.2013.11.001
http://www.ncbi.nlm.nih.gov/pubmed/24225226
http://doi.org/10.1177/1744806918764979
http://www.ncbi.nlm.nih.gov/pubmed/29546785
http://doi.org/10.1016/j.ajps.2021.03.005
http://www.ncbi.nlm.nih.gov/pubmed/34703495
http://doi.org/10.1038/nm0603-669
http://doi.org/10.1016/j.npep.2010.04.002
http://doi.org/10.1172/JCI20465
http://www.ncbi.nlm.nih.gov/pubmed/15057311
http://doi.org/10.1371/journal.pone.0191040
http://doi.org/10.1016/j.bbrc.2015.06.146
http://www.ncbi.nlm.nih.gov/pubmed/26116774
http://doi.org/10.1016/j.nbd.2009.10.018
http://doi.org/10.1016/j.cytogfr.2004.03.007
http://www.ncbi.nlm.nih.gov/pubmed/15207811
http://doi.org/10.1242/dev.126.14.3047
http://doi.org/10.1182/blood-2004-04-1485
http://www.ncbi.nlm.nih.gov/pubmed/15271796
http://doi.org/10.1161/01.STR.28.3.564
http://www.ncbi.nlm.nih.gov/pubmed/9056612
http://doi.org/10.1002/jnr.22302
http://doi.org/10.3389/fnins.2019.00006
http://www.ncbi.nlm.nih.gov/pubmed/30723394
http://doi.org/10.1089/neu.2010.1423
http://doi.org/10.1089/neu.2013.3294
http://doi.org/10.1155/2013/786475
http://www.ncbi.nlm.nih.gov/pubmed/23484157
http://doi.org/10.1016/j.mcn.2019.103450
http://www.ncbi.nlm.nih.gov/pubmed/31794879

Cells 2022, 11, 2408 19 of 20

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

Soudj, S.; Zavaran-Hosseini, A.; Hassan, Z.M.; Soleimani, M.; Adegani, FJ.; Hashemi, S.M. Comparative study of the effect of LPS
on the function of BALB/c and C57BL/6 peritoneal macrophages. Cell J. 2013, 15, 45. [PubMed]

Hume, D.A.; Underhill, D.M.; Sweet, M.J.; Ozinsky, A.O.; Liew, FY.; Aderem, A. Macrophages exposed continuously
to lipopolysaccharide and other agonists that act via toll-like receptors exhibit a sustained and additive activation state.
BMC Immunol. 2001, 2, 11. [CrossRef]

Groeneweg, M.; Kanters, E.; Vergouwe, M.N.; Duerink, H.; Kraal, G.; Hofker, M.H.; de Winther, M.P. Lipopolysaccharide-induced
gene expression in murine macrophages is enhanced by prior exposure to oxLDL. J. Lipid Res. 2006, 47, 2259-2267. [CrossRef]
[PubMed]

Basu, S.; Choudhury, I.N.; Nazareth, L.; Chacko, A.; Shelper, T.; Vial, M.-L.; Ekberg, J.A.; St John, J.A. In vitro modulation of
Schwann cell behavior by VEGF and PDGF in an inflammatory environment. Sci. Rep. 2022, 12, 662. [CrossRef]

Layoun, A.; Samba, M.; Santos, M.M. Isolation of murine peritoneal macrophages to carry out gene expression analysis upon
Toll-like receptors stimulation. JoVE (]. Vis. Exp.) 2015, 98, €52749. [CrossRef] [PubMed]

Panni, P; Ferguson, I.; Beacham, I.; Mackay-Sim, A.; Ekberg, J.; St John, J. Phagocytosis of bacteria by olfactory ensheathing cells
and Schwann cells. Neurosci. Lett. 2013, 539, 65-70. [CrossRef] [PubMed]

Windus, L.C.; Claxton, C.; Allen, C.L.; Key, B.; St John, ].A. Motile membrane protrusions regulate cell-cell adhesion and migration
of olfactory ensheathing glia. Glia 2007, 55, 1708-1719. [CrossRef] [PubMed]

