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Abstract

The key objective of this work was to investigate the impact of young and old human
lymphocyte secretomes on C2C12 myoblasts regeneration. Conditioned media (CMs) were
harvested from isolated young and older lymphocytes treated with (activated AC), or
without (non-activated NA), anti-CD3/CD28 activators for 4 days. AC conditioned media
from older lymphocytes had decreased levels of amphiregulin (367+208pg/ml vs.
904+323pg/ml; p=0.018) and IGF-I (845+88ng/ml vs. 1100+48ng/ml; p=0.032) compared
with younger AC. AC older vs younger lymphocytes had reduced expression of CD25
(24.615.5%; p=0.0003) and increased expression of FoxP3 (35+15.7%; p=0.032). Treatment
of C2C12 myoblasts with young AC resulted in decreased expression of MyoD (0.46+0.12;
p=0.004) and Myogenin (0.34+0.05; p=0.010) mRNA, increased activation of MEk1l
(724+140 MFI; p=0.001) and ERK1/2 (3768+314 MFI; p=0.001) and a decreased activation of
Akt (74.5+4 MFI; p=0.009) and mTOR (61.8+7 MFI; p=0.001) compared with old AC. By
contrast, C2C12 myoblasts treated with older AC displayed increased expression of MyoD
(0.7+0.08; p=0.004) and Myogenin (0.68+0.05; p=0.010) mRNA, decreased phosphorylation
of MEk1 and ERK1/2 (528+80 MFI; p=0.008, and 1141+668 MFI; p=0.001, respectively) and
increased Akt/mTOR activation (171+35 MFI; p=0.009, and 184+33 MFI; p=0.001,
respectively). These data provide new evidence that differences between older and
younger lymphocyte secretomes contribute to differential responses of C2C12 myoblasts in

culture.
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Introduction

Following damage of skeletal muscle, the repair process involves activation of quiescent
satellite cells residing between the sarcolemma and basal lamina (1). The satellite cells
transition through stages of proliferation, differentiation and migration to ultimately fuse
with pre-existing damaged myofibres in order to repair the injury (2-4). Immune cells play
important roles in muscle repair and in older age the processes regulating immune-muscle
interactions may be blunted, which in turn can impair muscle regeneration and contribute
to the age-related loss of muscle mass. Such defects were demonstrated in older mice,
where the reduced rates of satellite cell proliferation and migration in response to muscle
trauma led to incomplete regeneration (5, 6) and loss of muscle mass (7). Although intrinsic
changes to satellite cells have been implicated in the blunted activation and regenerative
potential in old age (8), parabiosis models of muscle ageing provide strong evidence that
extrinsic factors within the microenvironment play an important role in adaptation or mal-

adaptation with age (9-11).

The skeletal muscle microenvironment includes soluble factors, such as cytokines and
growth factors, produced locally or systemically by different cell types, including those of
the innate immune system (12). Factors released by activated T helper -1 (Th1) and T helper
-2 (Th2) cells trigger macrophage transition from a pro-inflammatory M1 (13) (occurring
early after trauma) to an anti-inflammatory M2 (occurring after ~48hr following trauma)
phenotype, ultimately enabling myogenesis in injured rodent skeletal muscle (14).
Therefore, any decreased T-cell production (15) and corresponding fall in T-cell numbers in
older age (16) may be implicated in the age-related reduced satellite cell activation during
muscle regeneration (3). Furthermore, changes in T-cell function with age, irrespective of T-

cell number, may also impact upon skeletal muscle satellite cell function.

In vivo studies have shown that human lymphocytes helper cells from aged vs younger
adults exhibited differential expression in their activation markers (17). Recently, it was also
demonstrated that the altered intrinsic T-cell signalling in murine old age affects their
cellular function as facilitators of tissue regeneration in skin (18) and skeletal muscle (19).
The implication is that factors secreted by activated T-lymphocytes in young individuals may

enhance muscle regenerative potential by accelerating myoblast proliferation and
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migration rates (20). However, the secreted proteins from activated T-lymphocytes in older
people had no discernible effect on myoblast proliferation or migration (20). These studies
reveal age-related changes affecting T-lymphocytes impact on the cross talk between

immune cells and skeletal muscle satellite cells.

Recent evidence suggests that a specialised sub-population of T-lymphocytes, known as
FoxP3+/CD4+/CD25+regulatory T-cells (Treg) exists (21, 22). Interestingly, Treg-stimulated
muscle satellite cells showed sustained proliferation and delayed differentiation following
injury of mouse muscle (23), marking them as potential candidates in the search for novel
regulators of muscle satellite cell activation. Furthermore, activated T-lymphocytes secrete
numerous factors to the microenvironment and several are known to influence muscle
satellite cell function, including FGF2, IFN-y, TGF-B, TNF-a and IL4 (24-26). Given the
potential importance of this emerging field, the impact of aged T-lymphocyte secretome on

muscle regenerative potential warrants investigation.

The present study progresses previous work (20, 27) and specifically aimed to investigate,
for the first time, the C2C12 myoblast cell signalling responses after exposure to T-cell
secretomes harvested from young or older adults, and to determine the involvement of
selected T-cell-derived growth factors in the C2C12 myoblast proliferation and cellular
signalling responses. The novel hypothesis we tested was that IGF-1, GDF-11 and
amphiregulin released by activated Treg cells initiate C2C12 myoblast signalling through
myoD, myogenin, Akt/mTOR and MEK-ERK1/2.

Materials and methods
Materials

All cell and tissue culture media and supplements were purchased as sterile or were filter
sterilised through a 0.20 uM filter. Heat-inactivated (hi) foetal bovine serum (FBS) and hi
new born calf serum (NCS) were purchased from Gibco (Paisley, Scotland); hi horse serum
(HS) was from TCS Biosciences (Corby, England); penstrep (penicillin and streptomycin) and

trypsin from Bio Whittaker (Wokingham, England); L-glutamine from BDH (Poole, England),
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gelatine from Sigma (St. Louis, MO, USA). Plasticware were purchased as sterile from

Greiner Bio-one, (Kremsmunster, Austria) unless otherwise stated.

Isolation and culture human Lymphocytes

Following ethical approval and written, informed consent, whole blood samples were
collected from the antecubital vein in the forearm from young healthy (n=22; ages: 18-25)
and older (n=21; ages75-85) men. None of the participants had history of muscular diseases
and none were on corticosteroids or immunosuppressant treatments. Lymphocytes were

PLUS (GE healthcare Life Science, Buckinghamshire, UK) and

isolated using Ficoll-Paque
macrophages were depleted from the cell preparation by pre-plating for 15 min at 37°C
(28). Isolated lymphocytes were cultured at 1 x 10° cells/ml in 96 well flat-bottomed plates
pre-coated with anti-CD3 (OKT3, 10 ug/ml, eBioscience, UK) as described previously (20,
29). Cells were cultured at 37°C, 5% CO, for 4 days in RPMI-1640 containing 10% (v/v) heat-
inactivated human AB serum (Thermo, Brown Deer, USA), 1% Penicillin/Streptomycin, and
50 U/ml human recombinant interleukin-2 (rhiL-2, R & D System, Abingdon, UK) in the
absence or presence of anti-human CD3 (OKT3, 10 ug/ml, eBioscience, UK) and 5 pg/ml

anti-CD28 (BD Pharmingen™, San Diego, CA, USA (20).

