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Abstract

Background:  With the challenges that aging populations pose to health care, interventions that facilitate alleviation of age-related morbidities 
are imperative. A prominent risk factor for developing age-related morbidities is immunosenescence, characterized by increased chronic low-
grade inflammation, resulting in T-cell exhaustion and senescence. Contact with nature and associated physical activities have been shown to 
boost immunity in older adults and may be promoted in the form of horticultural therapy (HT). We aimed to examine the effects of HT on 
immunosenescence.
Method:  We conducted a randomized controlled trial with 59 older adults assigned to either the HT intervention or waitlist control group. 
Older adults in the HT intervention group underwent HT intervention program over 6 months. Venous blood was drawn at baseline and 
at the third and sixth month from the commencement of this study. For participants who attended all 3 blood collection time points (HT: 
n = 22; waitlist: n = 24), flow cytometry analysis was performed on whole blood samples to evaluate the kinetics of lymphocyte subsets over 
the intervention period, revealing the composition of CD4+ and CD8+ subsets expressing exhaustion markers—CD57, CTLA4, and KLRG1. 
Enzyme-linked immunosorbent assays were employed to measure changes in plasma IL-6 levels.
Results:  HT is associated with increased numbers of naive CD8+ T cells and fewer CTLA4-expressing terminally differentiated effector CD4+ 
and CD8+ memory T cells re-expressing CD45RA (TEMRA). Furthermore, IL-6 levels were reduced during HT, and the frequencies of naive 
and TEMRA CD8+ T cells were found to be associated with IL-6 levels.
Conclusion:  HT is associated with a reduction in the levels of biomarkers that measure the extent of T-cell exhaustion and inflammaging in 
older adults. The positive effects of HT on T-cell exhaustion were associated with the reduction of IL-6 levels.
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Population aging and the concomitant increase in incidence of 
age-related morbidities have necessitated interventions that target 
biological mechanisms of aging to improve health span by re-
ducing age-related morbidities (1–4). In particular, changes that 
occur to the immune system during aging—phenomena described 
by the term “immunosenescence”—has been widely studied. 
While these changes may have heterogenous effects among indi-
viduals, the functional decline of the immune system has generally 
been associated with aging (5). Hallmarks of immunosenescence 
include weak response to novel antigens, poor recall responses, 
and a chronic state of low-grade inflammation known as 
“inflammaging.” These in turn contribute to higher rates of infec-
tion, cancer, and inflammatory diseases (6). The identification of 
biomarkers that relate to these age-associated immunological per-
turbations has allowed the evaluation of interventions that aim to 
alleviate the aging immune system.

Aging of the T-cell compartment is fuelled by key systemic 
changes. First, thymic involution contributes to the age-dependent 
loss of naive T cells representation in the periphery (7). This loss of 
naive T-cell renewal restricts the host T-cell receptor (TCR) reper-
toire, and is implicated in a loss of responsiveness towards against 
neo-antigens and vaccines in the older adults as compared to younger 
adults (8,9). Next, the older immune system presents higher propor-
tions of terminally differentiated memory T cells that accumulate 
from continuous lifelong antigenic exposure. While these memory 
T cells are critical for our response against previously encountered 
pathogens and/or latent infections, chronic exposure to high anti-
genic load can induce the functional exhaustion of T cells, which is 
characterized by a gradual loss of T-cell effector function and expres-
sion of inhibitory receptors such as programmed cell death protein 1 
(PD-1), cytotoxic T-lymphocyte-associated protein 4 (CTLA4), T-cell 
immunoglobulin domain and mucin domain protein 3 (TIM3), and 
lymphocyte activation gene 3 (LAG3) (10). The reestablishment of 
cytomegalovirus (CMV) chronicity in the older adults further ex-
acerbates T-cell exhaustion and replicative senescence (11,12).