Nazareth, L.; Shelper, T.; Chacko, A.; Basu, S.; Delbaz, A.; Lee, J.; Chen, M.; St John, ].; Ekberg, ]. Key differences between olfactory
ensheathing cells and Schwann cells regarding phagocytosis of necrotic cells: Implications for transplantation therapies. Sci. Rep.
2020, 10, 18936. [CrossRef]

Tak, PP; Firestein, G.S. NF-«B: A key role in inflammatory diseases. J. Clin. Investig. 2001, 107, 7-11. [CrossRef] [PubMed]

Liu, T.; Zhang, L.; Joo, D.; Sun, S.-C. NF-«B signaling in inflammation. Signal Transduct. Target. Ther. 2017, 2, 17023. [CrossRef]
[PubMed]

Baumann, B.; Seufert, J.; Jakob, E; Noth, U.; Rolf, O.; Eulert, J.; Rader, C.P. Activation of NF-KB signalling and TNFax-expression
in THP-1 macrophages by TiAlV-and polyethylene-wear particles. . Orthop. Res. 2005, 23, 1241-1248. [CrossRef] [PubMed]
Shao-Ling, W.; Ying, L.; Ying, W.; Yan-Feng, C.; Li-Xin, N.; Song-Tao, L.; Chang-Hao, S. Curcumin, a potential inhibitor of
up-regulation of TNF-alpha and IL-6 induced by palmitate in 3T3-L1 adipocytes through NF-kappaB and JNK pathway. Biomed.
Environ. Sci. 2009, 22, 32-39.

Kopper, T.J.; Gensel, ].C. Myelin as an inflammatory mediator: Myelin interactions with complement, macrophages, and microglia
in spinal cord injury. J. Neurosci. Res. 2018, 96, 969-977. [CrossRef]

Mar, EM.; Da Silva, T.F.; Morgado, M.M.; Rodrigues, L.G.; Rodrigues, D.; Pereira, M.I; Marques, A.; Sousa, V.E,; Coentro, J.;
Sa-Miranda, C. Myelin lipids inhibit axon regeneration following spinal cord injury: A novel perspective for therapy.
Mol. Neurobiol. 2016, 53, 1052-1064. [CrossRef]

Farah, M.H.; Pan, B.H.; Hoffman, PN.; Ferraris, D.; Tsukamoto, T.; Nguyen, T.; Wong, P.C.; Price, D.L.; Slusher, B.S.; Griffin, ].W.
Reduced BACE1 activity enhances clearance of myelin debris and regeneration of axons in the injured peripheral nervous system.
J. Neurosci. 2011, 31, 5744-5754. [CrossRef] [PubMed]

Wang, S.; Deng, J.; Fu, H.; Guo, Z.; Zhang, L.; Tang, P. Astrocytes directly clear myelin debris through endocytosis pathways and
followed by excessive gliosis after spinal cord injury. Biochem. Biophys. Res. Commun. 2020, 525, 20-26. [CrossRef]

Lutz, A.B.; Chung, W.-S,; Sloan, S.A.; Carson, G.A.; Zhou, L.; Lovelett, E.; Posada, S.; Zuchero, ].B.; Barres, B.A. Schwann cells use
TAM receptor-mediated phagocytosis in addition to autophagy to clear myelin in a mouse model of nerve injury. Proc. Natl. Acad.
Sci. USA 2017, 114, E8072-E8080.

Dombrowski, M.A.; Sasaki, M.; Lankford, K.L.; Kocsis, ].D.; Radtke, C. Myelination and nodal formation of regenerated peripheral
nerve fibers following transplantation of acutely prepared olfactory ensheathing cells. Brain Res. 2006, 1125, 1-8. [CrossRef]
Radtke, C.; Aizer, A.A.; Agulian, S.K.; Lankford, K.L.; Vogt, PM.; Kocsis, J.D. Transplantation of olfactory ensheathing cells
enhances peripheral nerve regeneration after microsurgical nerve repair. Brain Res. 2009, 1254, 10-17. [CrossRef] [PubMed]
Zhang, N.; Yin, Y.; Xu, S.-J.; Wu, Y.-P.; Chen, W.-S. Inflammation & apoptosis in spinal cord injury. Indian |. Med. Res. 2012,
135, 287.