Secretome recovery and conditioned media preparation.

The lymphocyte secretome was recovered following old and young lymphocyte incubations
at 37°C in the presence or absence of activating antibodies (anti-CD3/CD28) for 4 days. To
concentrate the secretome, 4 ml lymphocyte secretome was applied to an Ultracel-3
membrane tube (Millipore, Watford, UK). The tubes were centrifuged at 4000 x g for 40
minutes. The concentrated secretomes were used in the preparation of subsequent
conditioned media. Two different CMs (activated (AC) Young and old) and (non-activated
(NA) young and old) were prepared by reconstituting 200ul of the concentrated secretome
with 3.8 ml of differentiation medium DM (DMEM supplemented with 2% horse serum, 1%
Penicillin/Streptomycin and 200 nmol/L of L-glutamine (standard muscle cell differentiation

medium), as shown in Table 2 below and described previously (20, 27).
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Culture of C2C12 myoblasts

Murine skeletal muscle cells were purchased from ATTC (Rockville, MD, USA) and
maintained in a humidified 5% CO, environment at 37°C. The cells were grown in growth
media (GM) supplemented with DMEM media (Sigma, Gillingham, Dorset, UK), 10% Fetal
bovine serum (hi FBS; Thermo Fisher, UK), 10% new born calf serum (hi NCS; Invitrogen,
GIBCO, Paisley, UK), 1% L-glutamine and 1% of 10,000 U Penicillin/Streptomycin until 80%
confluence was attained. Following trypsinisation, C2C12 myoblasts were detached and
counted using a haemocytometer in the presence of trypan blue dye (Bio Whittaker,
Wokingham, England). Six-well plates were pre-coated with 0.2% gelatine for 5 min at room
temperature. Following removal of excess gelatine, C2C12 myoblasts were seeded at 1x10°
cells/ml in GM. On attaining approximately 80% confluency, cells were washed twice with
PBS before culturing with CMs. After 4 days of CMs treatment, C2C12 myoblasts were
collected to perform the following the studies: Biochemical and morphological studies; cell
cycle analysis, gene expression assay qRT-PCR after 4 days, and Luminex xMAP

phosphoproteins magnetic bead arrays after 25 min post transfer to CMs.

Gene expression analysis of GDF-11, Amphiregulin, MyoD and Myogenin

Following cell treatments with different CMs, and incubation for 4 days, GDF-11 and
Amphiregulin mRNA for lymphocytes and MyoD/myogenin mRNA for C2C12 myoblasts
were isolated using Trizol® reagent (Thermo, Life Technologies, Paisley,UK). Real time PCR-
One step was carried out using the TagMan ®RNA-to CT™ kit (Applied Biosystems, San Jose,
CA, USA). The reactions were run on the StepOnePlus™ machine (Thermo, Foster City, CA,
USA) as follows: 10 min at 95°C for polymerase activation and 40 cycles of 15 s at 95°C and
60 s at 60°C. Primer sets (Table 1) were obtained from Thermo. The RT-PCR reaction of
GDF-11, amphiregulin, MyoD and myogenin were performed in parallel with GAPDH as

BAACt method

control gene. Gene expression levels were calculated using the comparative 2
(30). Results were analysed using StepOne Software v 2.2 (Thermo, Life Technologies,

Paisley, UK).
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Cell count and cycle analysis and cell count

Cell cycle analysis was performed as described previously (31). After 4 days of treatment,
C2C12 myoblasts were washed twice with PBS, trypsinised, and fixed with 75% Ethanol at -
20°C. After 24 h, cells were washed with PBS and suspended in propidium iodide labelling
buffer (50 mg/mL propidium iodide, 0.1 sodium citrate, 20 mg/mL ribonuclease A, and 0.3
Nonidet p-40). The cell cycle events were analysed, using Cell Quest software from FACS
Calibur flow cytometer (BD, Oxford,UK) and cell phase events were identified by ModFit
LTv3.0 software (Verity Software House, Topsham, ME, USA). AC (young and old) and NA
(young and old) treated cells were counted using haemocytometer in the presence of

trypan blue (BioWhittaker, Wockingham, England).

Measurement of CD25/FoxP3 markers in young and old activated lymphocytes

Anti-CD3/CD28 activated lymphocytes obtained from young and older participants were
analysed using flow cytometry. Cells were lysed and re-suspended in 500 pl stain buffer (BD
Pharmingen, Oxford, UK) containing 1.0ug of Anti-CD25 APC—conjugated antibody (Sigma —
Aldrich, Poole, UK) and incubated for 30 minutes in the dark (RT). APC-conjugated isotype
was used as a control (Sigma, Poole, UK). For Intracellular staining of FoxP3 (BD
PharmingenTM, Oxford, UK), cells were fixed with 4% Paraformaldehyde solution for 10
minutes in the dark at RT. Following incubation, cells were washed with 2 ml of Stain Buffer
(BD Pharmingen™, Oxford, UK) and centrifuged at 300xg for 10 minutes. Wash buffer was
removed, and cells were incubated with permeabilisation buffer (1X BD Perm, San Diego,
CA, USA) for 30 minutes in the dark at RT. Following washing, cells were stained with 20ul
of PE-anti-human FoxP3 antibody (BD Pharmingen™, Oxford, UK). Following 30 min
incubation at RT protected from light, the cells were centrifuged at 300xg for 10 min. The
supernatant was discarded; single-cell suspensions were prepared in 500ul of sheath fluid
solution for each tube and transferred to the FACS tubes prior to measurement by a FACS

Calibur flow cytometer.

Measurement of IGF-1 secreted in young and old secretomes
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A Luminex MILLIPLEX MAP Human IGF-I, Magnetic Bead Panel (EMD Millipore, MA, USA)
was used according to the manufacturer’s protocols to measure IGF-I. Briefly, a volume of
25ul of beads suspension was added to all wells containing 25 ul of standards and controls
and 25pul of sample. The plates were sealed and incubated overnight on a plate shaker at
4°C. Wells were washed 3 times in wash buffer. A volume of 50ul of detection antibody was
added to each well and the plate incubated for 1 hour at RT. Streptividin-Phycoerythrin
was added to each well and incubated for 30 min at RT. All wells were washed 3 times and

100ul of sheath fluid was added prior to reading on the Luminex 200™.