Studies on T-cell maturation have revealed phenotypic markers 
(CD45RA, CD27, and CD28) that can be used to identify distinct 
T-cell subsets—naive, central (Tcm), and effector memory (Tem) as 
well as terminally differentiated TEMRA cells (13). Furthermore, 
markers such as CD57, KLRG1, and CTLA4 expression can be used 
to classify senescent and exhausted T cells (14). CD57 expression, 
for example, is highly associated with impaired proliferative capacity 
in T cells, even though its function remains unknown (14). Killer cell 
lectin-like receptor G1 (KLRG1), a C-type lectin inhibitory receptor, 
is similarly linked to proliferative defects in T cells (15). On the other 
hand, markers of T-cell exhaustion include PD-1 and CTLA4. Both 
PD-1 and CTLA4 are inhibitory receptors, and engagement of their 
ligands, PD-L1 and CD80/86, respectively, blocks activation signals 
normally initiated by TCRs and CD28 costimulation (16,17).

In addition to phenomena already described, levels of inflamma-
tory cytokines are also elevated in the serum of the older adults. 
This is the result of an age-dependent adaptation that sees an in-
creased production of inflammatory molecules, including tumor 
necrosis factor alpha (TNF-α) and interleukin-6 (IL-6) by innate im-
mune cells and nonimmune cell types (8,9). Existing data suggest 
that T-cell immunosenescence and inflammaging are closely linked, 
where due to bystander activation, inflammaging fuels the rate of 
T-cell immunosenescence and vice versa—cascading into an inflam-
matory milieu that gives rise to tissue damage and increases the risk 
of age-related morbidities (8,9,12).

Current strategies that address immunosenescence include IL-7 
therapy, the use of telomerase activators, autologous naive T-cell 
transfusion, and physical removal of senescent T cells from circu-
lation (18). However, the cost and invasiveness of these protocols 
render them impractical for implementation at a population level. 
Thus, cost-effective and measures with high adherence should be 
encouraged to promote healthy aging across populations (3,4,19). 
A psychosocial intervention that has gained traction among the older 
adults is horticultural therapy (HT). HT is a guided nature-based ex-
perience that involves park visits and the performance of gardening 
activities. The diverse benefits of green spaces on mental wellness 
have been well established, where regular exposure to nature and 
the engagement of physical activity in natural environments has been 
found to contribute to reduced stress and risk of depression (20–23).

Although the mechanisms of these benefits have not been studied, 
exposure to green spaces is also associated with enhanced cogni-
tive function, including prolonged attentiveness and better working 
memory performance (24,25). Other subjective effects of exposure 
to green spaces include improved vigor, friendliness, social cohesion, 
and lower total mood disturbance and ratings of perceived exer-
tion. Contact with nature also confers physical health benefits either 
directly or indirectly by promoting physical activity or increasing 
exposure to better air quality that carry lower concentrations of pol-
lutants (26–28). A previous study on HT on individuals has suggested 
that HT improves the cognitive and psychosocial well-being of par-
ticipants (22). HT also involves physical activity that may benefit the 
immunological profiles of older adults, with growing evidence sug-
gesting that physical activity can help to boost older adults’ immunity 
(29,30). Furthermore, epidemiological studies showed that built en-
vironment and green space could be related to inflammation. While 
most of the HT studies focused on its psychosocial benefits, whether 
HT modulates the distribution of immune cells in older adults re-
mains to be investigated (31). We investigated this hypothesis in the 
specific context of T-cell aging using a randomized controlled trial 
(RCT) of a HT intervention program and evaluated the effects of HT 
on T-cell senescence and differentiation, as well as changes to plasma 
biomarkers in 59 community-dwelling older adults.

Materials and Methods

Ethics Statement
This study was approved by the National University of Singapore 
Institutional Review Board (NUS IRB-Reference Code: B-15–
016) and registered with clinicaltrials.gov, with the identifier: 
NCT02495194 (https://clinicaltrials.gov/ct2/show/NCT02495194).