Kong, X.; Gao, J. Macrophage polarization: A key event in the secondary phase of acute spinal cord injury. J. Cell. Mol. Med. 2017,
21,941-954. [CrossRef] [PubMed]

Wang, X.; Cao, K,; Sun, X.; Chen, Y.; Duan, Z.; Sun, L.; Guo, L.; Bai, P,; Sun, D.; Fan, ]J. Macrophages in spinal cord injury:
Phenotypic and functional change from exposure to myelin debris. Glia 2015, 63, 635-651. [CrossRef] [PubMed]

An, N; Yang, J.; Wang, H.; Sun, S.; Wu, H.; Li, L.; Li, M. Mechanism of mesenchymal stem cells in spinal cord injury repair
through macrophage polarization. Cell Biosci. 2021, 11, 41. [CrossRef] [PubMed]

Nakajima, H.; Uchida, K.; Guerrero, A.R.; Watanabe, S.; Sugita, D.; Takeura, N.; Yoshida, A.; Long, G.; Wright, K.T.; Johnson, W.E.
Transplantation of mesenchymal stem cells promotes an alternative pathway of macrophage activation and functional recovery
after spinal cord injury. J. Neurotrauma 2012, 29, 1614-1625. [CrossRef]

Maldonado-Lasuncion, I.; Verhaagen, J.; Oudega, M. Mesenchymal Stem Cell-Macrophage Choreography Supporting Spinal
Cord Repair. Neurotherapeutics 2018, 15, 578-587. [CrossRef] [PubMed]

Mackay-Sim, A.; St John, J.A. Olfactory ensheathing cells from the nose: Clinical application in human spinal cord injuries.
Exp. Neurol. 2011, 229, 174-180. [CrossRef] [PubMed]


http://www.ncbi.nlm.nih.gov/pubmed/23700560
http://doi.org/10.1186/1471-2172-2-11
http://doi.org/10.1194/jlr.M600181-JLR200
http://www.ncbi.nlm.nih.gov/pubmed/16840796
http://doi.org/10.1038/s41598-021-04222-7
http://doi.org/10.3791/52749
http://www.ncbi.nlm.nih.gov/pubmed/25993651
http://doi.org/10.1016/j.neulet.2013.01.052
http://www.ncbi.nlm.nih.gov/pubmed/23415759
http://doi.org/10.1002/glia.20586
http://www.ncbi.nlm.nih.gov/pubmed/17893920
http://doi.org/10.1038/s41598-020-75850-8
http://doi.org/10.1172/JCI11830
http://www.ncbi.nlm.nih.gov/pubmed/11134171
http://doi.org/10.1038/sigtrans.2017.23
http://www.ncbi.nlm.nih.gov/pubmed/29158945
http://doi.org/10.1016/j.orthres.2005.02.017.1100230602
http://www.ncbi.nlm.nih.gov/pubmed/15913942
http://doi.org/10.1002/jnr.24114
http://doi.org/10.1007/s12035-014-9072-3
http://doi.org/10.1523/JNEUROSCI.6810-10.2011
http://www.ncbi.nlm.nih.gov/pubmed/21490216
http://doi.org/10.1016/j.bbrc.2020.02.069
http://doi.org/10.1016/j.brainres.2006.09.089
http://doi.org/10.1016/j.brainres.2008.11.036
http://www.ncbi.nlm.nih.gov/pubmed/19059220
http://doi.org/10.1111/jcmm.13034
http://www.ncbi.nlm.nih.gov/pubmed/27957787
http://doi.org/10.1002/glia.22774
http://www.ncbi.nlm.nih.gov/pubmed/25452166
http://doi.org/10.1186/s13578-021-00554-z
http://www.ncbi.nlm.nih.gov/pubmed/33622388
http://doi.org/10.1089/neu.2011.2109
http://doi.org/10.1007/s13311-018-0629-0
http://www.ncbi.nlm.nih.gov/pubmed/29728851
http://doi.org/10.1016/j.expneurol.2010.08.025
http://www.ncbi.nlm.nih.gov/pubmed/20832402

Cells 2022, 11, 2408 20 0f 20

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.
78.