Measurement of amphiregulin in secretome of young and old lymphocytes

A human amphiregulin enzyme-linked immunosorbent assay (ELISA) (Abcam, UK) was
performed for the quantitative measurement of Amphiregulin in young and older
secretomes. Standards were prepared according to manufacturer’s recommendations.
Samples and standards were added to their pre-coated amphiregulin antibody wells and
incubated overnight with gentle shaking at 4°C. Following incubation, the plate was washed
with 1X wash solution and 1X biotinylated Amphiregulin detection antibody was added to
all wells. The plate was incubated for 1 hour at RT with gentle mixing. Following washing, 1X
HRP-Streptavidin solution was added to all wells. The plate was sealed and incubated for 45
minutes at RT with gentle mixing, prior to washing and incubation with TMB one-step
substrate reagent at RT for 30 minutes in the dark with gentle mixing. The plate was read at
450 nm using a Bio-Tek ELISA plate reader (Winooski, VT, USA) immediately after adding

50ul of stop solution to each well.

Determination of MEK-ERK1/2 and Akt/mTOR

Initial experiments were undertaken to establish the optimal activation time. For this
purpose, MILLIPLEX MAP Akt/mTOR Phosphoprotein Magnetic Bead was used to test at 5,
15, 25 & 60 min and it revealed 25 min was optimal for activation. In preparation for
multiplex analysis, C2C12 myoblasts were treated with older or younger AC or NA for 25
min, prior to addition of ice cold cell signalling lysing buffer (Watford, Millipore, UK) and
storage at —-80°C. Samples were thawed, centrifuged and the supernatants collected for

protein determination using the Pierce™ BCA Protein Assay (Thermo Fisher Scientific, USA).
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Samples were diluted to the final concentration of 10ug/ml with assay buffer (Milliplex
®Map Assay Buffer; Watford, Millipore, UK). Samples were run in triplicate on a 96-well
filter plate pre-treated with wash buffer and 1x antibody-coupled beads. Samples and
beads were incubated overnight in the dark at RT. Plates were vacuum filtered and washed.
Detection antibodies were added and the plate was incubated for 1hr at RT. Following
washing, Streptavidin-Phycoerythrin was added to each well. Following incubation, beads
were then re-suspended in buffer prior to reading on a Luminex 200®. Multiplex analysis
was performed to measure the Mean Fluorescent Intensity (MFI) of phosphorylated

Akt/mTOR and MEK/ERK using Luminex 200® reader (Watford, Millipore, UK).

C2C12 myoblasts treatment with IGF-IR inhibitor (0SI-906)

Optimal concentration of OSI-906 was carried out using 0.1, 0.3, 0.5, and 0.8uM, and it was
shown that 0.3uM was the optimal concentration and therefore used in the current study.
On attaining 70 % confluency, cell monolayers were washed twice with PBS and treated
with reconstituted IGF-IR inhibitor (IGF-1R; OSI-906; Selleckchem, UK) at 0.3uM for 30 min
in a humidified atmosphere of 5% CO2 at 37°C. Following OSI-906 treatment, C2C12
myoblasts were washed with PBS and cultured with either young AC or DM. After 4 days
incubation, cells were collected for counting using haemocytometer in the presence of
trypan blue (BioWhittaker, Wockingham, England). For determination of phosphorylated
levels of Akt or mTOR, following 30 min incubation with IGF-IR inhibitor, cells were treated
25 min with either young AC or DM. Phosphorylated levels of Akt and mTOR were
measured using Luminex multiplex as described above. Cell cycle analysis was performed as
described previously (20). The cell cycle events were analysed, using Cell Quest software
from FACS Calibur flow cytometer (BD, Oxford, UK) and cell phase events were identified by
ModFit LT v3.0 software.

Statistical analysis
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All experiments were repeated three times in triplicate, unless otherwise stated, and were
analysed using GraphPad software version 5.0 (La Jolla, CA). Repeated measures ANOVA
was used to compare effects between Age (young and old secretomes), as well as
Activation Status (activated and non-activated secretomes) and their interactions. A
significant effect of Age indicates a difference between young and old, independent of
Activation Status. A significant effect of Activation Status indicates differences between
activated and non-activated secretomes, independent of Age. A significant interaction
between Age and Activation Status indicates that the difference between non-activated and
activated secretomes for old is different from that of non-activated and activated
secretomes for young. Where effects between all groups were directly compared (young,
old, activated, non-activated and control conditions), one-way ANOVA was used, followed
by Bonferroni post-test analysis. Results are presented as mean + standard deviation (+SD).
Values of p< 0.05 were considered statistically significant, and significance is indicated on

figures using * p<0.05, ** p<0.01, *** p<0.001.

Results

CD25 and FoxP3 expression in Young and Old T-lymphocytes

CD25 and FoxP3 expression levels in young/old and activated/non-activated lymphocytes
were determined as markers of Treg status. Under non-stimulated conditions, there was no
significant difference in basal expression levels of CD25 between young and old
lymphocytes. However, activation of lymphocytes increased expression of CD25 (p<0.001)
and the increase in CD25 in response to activation was 3-fold greater for young than it was
for old, as indicated by the significant interaction between age and activation status (Fig 1A,

p<0.001).

Positive CD25 cells (as shown in Fig. 1A) were further analysed to determine the expression
of FoxP3 in young and old CD25 positive cells. Basal expression levels of FoxP3 did not differ
significantly between non-activated young and non-activated old lymphocytes (Fig 1B).
Activating the Ilymphocytes increased FoxP3 expression (p=0.047). The significant
interaction between age and activation status revealed that the increase in CD25

expression from non-activated to activated states was greater for old lymphocytes than it
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was for young (p=0.036). FoxP3 in old activated lymphocytes was 35% of all cells, compared

with 15% of cells in young activated lymphocytes.

Amphiregulin and GDF-11 gene expression in young and old T-lymphocyte colonies

Amphiregulin is known to accelerate skeletal muscle repair and regeneration (32).
Therefore, the expression level of Amphiregulin in young and old T-lymphocytes was
determined. Basal expression levels of amphiregulin did not differ significantly between
non-activated young and old cells (p=0.079; Fig 2A). However, activation caused a 2-fold
increase in amphiregulin expression in young, which was absent in the old (age x activation

interaction: p=0.006).

GDF11 is reportedly increased with ageing (33) and is believed to inhibit myogenesis of the
chick limb (34), as well as decrease satellite cell proliferation and attenuate skeletal muscle
regeneration in aged mice (35). To evaluate whether GDF11 expression differed between
older and young T-lymphocytes, the expression level was measured. Basal expression levels
did not differ significantly between non-activated younger and older cells and expression

levels did not change following lymphocyte activation (Fig. 2B).

Amphiregulin and IGF-I protein concentration in Young and Old T-lymphocyte secretomes

Treg cells produce and respond to amphiregulin; therefore, its expression was also
assessed. There was no difference in amphiregulin concentrations between non-activated
older and younger cells (Fig 3A). Following lymphocyte activation, there was a significant
increase in amphiregulin secretion (p=0.011; Fig 3A). There was no interaction between age
and activation status, suggesting that both older and younger activated lymphocytes can
increase amphiregulin production following lymphocyte activation. However, amphiregulin
protein concentration was nevertheless two-fold higher in activated young compared with

activated old lymphocyte secretomes (p=0.014).