Participants
This study aimed to recruit community-dwelling older adults aged 
between 60 and 85 years. Older adults included in the RCT scored 
a minimum of 22 points on the Montreal Cognitive Assessment 
(MoCA) and retained the ability to provide informed consent. Older 
adults with severe psychiatric disorders and those with a medical his-
tory of stroke, epilepsy, ischemic heart disease, heart failure, chronic 
obstructive pulmonary disease, cancer, liver failure, and thyroid dis-
order were excluded. To ensure high capacity to participate in the 
intervention, older adults with marked upper and lower limb motor 
difficulties, and significant visual or hearing impairment were also 
excluded. Lastly, those undergoing any concurrent therapy, including 
consumption of medication(s), were also excluded.
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Intervention
This was a 2-arm, single-blind, feasibility pilot RCT. Upon collec-
tion of baseline measurements, participants were randomized into 2 
groups: the HT intervention or waitlist control group. The HT inter-
vention consists of 15 hourly sessions over 6 months. HT sessions 
took place weekly in the first 3 months (Sessions 1–12) and monthly 
(Sessions 13–15) in the remaining 3 months (Supplementary Figure 
1). The 3-month follow-up intervals were decided based on a study 
by Gonzalez et al., whose team found that symptoms of depression 
were alleviated in participants after 3 months and these improve-
ments remained sustained in the final 6-month follow-up (22). As 
such, the inclusion of monthly sessions beyond the initial 3 months 
allowed us to determine whether HT could promote long-term 
changes in the immune system and also address the general paucity 
of evidence on the long-term effects of nature-based interventions 
(32). Conducted by a trained practitioner and volunteer facilitators, 
the intervention is designed to cultivate an interest in gardening and 
promote relaxation. These facilitators were staff from the National 
Parks Board (NPB).

All participants engaged in stretching and breathing exercises 
for approximately 5 minutes before the commencement of any 
horticultural activity to promote warming of muscles and improve 
flexibility for subsequent physical activities. The intervention fo-
cuses on 3 core activities: (i) indoor horticulture, which aims to 
inspire appreciation towards nature and encourage gardening at 
home; (ii) park visits, which provide knowledge of various plants 
and landscapes; and (iii) outdoor gardening, which includes 
weeding, seed sowing, and education on herbal plants and fertilizer 
making (Supplementary Table 1).

We divided the HT participants into groups of 7 during the first 
session. The participants stayed with the same group members and 
facilitator throughout the intervention to facilitate rapport building 
and cohesion. Two scales examining social connectedness, the friend-
ship scale and the positive relations with others subscale, were ad-
ministered to determine if participants were more socially connected 
at the end of the intervention.

While physical activity has been proposed to be an important 
mediator of the positive effects associated with nature-based inter-
vention, there was no consensus on whether such findings were con-
clusive at the conception of this HT protocol (32–36). As such, our 
protocol did not include any measurement of the level of physical ac-
tivity involved. Venous blood samples were collected thrice, each sep-
arated by a 3-month interval and corresponding to the 3 time points 
within the study (baseline, third month, and sixth month). No activ-
ities were planned for the waitlist control group during this period. 
For ethical reasons, HT was planned for the waitlist control group 
after the HT intervention group completed HT and assigned assess-
ments. While the waitlist group was subsequently enlisted for HT, 
no further blood samples were collected from them (Supplementary 
Figure 1). More information on the methodology of this specific HT 
intervention has been published in a detailed protocol (37).

Data and Sample Collection
Three weeks prior to the commencement of HT, sociodemographic 
data (age, gender, years of education, vital signs, and body mass 
index [BMI]), medical history, gardening, and park visits habits 
were obtained from participants through a structured questionnaire. 
Venepunctures were performed by qualified research nurses at the 
research center at the 3 time points (baseline, third month, and sixth 
month). Venous blood was collected in cell preparation tubes (CPTs) 

with sodium citrate (BD plastic vacutainer #362761) for the col-
lection of peripheral blood mononuclear cells (PBMCs) and plasma 
for bio-banking. All samples were delivered and processed within 3 
hours after the first venepuncture of the day.