Nakhjavan-Shahraki, B.; Yousefifard, M.; Rahimi-Movaghar, V.; Baikpour, M.; Nasirinezhad, F; Safari, S.; Yaseri, M.; Jafari, A.M.;
Ghelichkhani, P.; Tafakhori, A. Transplantation of olfactory ensheathing cells on functional recovery and neuropathic pain after
spinal cord injury; systematic review and meta-analysis. Sci. Rep. 2018, 8, 325. [CrossRef]

Gorrie, C.A.; Hayward, I.; Cameron, N.; Kailainathan, G.; Nandapalan, N.; Sutharsan, R.; Wang, J.; Mackay-Sim, A.; Waite, PM.
Effects of human OEC-derived cell transplants in rodent spinal cord contusion injury. Brain Res. 2010, 1337, 8-20. [CrossRef]
Xie, J.; Li, Y;; Dai, J.; He, Y,; Sun, D.; Dai, C.; Xu, H.; Yin, Z.Q. Olfactory ensheathing cells grafted into the retina of RCS rats
suppress inflammation by down-regulating the JAK/STAT pathway. Front. Cell. Neurosci. 2019, 13, 341. [CrossRef] [PubMed]
Yang, E; Li, W.-B.; Qu, Y.-W,; Gao, ].-X,; Tang, Y.-S.; Wang, D.-].; Pan, Y.-]. Bone marrow mesenchymal stem cells induce M2
microglia polarization through PDGF-AA /MANF signaling. World . Stem Cells 2020, 12, 633. [CrossRef]

Dorrington, M.G.; Fraser, 1.D. NF-«B signaling in macrophages: Dynamics, crosstalk, and signal integration. Front. Immunol. 2019,
10, 705. [CrossRef] [PubMed]

Stegmaier, J.; Kirchhoff, C.; Bogner, V.; Matz, M.; Kanz, K.-G.; Mutschler, W.; Biberthaler, P. Dynamics of neutrophilic NF-kB
translocation in relation to IL-8 mRNA expression after major trauma. Inflamm. Res. 2008, 57, 547-554. [CrossRef] [PubMed]
Zheng, Z.; Yenari, M.A. Post-ischemic inflammation: Molecular mechanisms and therapeutic implications. Neurol. Res. 2004,
26, 884-892. [CrossRef]

Romashkova, J.A.; Makarov, S.S. NF-kB is a target of AKT in anti-apoptotic PDGF signalling. Nature 1999, 401, 86-90. [CrossRef]
Dikov, M.M.; Oyama, T.; Cheng, P.; Takahashi, T.; Takahashi, K.; Sepetavec, T.; Edwards, B.; Adachi, Y.; Nadaf, S.; Daniel, T.
Vascular endothelial growth factor effects on nuclear factor-«B activation in hematopoietic progenitor cells. Cancer Res. 2001,
61,2015-2021.

Beierle, E.A.; Strande, L.F; Chen, M.K. VEGF upregulates Bcl-2 expression and is associated with decreased apoptosis in
neuroblastoma cells. J. Pediatric Surg. 2002, 37, 467-471. [CrossRef]

Au, PB.; Martin, N.; Chau, H.; Moemeni, B.; Chia, M.; Liu, F-F; Minden, M.; Yeh, W.-C. The oncogene PDGE-B provides a key
switch from cell death to survival induced by TNFE. Oncogene 2005, 24, 3196-3205.

van Steensel, L.; Paridaens, D.; Dingjan, G.M.; van Daele, P.L.; van Hagen, PM.; Kuijpers, R.W.; van den Bosch, W.A;
Drexhage, H.A.; Hooijkaas, H.; Dik, W.A. Platelet-derived growth factor-BB: A stimulus for cytokine production by orbital
fibroblasts in Graves” ophthalmopathy. Investig. Ophthalmol. Vis. Sci. 2010, 51, 1002-1007. [CrossRef]

Arthur-Farraj, PJ.; Latouche, M.; Wilton, D.K.; Quintes, S.; Chabrol, E.; Banerjee, A.; Woodhoo, A.; Jenkins, B.; Rahman, M.;
Turmaine, M.; et al. c-Jun reprograms Schwann cells of injured nerves to generate a repair cell essential for regeneration. Neuron
2012, 75, 633-647. [CrossRef] [PubMed]