It is well established that IGF-I has not only a mitogenic effect on muscle satellite cells (36)
but also a potent survival and differentiation role (37). To date, no research has determined
whether IGF-I secreted from T-lymphocytes has an influencing role in skeletal muscle

satellite cell proliferation and whether it is down-regulated in older T-lymphocytes,

11
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potentially culminating in blunted satellite cell function. There was no difference in IGF-I
concentration between non-activated old and young cells (Fig 3B). Following lymphocyte
activation, both older and younger lymphocytes increased secretion of IGF-I (p=0.013; Fig

3B).

Gene expression analysis of MyoD and Myogenin for C2C12 myoblasts treated with CMs.

Having ascertained that young and older lymphocytes respond differently to activation by
anti-CD3/CD28, the next step was to determine whether these differences could influence
C2C12 myoblast behaviour. There was no difference in expression levels of MyoD or
myogenin in the presence of non-activated control (NA) (Fig. 4A and B). However,
myoblasts exposed to activated lymphocyte secretomes decreased MyoD expression
(p=0.029). The decrease was greater for myoblasts exposed to young AC compared to older
AC secretomes (age x activation status p=0.007). Similarly, there was a significant effect of
activation status on myogenin expression (p<0.001) and an interaction between age and
activation status for myogenin expression (p=0.005), once again reflecting a greater
reduction in response to activated CM (compared with non-activated) from younger

compared with older lymphocytes.

Cell Count and cell cycle analysis for C2C12 myoblasts treated with CMs.

Having preliminary data which suggest that secretomes from younger compared with older
activated lymphocytes attenuates C2C12 myoblast fusion, the next step was to analyse cell
cycle progression. Flow cytometric analyses of treated C2C12 myoblasts revealed that entry
into S phase by myoblasts was not different in the presence of non-activated secretomes
from older compared with younger lymphocytes (Fig 5A). There was, however, a significant
effect of activation (p<0.001) and an interaction between age and activation status
(p<0.001): a higher percentage of C2C12 myoblasts treated with activated younger
lymphocytes (P<0.001) were in S phase compared with those treated with activated
secretomes from older lymphocytes (Fig. 5A). This increase in S phase in C2C12 myoblasts
treated with the younger vs. older activated secretomes also culminated in a significant

increase (P<0.001) in cell number (Fig. 5B).

12
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MEK1-ERK 1/2 signalling pathways are induced in response to Young AC but effects are
attenuated in response to Old AC.

Given the different myoblast proliferation responses to activated young compared with old
lymphocyte secretomes, experiments were undertaken to examine the impact on MEK-
ERK1/2 activity in C2C12 myoblasts. As with FLOW and cell counting studies, the Mean
Fluorescent Intensity (MFI) of pMEK and pERK were not different between the control
conditions young and old non-activated CMs  (Figs 6A and 6B). However, both MEK1
(p=0.010) and Erk1/2 (p=0.002) phosphorylation increased with exposure to younger, but
not older AC.

AKT/mTOR signalling pathways are suppressed in response to younger compared with
older CM.

Having determined an increase in MEK/Erk activation in response to young vs old activated
lymphocyte secretomes, the impact on myoblast Akt/mTOR activation was investigated. As
for most analyses, the MFI of pAkt and pmTOR were not different in C2C12 myoblasts
following treatment with younger vs. older non-activated lymphocyte CMs (Figs 7A and 7B).
There was a significant interaction between age and activation status for both pAkt

(p=0.005) and pmTOR (p=0.023), revealing that the younger AC decreased, whereas older
AC increased pAkt and pmTOR in C2C12 myoblasts.

The proliferation of young AC-treated C2C12 cells was partially attenuated by the IGF-1-R

inhibitor OSI-906

To investigate whether the increase in IGF-I may impact on the increased proliferation in
C2C12 cells treated with younger vs. older AC, the IGF-IR was inhibited prior to treatment

with young AC, where proliferation was increased.

C2C12 myoblasts proliferation was significantly higher in the presence of young AC
compared with the control conditions of DM+QSI 906 and DM alone (p<0.001 and p<0.001;
Fig 8A), confirming no direct influence of the OSI 906 alone on C2C12 proliferation. The
addition of OSI 906 to young AC treated C2C12 myoblasts reduced proliferation compared
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with young AC alone (p<0.001). However, cell numbers were still significantly higher in
young AC plus OSI 906 compared with both control conditions. FLOW cytometric analyses
confirmed the FLOW data, with % C2C12 myoblasts in the S phase of the cell cycle
significantly reduced in the presence of OSI-906 plus young AC as compared with young AC
alone (p<0.01; Fig 8B).

Determining the AKT/mTOR signalling pathway within C2C12 myoblasts treated with the
IGF-1R inhibitor OSI-906

pAkt (p=0.072) and pmTOR (p=0.056) changes were not statistically significant following co-
incubation of C2C12 myoblasts with OSI-906 inhibitor plus young AC as compared with
young AC alone (Fig 9). The level of pAkt and mTOR in OSI-906 plus young AC remained
significantly lower than the control conditions of OSI-906 plus DM and DM alone (all
p<0.01; Fig. 9).

Discussion

An immortalised murine myoblast cell line (C2C12) was used to demonstrate that soluble
factors released by human T cells of young adults regulate myoblast proliferation, increased
myoblast MEK and ERk1/2, and decreased levels of phosphorylated Akt and mTOR.
However, the factors released by T-cells of older adults had lesser effects on myoblasts
compared with the young T cells. These novel findings suggest that age-dependent changes
to the profile or efficacy of secreted factors from activated T-cells subsequently impact on
the skeletal muscle regenerative potential.

The T cells in the basal state, without any activating agents, showed no age-dependent
differences in FoxP3 and CD25 phenotypes, but age-dependent differences became evident
when T cells were activated using anti-CD3/CD28. It is reported that CD25 positive cells
produce IL-2 upon T-cell receptor (TCR) stimulation (38) and this agrees with our findings
that young activated lymphocytes expressed higher CD25 than old activated lymphocytes.
Activated T cells of young adults expanded with proportionally greater increases in Treg
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cells expressing CD25 (a component of IL-2 receptor and clonal expansion) compared with
FoxP3 (a master suppressor protein of Treg function). Conversely, activated T cells from
older adults expanded with more FoxP3 expression than CD25 which is in line with previous
reports that ageing of the immune system (human and mice) is associated with increased
Treg cells expression of FoxP3 and decreased CD25 expression (Reviewed in (39)). It is clear
that the difference between young and older T-cells lies in the response to activating
agents, which is known to decrease with ageing (40-42).