Sample Preparation
A 22.5  µL master mix of fluorochrome-tagged antibodies 
(Supplementary Table 2) was prepared and aliquoted into each BD 
Trucount Absolute Counting Tube (BD:340034) (BD Biosciences, 
San Jose, CA) containing beads with known bead count. Next, 
100 µL of whole blood from each sample was transferred from CPT 
tubes into each pre-labeled tube and mixed gently by vortexing. 
The tubes were then incubated in the dark at room temperature 
for 15 minutes before 900 µL of 1× BD FACS Lysing Solution (BD 
Biosciences) was added. The tubes were again capped and vortexed 
gently to mix the solution before incubating in the dark for 15 min-
utes at room temperature to lyse all red blood cells. The stained cells 
were then acquired using BD LSRII Fortessa flow cytometer.

Analyses of Immunological Profiling on 
T-Cell Subsets
FlowJo was used to analyze the flow cytometry data. The gating 
strategy for various T-cell subsets can be found in Supplementary 
Figure 1. Percentages were converted to cell counts based on the ratio 
of the beads found in Trucount tubes versus the number of beads 
collected during acquisition on flow cytometer. Since the number of 
subjects lost to follow-up were relatively small, we employed per-
protocol analyses. Results of participants who have missed at least 
one laboratory assessment were excluded from the analysis (HT 
group, n = 22, 7 exclusions; waitlist group, n = 24, 6 exclusions). 

In the initial t-distributed stochastic neighbor embedding (t-SNE) 
analysis, 10 participants were selected at random from both HT 
intervention and waitlist control groups and 10 000 cells CD3+ T 
cells were collected to represent each time point. These 10 samples 
for each time point and group were concatenated to form a repre-
sentative sample of 100 000 cells before undergoing further analysis 
by t-SNE.  t-SNE served as an initial analysis tool, where multidi-
mensional data are projected into 2-dimensional space (t-SNE1 and 
t-SNE2) by performing repeated pairwise comparisons of randomly 
selected cells and grouping them based on marker expression, ul-
timately clustering closely related cells. The percentages of CD8 
TEMRA cells expressing different combinations of CTLA4, KLRG1, 
and CD57 were further analyzed by Simplified Presentation of 
Incredibly Complex Evaluations (SPICE) to observe changes in the 
expression of exhaustion markers for each study group.

Enzyme-Linked Immunosorbent Assay 
Measurements of Plasma Biomarkers
To obtain plasma, whole blood samples were centrifuged at 1650g 
for 25 minutes at room temperature. Subsequently, plasma sam-
ples from the 3 time points were bio-banked at −80 °C until study 
completion. Assays for each biomarker were run on the same day 
after study completion to avoid batch effect. We employed com-
mercially available enzyme-linked immunosorbent assay (ELISA) 
kits to measure the level of 9 plasma biomarkers, namely IL-6, 
IL-1β (ThermoFisher, Waltham, MA), CXCL12/SDF-1α, CXCL5/
RANTES (R&D Systems Inc., Minneapolis, MN), BDNF (Promega 
Corporation, Madison, WI), DHEA (CUSABIO, Houston, TX), 
cortisol, hs-CRP (Tecan, Männedorf, Switzerland), and sgp130 
(RayBiotech Inc., Norcross, GA).
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Statistical Analyses
Statistical analyses were performed using Graphpad Prism ver-
sion 7.  A  p-value of <.05 was considered statistically significant. 
Friedman test was applied to HT or waitlist control groups to ana-
lyze differences within treatment groups over the 3 time points. 
Pearson correlation was used to examine the relationship between 
IL-6 concentration and subsets of CD8+ and CD4+ T cells.