Fan, X.; Gelman, B. Schwann cell nerve growth factor receptor expression during initiation of remyelination. J. Neurosci. Res.
1992, 31, 58-67. [CrossRef] [PubMed]

Jessen, K.; Mirsky, R. The repair Schwann cell and its function in regenerating nerves. J. Physiol. 2016, 594, 3521-3531. [CrossRef]
[PubMed]

Nocera, G.; Jacob, C. Mechanisms of Schwann cell plasticity involved in peripheral nerve repair after injury. Cell. Mol. Life Sci.
2020, 77, 3977-3989. [CrossRef] [PubMed]

Jang, S.W.; LeBlanc, S.E.; Roopra, A.; Wrabetz, L.; Svaren, ]. In vivo detection of Egr2 binding to target genes during peripheral
nerve myelination. J. Neurochem. 2006, 98, 1678-1687. [CrossRef]

Bremer, M.; Frob, F; Kichko, T.; Reeh, P.; Tamm, E.R.; Suter, U.; Wegner, M. Sox10 is required for Schwann-cell homeostasis and
myelin maintenance in the adult peripheral nerve. Glia 2011, 59, 1022-1032. [CrossRef]

Svaren, J.; Meijer, D. The molecular machinery of myelin gene transcription in Schwann cells. Glia 2008, 56, 1541-1551. [CrossRef]
Wewetzer, K.; Verdd, E.; Angelov, D.N.; Navarro, X. Olfactory ensheathing glia and Schwann cells: Two of a kind? Cell Tissue Res.
2002, 309, 337-345. [CrossRef]


http://doi.org/10.1038/s41598-017-18754-4
http://doi.org/10.1016/j.brainres.2010.04.019
http://doi.org/10.3389/fncel.2019.00341
http://www.ncbi.nlm.nih.gov/pubmed/31402855
http://doi.org/10.4252/wjsc.v12.i7.633
http://doi.org/10.3389/fimmu.2019.00705
http://www.ncbi.nlm.nih.gov/pubmed/31024544
http://doi.org/10.1007/s00011-008-7207-6
http://www.ncbi.nlm.nih.gov/pubmed/19109749
http://doi.org/10.1179/016164104X2357
http://doi.org/10.1038/43474
http://doi.org/10.1053/jpsu.2002.30868
http://doi.org/10.1167/iovs.09-4338
http://doi.org/10.1016/j.neuron.2012.06.021
http://www.ncbi.nlm.nih.gov/pubmed/22920255
http://doi.org/10.1002/jnr.490310109
http://www.ncbi.nlm.nih.gov/pubmed/1319505
http://doi.org/10.1113/JP270874
http://www.ncbi.nlm.nih.gov/pubmed/26864683
http://doi.org/10.1007/s00018-020-03516-9
http://www.ncbi.nlm.nih.gov/pubmed/32277262
http://doi.org/10.1111/j.1471-4159.2006.04069.x
http://doi.org/10.1002/glia.21173
http://doi.org/10.1002/glia.20767
http://doi.org/10.1007/s00441-002-0607-y

	Introduction 
	Materials and Methods 
	Ethics 
	Reagents 
	Primary Peritoneal Macrophage Culture 
	Primary OEC Culture 
	NF-B p65 Translocation Assay 
	Enzyme-Linked Immunosorbent Assay (ELISA) of Cytokines and Preparation of Macrophage Conditioned Medium 
	Myelin Debris Preparation 
	Phagocytosis of Myelin Debris 
	Real Time Quantitative Polymerase Chain Reaction (qPCR) 
	Statistical Tests and Graphs 

	Results 
	NF-B p65 Translocation in Macrophages Is Increased by PDGF in Inflammation 
	PDGF Reduces Pro-Inflammatory Cytokine TNF- in Inflammatory Media 
	Growth Factor Treated Macrophage Conditioned Medium Influences Phagocytic Activity of OECs 
	Growth Factor Treated Macrophage Conditioned Media Influences Nerve Repair and Myelin Expression Associated Genes in OECs 

	Discussion 
	References