Recently, the blunted muscle repair of aged mice was attributed in part to lower infiltration
of Treg cells compared to young mice (19). In the present work, there was a relatively
greater expansion of FoxP3-positive cells in old compared with young activated T-cells, so it
seems that expansion per se of the Treg FoxP3-positive cells is proportionally linked to the
myoblast response. In humans and mice, factors released from the older Treg FoxP3"en
CD25"Y cells (these cells have suppressed function with restricted proliferation) were found
to secrete a different profile of soluble factors from the young FoxP3'°" CD25"¢" (these cells
induce proliferation) (43, 44). This helps to explain why, in our study, the C2C12 myoblasts
cultured with young activated T-lymphocytes secretome exhibit significant proliferation and

associated cellular signalling responses, but effects were attenuated in myoblasts treated

with old activated lymphocytes secretomes.

The secretomes of non-activated T-cells from young or older donors had no discernible
additional effect on C2C12 myoblast behaviour. However, the secretomes of activated T-
cells did influence myoblast behaviour, although this effect was dependent on the age of
the participants donating the T-cells. Levels of MyoD (a marker of myogenic lineage) and
myogenin (a marker of differentiation (45)) decreased after exposure to activated T-cell
secretomes, with the decrease being greater after treatment with young compared with old
activated T-cell secretomes. The C2C12 pAkt and pmTOR levels increased in cells treated
with old T-cell secretomes, but not after treatment with the young T-cell secretomes.
Conversely, the %S phase as well as ERK1/2 and MEK1 were higher in C2C12 myoblasts
treated with young secretomes than older secretomes. These findings are in line with
previous studies that identified higher pAkt and mTOR levels in differentiating myoblasts,
whereas MEK1 and ERK1/2 were previously shown to be higher in proliferating myoblasts

(31, 46, 47). This finding also extends previous work showing effects of young T-cells on
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myoblast responses (27) and differential effects of old compared with young T-cells on
myoblast responses (20). Castiglioni et al (23) cultured satellite cells with activated T-cells
isolated from 10 weeks old mice and found that the T-cells induced greater proliferation of
myoblasts and attenuated myoblast differentiation compared to non-activated T-cells
cultured with myoblasts. These findings taken together suggest that activated T-cells
release factors that can influence C2C12 myoblast expansion and myogenic differentiation,
and changes in T-cell function with ageing may contribute to impaired skeletal muscle

regeneration.

The profile of secreted factors from activated young T-cells may differ from that of
activated older T-cells and a potential candidate for the age-dependent differential
regulation of myoblasts is IGF-1. IGF-1 is best known as a growth factor secreted by skeletal
muscles to regulate their growth, differentiation and repair. Although less well
documented, IGF-I is also secreted by T cells (48, 49). Our results add to this literature by
showing that the release of IGF-1 from T cells is dependent upon the age of the T-cell
donor. We observed 30% higher IGF-1 levels secreted by young activated T-cells compared
to old. High IGF-1 concentrations in vitro favours proliferation, whereas lower IGF-1
concentrations promote differentiation (50). These findings support a role for IGF-1 as a
candidate regulator of the observed effects of T cell secretomes on C2C12 myoblasts.
However, neutralising IGF-1 using anti-IGF-1R antibodies reduced, but did not entirely
diminish, the pro-proliferative and cellular signalling effects of the secretome on myoblasts.

It is clear that factors in addition to IGF-1 contribute to the myoblast responses.

Another possible candidate identified from the literature is GDF-11. This molecule is similar
in structure to myostatin, a potent negative regulator of muscle growth. GDF-11 was
reported to increase with ageing and contribute to decreases in satellite cell proliferation
and skeletal muscle regeneration in aged mice (35). However, our data did not reveal any
preferential influence of ageing on GDF-11 expression from T-cells. A third possible growth
factor released by T-cells is amphiregulin, which was previously linked to muscle
regeneration (51). The results presented here provide the first evidence, to our knowledge,
that amphiregulin expressed by young activated T-cells was higher compared to old

activated T-cells. This was associated with lower proportion of Treg FoxP3 in young
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activated T-cells that tended to correspond to higher amphiregulin production. Another
possible explanation for the above finding could be that the suppression of CD25
expression in older adults could lead to low production of amphiregulin, which is known as
inducer factor for Treg FoxP3 (52). Previous studies showed that IGF-1 and amphiregulin
function synergistically to promote cell proliferation through activation of the MAPK/ERK
pathway (53). This is in line with the higher MAPK and ERK1/2 phosphorylated protein
levels in myoblasts treated with young activated T-cell secretomes compared to old.

Taken together, our novel findings suggest that as yet unidentified cytokines and/or growth
factors present in the young activated T cell secretomes can induce a sustained
proliferation via low expression of MyoD and myogenin and activation of MEK-ERK1/2
signaling pathways. While proteins present in the old secretomes have little effect, C2C12
myoblasts treated with old secretomes progress towards differentiation with increased

levels of MyoD and Myogenin and activation of the Akt/mTOR signaling pathway.
Conclusion

Ageing is associated with intrinsic changes of T-lymphocytes, and consequently changes in T
cell amphiregulin, CD25, FoxP3 and IGF-1 production which are involved in effective C2C12
myoblast proliferation through MyoD/Myogenin expression and activation of the MEK-
ERK1/2. The age-dependent changes to T cells contributed to attenuated C2C12 myoblast
proliferation. These observations provide new insights into the potential regenerative role
of activated lymphocytes in muscle wasting conditions. However, further studies are
required to investigate the potential role of amphiregulin and Treg FoxP3 cells in muscle

wasting.

Conflict of Interests

The authors declare that they have no conflict of interest.

Acknowledgements

Work was sponsored by the School of Healthcare Science, Faculty of Science and

Engineering, John Dalton Building, Oxford Road, Manchester, UK.

17

810z JaquiaAoN g0 uo 1sanb Aq 269¢€€ 1.5/8ZAIB/eU0IBB/S60 | 01 /10p/10BISqR-0j011iB-80uBApE/ABO|0jUOISBPaWOIG/WOoo dno olwapede//:sdiy WOoJ) papeojuUMO(]



References

1. Hawke TJ. T-cells and muscle just don't talk like they used to: focus on "Age-related
impairment of T cell-induced skeletal muscle precursor cell function". American journal of
physiology Cell physiology. 2011;300:C1223-1225 DOI: 10.1152/ajpcell.00068.2011.

2. Adams GR. Satellite cell proliferation and skeletal muscle hypertrophy. Applied physiology,
nutrition, and metabolism = Physiologie appliquee, nutrition et metabolisme. 2006;31:782-790 DOI:
10.1139/h06-053.

3. Tidball JG, Villalta SA. Regulatory interactions between muscle and the immune system
during muscle regeneration. American journal of physiology Regulatory, integrative and
comparative physiology. 2010;298:R1173-1187 DOI: 10.1152/ajpregu.00735.2009.