Results

Baseline Characteristics
We recruited 59 community-dwelling older adults, between the ages 
of 61 and 77 (mean = 67.1 years, SD = 4.31) from a neighborhood 
in the western region of Singapore. Of 59 participants that were in-
cluded in this study, 29 were allocated to the waitlist control group 
and 30 to the HT intervention group (Figure 1). There were no sig-
nificant differences in age, gender, ethnicity, vital signs such as blood 
pressures and pulse, and BMI (p > .05). Likewise, the frequency of 
morbidities and plasma biomarker levels showed no significant dif-
ferences (p > .05) (Table  1). More than 80% of HT participants 
attended each intervention session.

t-SNE Analysis to Identify Main T-Cell Subsets 
Altered by HT
The 11 cellular markers used in our phenotyping panel facilitate the 
study of multiple subsets—we employed t-SNE as a first strategy to 
cluster cells based on the combinatorial expression of these markers, 
and to visualize how these clusters behaved in the HT intervention 
and waitlist groups. Due to the computationally intensive nature of 
this approach, only 10 participants from each group were randomly 
selected, and their T cells were pooled using the gating strategy 
shown in Supplementary Figure 1 to represent their allocated arms.

From pooled samples, 13 clusters were identified by t-SNE and 
changes in the distribution of each cluster within both HT inter-
vention and waitlist control groups are presented in a heat map 
(Supplementary Figure 2). We observed consistent follow-up changes 
in the distribution of CD8+ T-cell between HT intervention and 

waitlist control groups, such as a marked increase in clusters which 
corresponded to a naive CD8+ T-cell (highest CD45RA, CD27, and 
CD28 expression) phenotype following HT as compared to the 
control group. We also observed that the accumulation of CD8+ 
TEMRA cells expressing CTLA4 was more prominent in the con-
trol group at the 3M time point than the HT group, although the 
proportion of these cells were similar in both groups at the 6M time 
point. A simplified figure depicting only the kinetics of these 2 clus-
ters for each time point and the corresponding heat map is shown 
in Figure  2. From Supplementary Figure 2B, we did not observe 
kinetics in the naive and TEMRA CD4+ subsets that were uniquely 
prominent for each allocation arm.

Absolute Numbers of Naive CD8 T Cells Increase 
During HT
Guided by the initial t-SNE analysis, we proceeded to examine the 
kinetics of naive and TEMRA CD4+ and CD8+ T-cell subsets by 
manual flow cytometry gating (Supplementary Figure 1B and C). 
Unlike the t-SNE analysis, all participants who were present at all 
3 allocated blood draws were included in the analysis (HT: n = 22; 
waitlist: n = 24). In combination with the use of Trucount beads, this 
strategy allows us a further scope of observing fluctuations in the ab-
solute numbers of T-cell subsets within whole blood as compared to 
fluctuations in their proportions within T cells as in our t-SNE ana-
lysis. Here, we detected no significant differences in the kinetics of 
CD4+ and CD8+ T-cell numbers, as well as CD4:CD8 ratios between 
time points in both the HT and waitlist groups (Figure 3).

Next, CD4+ and CD8+ T cells were sorted into naive and 
Tcm, Tem, and TEMRA memory subpopulations using CD27 
and CD45RA expression (Supplementary Figure 1B1 and 
C1): Naive (CD45RA+CD27+), TCM (CD45RA−CD27+), TEM 
(CD45RA−CD27−), and TEMRA (CD45RA+CD27−). Specific to 
CD4+ T cells, we observed that the numbers of CD4+ TEMRA signifi-
cantly increased from baseline at both the 3M and 6M time points in 
the control group, but not in the HT group (Figure 3A). Concordant 
with our most prominent t-SNE observation, naive CD8+ T-cell num-
bers were also increased following HT but not in the waitlist con-
trol group (Figure 3B). The kinetics of CD8+ TEMRA were stable 
and comparable between the HT intervention and waitlist control 
groups over the 3 time points. The individual time data points that 
constitute the mean numbers shown in Figure  3 are presented in 
Supplementary Figure 3.