4, Siegel AL, Kuhlmann PK, Cornelison DD. Muscle satellite cell proliferation and association:
new insights from myofiber time-lapse imaging. Skeletal muscle. 2011;1:7 DOI: 10.1186/2044-5040-
1-7.

5. Conboy IM, Conboy MJ, Smythe GM, Rando TA. Notch-mediated restoration of regenerative
potential to aged muscle. Science. 2003;302:1575-1577 DOI: 10.1126/science.1087573.
6. Dumke BR, Lees SJ. Age-related impairment of T cell-induced skeletal muscle precursor cell

function. American journal of physiology Cell physiology. 2011;300:C1226-1233 DOI:
10.1152/ajpcell.00354.2010.

7. Price FD, Kuroda K, Rudnicki MA. Stem cell based therapies to treat muscular dystrophy.
Biochimica et biophysica acta. 2007;1772:272-283 DOI: 10.1016/j.bbadis.2006.08.011.

8. Oh J, Lee YD, Wagers AJ. Stem cell aging: mechanisms, regulators and therapeutic
opportunities. Nature medicine. 2014;20:870-880 DOI: 10.1038/nm.3651.

9. Gutmann E, Carlson BM. Regeneration and transplantation of muscles in old rats and
between young and old rats. Life sciences. 1976;18:109-114.

10. Carlson BM, Faulkner JA. Muscle transplantation between young and old rats: age of host

determines recovery. The American journal of physiology. 1989;256:C1262-1266.

11. Conboy IM, Conboy MJ, Wagers AJ, Girma ER, Weissman IL, Rando TA. Rejuvenation of aged
progenitor cells by exposure to a young systemic environment. Nature. 2005;433:760-764 DOI:
10.1038/nature03260.

12. Heredia JE, Mukundan L, Chen FM, Mueller AA, Deo RC, Locksley RM, et al. Type 2 innate
signals stimulate fibro/adipogenic progenitors to facilitate muscle regeneration. Cell. 2013;153:376-
388 DOI: 10.1016/j.cell.2013.02.053.

13. Wynn TA. Fibrotic disease and the T(H)1/T(H)2 paradigm. Nature reviews Immunology.
2004;4:583-594 DOI: 10.1038/nri1412.

14. Arnold L, Henry A, Poron F, Baba-Amer Y, van Rooijen N, Plonquet A, et al. Inflammatory
monocytes recruited after skeletal muscle injury switch into antiinflammatory macrophages to
support myogenesis. The Journal of experimental medicine. 2007;204:1057-1069 DOI:
10.1084/jem.20070075.

15. Salam N, Rane S, Das R, Faulkner M, Gund R, Kandpal U, et al. T cell ageing: effects of age on
development, survival & function. The Indian journal of medical research. 2013;138:595-608.

16. Qi Q, Zhang DW, Weyand CM, Goronzy JJ. Mechanisms shaping the naive T cell repertoire in
the elderly - thymic involution or peripheral homeostatic proliferation? Experimental gerontology.
2014;54:71-74 DOI: 10.1016/j.exger.2014.01.005.

17. Yan J, Greer JM, Hull R, O'Sullivan JD, Henderson RD, Read SJ, et al. The effect of ageing on
human lymphocyte subsets: comparison of males and females. Immunity & ageing : | & A. 2010;7:4
DOI: 10.1186/1742-4933-7-4.

18. Agius E, Lacy KE, Vukmanovic-Stejic M, Jagger AL, Papageorgiou AP, Hall S, et al. Decreased
TNF-alpha synthesis by macrophages restricts cutaneous immunosurveillance by memory CD4+ T
cells during aging. The Journal of experimental medicine. 2009;206:1929-1940 DOI:
10.1084/jem.20090896.

18

810z JaquiaAoN g0 uo 1sanb Aq 269¢€€ 1.5/8ZAIB/eU0IBB/S60 | 01 /10p/10BISqR-0j011iB-80uBApE/ABO|0jUOISBPaWOIG/WOoo dno olwapede//:sdiy WOoJ) papeojuUMO(]



19. Kuswanto W, Burzyn D, Panduro M, Wang KK, Jang YC, Wagers AJ, et al. Poor Repair of
Skeletal Muscle in Aging Mice Reflects a Defect in Local, Interleukin-33-Dependent Accumulation of
Regulatory T Cells. Immunity. 2016;44:355-367 DOI: 10.1016/j.immuni.2016.01.009.

20. Al-Dabbagh S, McPhee JS, Murgatroyd C, Butler-Browne G, Stewart CE, Al-Shanti N. The
lymphocyte secretome from young adults enhances skeletal muscle proliferation and migration, but
effects are attenuated in the secretome of older adults. Physiological reports. 2015;3 DOI:
10.14814/phy2.12518.

21. Sakaguchi S. Naturally arising Foxp3-expressing CD25+CD4+ regulatory T cells in
immunological tolerance to self and non-self. Nature immunology. 2005;6:345-352 DOI:
10.1038/ni1178.

22. Josefowicz SZ, Lu LF, Rudensky AY. Regulatory T cells: mechanisms of differentiation and
function. Annual review of immunology. 2012;30:531-564 DOI:
10.1146/annurev.immunol.25.022106.141623.

23. Castiglioni A, Corna G, Rigamonti E, Basso V, Vezzoli M, Monno A, et al. FOXP3+ T Cells
Recruited to Sites of Sterile Skeletal Muscle Injury Regulate the Fate of Satellite Cells and Guide
Effective Tissue Regeneration. PloS one. 2015;10:e0128094 DOI: 10.1371/journal.pone.0128094.

24, Blotnick S, Peoples GE, Freeman MR, Eberlein TJ, Klagsbrun M. T lymphocytes synthesize
and export heparin-binding epidermal growth factor-like growth factor and basic fibroblast growth
factor, mitogens for vascular cells and fibroblasts: differential production and release by CD4+ and
CD8+ T cells. Proceedings of the National Academy of Sciences of the United States of America.
1994,;91:2890-2894.

25. De Rosa SC, Lu FX, Yu J, Perfetto SP, Falloon J, Moser S, et al. Vaccination in humans
generates broad T cell cytokine responses. Journal of immunology. 2004;173:5372-5380.

26. Levings MK, Bacchetta R, Schulz U, Roncarolo MG. The role of IL-10 and TGF-beta in the
differentiation and effector function of T regulatory cells. International archives of allergy and
immunology. 2002;129:263-276 DOI: 10.1159/000067596.

27. Al-Shanti N, Durcan P, Al-Dabbagh S, Dimchev GA, Stewart CE. Activated Lymphocytes
Secretome Inhibits Differentiation and Induces Proliferation of C2C12 Myoblasts. Cellular physiology
and biochemistry : international journal of experimental cellular physiology, biochemistry, and
pharmacology. 2014;33:117-128 DOI: 10.1159/000356655.