HT Is Associated With a Reduction in the Proportion 
of CTLA4+ TEMRAs
Although there were no significant changes in the numbers of CD4+ 
and CD8+ TEMRAs within the HT group across the 3 time points, 
our initial t-SNE analysis reflected that dynamic changes exist within 
TEMRA subpopulations during the 6-month period of this study. 
Moreover, we observed an increase in CD4+ TEMRA cell numbers in 
the waitlist, but not the HT group. Separately, we observed an accel-
erated accumulation of CTLA4+ CD8+ TEMRAs in the waitlist but 
not the HT group at the 3M time point of this study. Since the study 
of total TEMRA numbers may not reflect dynamic changes within 
TEMRA subpopulations, we subdivided TEMRA CD4+ and CD8+ T 
cells into subsets based on their combinatorial expression of CD57, 
KLRG1, and CTLA4 (Supplementary Figure 1B and C).

While changes were not statistically significant, we observed a trend 
where the numbers of CD4+ TEMRAs individually expressing CTLA4, 
KLRG1, and CD57 were reduced from baseline at both the 3M and 

Figure 1.  CONSORT 2010 flow diagram for horticultural therapy randomized 
controlled trial (HT-RCT). 
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6M time points within the HT group. However, we observed a striking 
decrease in the numbers of KLRG1− CTLA4+ CD4+ TEMRAs when we 
considered the combinatorial expression of KLRG1 (Figure 4). On the 
contrary, within the control group, we observed an increase in the num-
bers of CD4+ TEMRA subsets expressing a combination of KLRG1, 
CD57, and CTLA4+ from baseline at the 3M and 6M time points. 
Although these changes were not statistically significant, their collective 
modulations likely contribute to the significant increase in total CD4+ 
TEMRA numbers within the waitlist group (Figure 3A). The individual 
time data points that constitute the mean numbers shown in Figure 4 
are presented in Supplementary Figure 4.

CTLA+ CD8+ TEMRAs Decrease in Proportion 
Following HT
Consistent with data described by others, we observed much larger 
numbers of CD8+ TEMRAs than CD4+ TEMRAs in our older adults 
cohort (Supplementary Figure 4) (13,38). While this was not statis-
tically meaningful due to low numbers of CD4+ TEMRAs, we were 
able to study the kinetics of all 8 permutations of CD8+ TEMRAs 

expressing a combination of CD57, CTLA4, and KLRG1 using 
SPICE. The proportions of CD8+ TEMRA subsets at each time point 
are presented as pie charts in Figure  5A. Supplementary Table 3 
shows the statistical comparisons of all pie charts using Monte Carlo 
simulation, which determines if each pie chart differed in their pro-
portions of TEMRA subsets from another.

We observed opposite trends in the modulations of sec-
tors corresponding to CD57−KLRG1−CTLA4+ (dark blue) and 
CD57−KLRG1+CTLA4+ (cyan) in the HT and waitlist group, in 
that both sectors were, respectively, reduced and increased in the 
HT intervention and waitlist groups. While the latter modulations 
in these specific sectors were not found to be statistically significant 
across time points within each study group, we observed a signifi-
cant decrease in CTLA4+ CD8+ TEMRAs in the HT group when all 
CTLA4+ CD8+ TEMRA sectors were grouped (Figure 5B).

Correlation of CD8+ T-Cell Populations With IL-6
As IL-6 was the only inflammatory marker that was found to be 
significantly modulated during HT (Figure  6A), we looked for 

Table 1.  Comparison of the Baseline Characteristics Between the Participants in the Horticultural Therapy and Waitlist Control (N = 59)

Variables

Active Treatment (n = 29) Waitlist Control (n = 30)

Test (p-value) Mean (SD) n (%) Mean (SD) n (%)