28. Karanfilov Cl, Liu B, Fox CC, Lakshmanan RR, Whisler RL. Age-related defects in Th1l and Th2
cytokine production by human T cells can be dissociated from altered frequencies of CD45RA+ and
CD45R0O+ T cell subsets. Mechanisms of ageing and development. 1999;109:97-112.

29. Garland RJ, El-Shanti N, West SE, Hancock JP, Goulden NJ, Steward CG, et al. Human CD8+
CTL recognition and in vitro lysis of herpes simplex virus-infected cells by a non-MHC restricted
mechanism. Scandinavian journal of immunology. 2002;55:61-69.

30. Livak KJ, Schmittgen TD. Analysis of relative gene expression data using real-time
qguantitative  PCR and the 2(-Delta Delta C(T)) Method. Methods. 2001;25:402-408 DOI:
10.1006/meth.2001.1262.

31. Al-Shanti N, Stewart CE. Inhibitory effects of IL-6 on IGF-1 activity in skeletal myoblasts
could be mediated by the activation of SOCS-3. Journal of cellular biochemistry. 2012;113:923-933
DOI: 10.1002/jcb.23420.

32. Burzyn D, Kuswanto W, Kolodin D, Shadrach JL, Cerletti M, Jang Y, et al. A special population
of regulatory T cells potentiates muscle repair. Cell. 2013;155:1282-1295 DOI:
10.1016/j.cell.2013.10.054.

33. Sinha M, Jang YC, Oh J, Khong D, Wu EY, Manohar R, et al. Restoring systemic GDF11 levels
reverses age-related dysfunction in mouse skeletal muscle. Science. 2014;344:649-652 DOI:
10.1126/science.1251152.

34. Gamer LW, Cox KA, Small C, Rosen V. Gdfl1 is a negative regulator of chondrogenesis and
myogenesis in the developing chick limb. Developmental biology. 2001;229:407-420 DOI:
10.1006/dbio.2000.9981.

19

810z JaquiaAoN g0 uo 1sanb Aq 269¢€€ 1.5/8ZAIB/eU0IBB/S60 | 01 /10p/10BISqR-0j011iB-80uBApE/ABO|0jUOISBPaWOIG/WOoo dno olwapede//:sdiy WOoJ) papeojuUMO(]



35. Egerman MA, Cadena SM, Gilbert JA, Meyer A, Nelson HN, Swalley SE, et al. GDF11
Increases with Age and Inhibits Skeletal Muscle Regeneration. Cell metabolism. 2015;22:164-174
DOI: 10.1016/j.cmet.2015.05.010.

36. Yin H, Price F, Rudnicki MA. Satellite cells and the muscle stem cell niche. Physiological
reviews. 2013;93:23-67 DOI: 10.1152/physrev.00043.2011.
37. Stewart CE, Rotwein P. Growth, differentiation, and survival: multiple physiological

functions for insulin-like growth factors. Physiological reviews. 1996;76:1005-1026.

38. Chao KH, Wu MY, Yang JH, Chen SU, Yang YS, Ho HN. Expression of the interleukin-2
receptor alpha (CD25) is selectively decreased on decidual CD4+ and CD8+ T lymphocytes in normal
pregnancies. Molecular human reproduction. 2002;8:667-673.

39. Fessler J, Ficjan A, Duftner C, Dejaco C. The impact of aging on regulatory T-cells. Frontiers in
immunology. 2013;4:231 DOI: 10.3389/fimmu.2013.00231.
40. Grossmann A, Maggio-Price L, Jinneman JC, Rabinovitch PS. Influence of aging on

intracellular free calcium and proliferation of mouse T-cell subsets from various lymphoid organs.
Cellular immunology. 1991;135:118-131.

41. Haynes L, Eaton SM, Burns EM, Rincon M, Swain SL. Inflammatory cytokines overcome age-
related defects in CD4 T cell responses in vivo. Journal of immunology. 2004;172:5194-5199.

42. Tamir A, Eisenbraun MD, Garcia GG, Miller RA. Age-dependent alterations in the assembly
of signal transduction complexes at the site of T cell/APC interaction. Journal of immunology.
2000;165:1243-1251.

43, Hwang KA, Kim HR, Kang I. Aging and human CD4(+) regulatory T cells. Mechanisms of
ageing and development. 2009;130:509-517 DOI: 10.1016/j.mad.2009.06.003.

44, Sun L, Hurez VJ, Thibodeaux SR, Kious MJ, Liu A, Lin P, et al. Aged regulatory T cells protect
from autoimmune inflammation despite reduced STAT3 activation and decreased constraint of IL-17
producing T cells. Aging cell. 2012;11:509-519 DOI: 10.1111/j.1474-9726.2012.00812..x.

45, Knight JD, Kothary R. The myogenic kinome: protein kinases critical to mammalian skeletal
myogenesis. Skeletal muscle. 2011;1:29 DOI: 10.1186/2044-5040-1-29.

46. Creer A, Gallagher P, Slivka D, Jemiolo B, Fink W, Trappe S. Influence of muscle glycogen
availability on ERK1/2 and Akt signaling after resistance exercise in human skeletal muscle. Journal
of applied physiology. 2005;99:950-956 DOI: 10.1152/japplphysiol.00110.2005.

47. Jones NC, Fedorov YV, Rosenthal RS, Olwin BB. ERK1/2 is required for myoblast proliferation
but is dispensable for muscle gene expression and cell fusion. Journal of cellular physiology.
2001;186:104-115 DOI: 10.1002/1097-4652(200101)186:1<104::AID-JCP1015>3.0.CO;2-0.

48. Leng SX, Hung W, Cappola AR, Yu Q, Xue QL, Fried LP. White blood cell counts, insulin-like
growth factor-1 levels, and frailty in community-dwelling older women. The journals of gerontology
Series A, Biological sciences and medical sciences. 2009;64:499-502 DOI: 10.1093/gerona/gIn047.
49, Merchav S, Tatarsky I, Hochberg Z. Enhancement of human granulopoiesis in vitro by
biosynthetic insulin-like growth factor I/somatomedin C and human growth hormone. The Journal
of clinical investigation. 1988;81:791-797 DOI: 10.1172/JCI113385.

50. Coolican SA, Samuel DS, Ewton DZ, McWade FJ, Florini JR. The Mitogenic and Myogenic
Actions of Insulin-like Growth Factors Utilize Distinct Signaling Pathways. J Biol Chem.
1997;272:6653-6662 DOI: 10.1074/jbc.272.10.6653.

51. Burzyn D, Benoist C, Mathis D. Regulatory T cells in nonlymphoid tissues. Nature
immunology. 2013;14:1007-1013 DOI: 10.1038/ni.2683.

52. Zaiss DM, Yang L, Shah PR, Kobie JJ, Urban JF, Mosmann TR. Amphiregulin, a TH2 cytokine
enhancing resistance to nematodes. Science. 2006;314:1746 DOI: 10.1126/science.1133715.

53. Rundhaug JE, Fischer SM. Molecular mechanisms of mouse skin tumor promotion. Cancers.
2010;2:436-482 DOI: 10.3390/cancers2020436.

20

810z JaquiaAoN g0 uo 1sanb Aq 269¢€€ 1.5/8ZAIB/eU0IBB/S60 | 01 /10p/10BISqR-0j011iB-80uBApE/ABO|0jUOISBPaWOIG/WOoo dno olwapede//:sdiy WOoJ) papeojuUMO(]



Tables

Table (1): Predesigned primers for human lymphocytes.

Genes Assay ID Reference Amplicon
Sequence length (bp)
number

Amphiregulin Hs00956669 NM-001657.2 66

GDF-11 Hs00195156 NM-005811.3 64

MyoD MmO00440387-m1 | NM-010866.2 86

Myogenin MmO00446194-m1 | NM-031189.2 68

GAPDH Mm99999915-g1 | NM-001289726.1 70

Table (2): The ingredients of designed control conditions for C2C12 culture.

Conditioned Media (CM)

Components

Activated AC (Young and
Old)

Concentrated secretomes obtained from activated young

or older anti-CD3/CD28-lymphocytes plus DM (1:20).

Non-activated NA (Young

Concentrated secretomes obtained from younger or
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and OIld) (negative control) older non-activated lymphocytes plus DM (1:20).

Figure legends.

Figure 1: Percentage of positive CD25 and FoxP3 in Young and Old lymphocytes.
Lymphocytes were cultured for 4 days with or without the activators anti-CD3/anti-CD28.
Cells were stained with APC-anti-human CD25 antibody (A) and PE-anti-human CD28
antibody (B). A. CD25 expression was significantly higher in activated lymphocytes
compared with non-activated (***; p<0.001) and the increase with activation was greater in
young than old (***; p<0.001). B. FoxP3 was higher in activated lymphocytes compared
with non-activated (*; p<0.05) and the increase with activation was greater in old than
young (*; p<0.05). Data represent means * SD (n=5 samples of each age group) of each

young (22+3years) and old (8015 years) in duplicates. NA: Non-activated; AC: Activated.

Figure 2: Amphiregulin and GDF-11 gene expression in young and old lymphocytes.
Lymphocytes were cultured for 4 days with or without the activators anti-CD3/anti-CD28. A.
Amphiregulin mRNA expression levels increased in activated compared with non-activated
lymphocytes of young, but not for old (interaction between age and activation status: **;
p<0.01). B. GDF-11 mRNA expression levels did not differ significantly between Young and
Old or activated vs non-activated cells. All values are represented as a fold change to young
non-activated lymphocytes and presented as mean + SD (n= 5s samples of each age group)

in triplicates. NA: Non-activated; AC: Activated.

Figure 3: Amphiregulin and IGF-l concentration in secretomes of young and old

lymphocytes. Lymphocytes were cultured for 4 days with or without the activators anti-
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CD3/anti-CD28. A. The concentration of Amphiregulin was higher in activated compared
with non-activated secretomes (p<0.05). B. The concentration of IGF-1 was higher in
activated compared with non-activated secretomes (p<0.05). Data represent means + SD
(n=6 samples of each of young aged (18-25 years) and old (78-86 years) in triplicates. AC:

Activated and NA: Non-activated.

Figure 4: RT-PCR analysis of MyoD and myogenin mRNA gene expression. C2C12
myoblasts were treated with young or old (activated lymphocytes: AC) or non-activated
lymphocytes: (NA) for 4 days before RNA collection. A. Expression of MyoD was lower in
C2C12 cells exposed to AC compared with NA conditioned media (p<0.05) and the decrease
in AC young was greater than that for AC old (p<0.01). B. Expression of Myogenin was lower
in C2C12 cells exposed to activated compared with non-activated secretomes (p<0.001) and
the decrease in AC young was greater than that for AC old (p<0.01). All values are
represented as fold difference compared with the control calibrator (NA young and old) and

represent the means + SD (n=5 samples of each age group) in triplicates.

Figure 5: Cell Cycle and Cell Count for C2C12 myoblasts treated with conditioned media
(CM). C2C12 myoblasts were treated with young or old (activated lymphocytes: AC) or non-
activated lymphocyte (NA) for 4 days before cell cycle analysis and cell count. A: %S phase
was significantly lower in activated compared with non-activated CM (p<0.001). B: Cell
count increased in activated compared with non-activated young CM (p<0.0001) and this
increase with activation was greater for young than for old (p<0.001). Data represent the

means * SD (n=5) in triplicates.

Figure 6: Expression levels of phosphorylated MEK1 and ERK1/2 in C2C12 myoblasts
treated with different CMs. C2C12 myoblasts were cultured with different conditioned
media AC (young or old) or NA (young or old) for 25 min. A: MFI levels of C2C12 pMERK1
was significantly higher when adding conditioned media from activated compared with

non-activated lymphocyte secretomes (p<0.05). B. MFI levels of C2C12 pERK1/2 was
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significantly higher when adding conditioned media from activated compared with non-
activated lymphocyte secretomes (p<0.01). Data represent means + SD (n=5 samples of

each age group) in triplicates.

Figure 7: Phosphorylated levels of pAkt and pmTOR in C2C12 myoblasts treated with
different CMs. C2C12 myoblasts were cultured with different conditioned media AC (young
or old) or NA (young or old) for 25 min. A. MFI Levels of pAkt decreased in young but
increased in old after exposure to activated lymphocyte secretomes (interaction effect:
p<0.01). B. MFI Levels of pmTOR decreased in young but increased in old after exposure to
activated lymphocyte secretomes (interaction effect: p<0.05). Data represent means + SD

(n=4) in triplicates.

Figure 8: Effects of IGF-IR OSI-906 inhibitor on C2C12 myoblasts cultured with Young AC
conditioned media. C2C12 myoblasts were treated with or without IGF-IR inhibitor (OSI-
906) for 30 min, washed then were cultured with conditioned media from young AC or
differentiation media (DM) for 4 days. A: Cell count was significantly higher in young AC
treated C2C12 myoblasts compared with all other conditions (all p<0.001). B: % S phase was
significantly higher in young AC treated C2C12 myoblasts compared with all other
conditions (all p<0.01). Data are shown as means * SD (n=4) in triplicates. DM:

Differentiation Media.

Figure 9: The level of phosphorylated Akt and mTOR in C2C12 myoblasts. C2C12 myoblasts
were treated with or without IGF-IR inhibitor (OSI-906) for 30 min, washed then treated for
25 min with conditioned media from young AC or differentiation media (DM). A: AC young +
0SI-906 was significantly lower than DM + OSI-906 and DM alone (both p<0.01). B: AC
young + 0OSI-906 was significantly lower than DM + OSI-906 and DM alone (both p<0.01).

Data represent the means * SD (n=4) in triplicates.
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Fig 2A
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Fig 3A
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