Age 67.21 (4.52)  67.00 (4.18)  t = 0.18 (.86)
Gender
  Male  6 (20.7%)  7 (23.30) χ 2 = 0.60 (.81)
  Female  23 (79.3%)  23 (76.7%)
Years of formal education 7.34 (3.89)  7.23 (3.47)  t = 0.12 (.91)
BP (systolic), mm Hg 131.93 (18.52)  130.90 (14.56)  t = 0.24 (.81)
BP (diastolic), mm Hg 73.93 (11.35)  73.27 (9.14)  t = 0.25 (.81)
Pulse rate, BPM 70.10 (10.84)  67.97 (10.24)  t = 0.77 (.44)
BMI, kg/m2 24.37 (3.99)  23.34 (3.31)  t = 1.08 (.28)
Ethnicity
  Chinese  27 (93.1%)  30 (100%) F = 2.14 (.24)
  Indian  2 (6.9%)  0 (0%)
  Others  0 (0%)  0 (0%)
Morbidities
  High blood pressure  6 (33.3%)  12 (40%) χ 2 = 2.59 (.10)
  Diabetes  3 (10.3%)  6 (20%) χ 2 = 1.06 (.30)
  Had heart attack  0 (0%)  2 (3.4%) χ 2 = 2 (.16)
  Arthritis  5 (17.2%)  2 (6.7%) χ 2 = 1.58 (.21)
  Depression  3 (10.3%)  2 (6.7%) χ 2 = 0.26 (.61)
Regular park visitor
  Yes  16 (55.2%)  15 (50%) χ 2 = 0.16 (.69)
  No  13 (44.8%)  15 (50%)
Perform regular gardening works
  Yes  16 (55.2%)  13 (43.3%) χ 2 = 0.83 (.36)
  No  13 (44.8%)  17 (56.7%)
Baseline biomarker levels
  IL-6, pg/mL 0.98 (0.57)  1.13 (1.52)  t = −0.50 (.62)
  IL-1β, pg/mL 0.11 (0.01)  0.12 (0.28)  t = −0.28 (.78)
  CXCL12 (SDF-1α), pg/mL 2370.04 (500.03)  2443.70 (565.59)  t = −0.52 (.61)
  CXCL5 (RANTES), pg/mL 2281.60 (754.21)  2403.73 (1127.37)  t = −0.47 (.64)
  BDNF, pg/mL 576.23 (356.09)  504.56 (307.44)  t = 0.81 (.42)
  Sgp130, pg/mL 170.13 (92.65)  158.27 (51.83)  t = 0.58 (.56)
  Cortisol, ng/mLa 83.05 (30.36)  94.37 (29.21)  t = −1.41 (.17)
  DHEA, ng/mLa 2.40 (0.47)  2.39 (0.43)  t = 0.27 (.79)
  hs-CRP, µg/mLa 1.10 (0.48)  0.98 (0.43)  t = 0.62 (.54)

Notes: BDNF = brain-derived neurotrophic factor; BMI = body mass index; BP = blood pressure; DHEA = dehydroepiandrosterone; hs-CRP = high-sensitivity 
C-reactive protein; IL = interleukin.

aLog-transformed variables.

Journals of Gerontology: MEDICAL SCIENCES, 2021, Vol. 76, No. 2� 311

http://academic.oup.com/biomedgerontology/article-lookup/doi/10.1093/gerona/glaa271#supplementary-data
http://academic.oup.com/biomedgerontology/article-lookup/doi/10.1093/gerona/glaa271#supplementary-data
http://academic.oup.com/biomedgerontology/article-lookup/doi/10.1093/gerona/glaa271#supplementary-data


correlations between IL-6 levels and the percentages of naive and 
TEMRA CD8+ T-cell subsets in the HT group at the 6-month time 
point to determine if the modulations in these subsets could be re-
lated to changes in IL-6 levels during HT. We observed significant 
positive correlations between IL-6 levels and the percentages of 
CD8+ TEMRA (Figures  6B and C) within the HT group at 6M. 
Furthermore, we also observed an inverse correlation between IL-6 
levels and CD8+ naive T-cell numbers within the HT group at 6M. 
While IL-6 levels were positively associated with the percentages 
of CTLA4+ CD8+ TEMRAs, this observation was not statistically 
significant. The latter suggests that the decrease in CTLA4+ CD8+ 
TEMRAs during HT may be more closely related to the modula-
tion of immunological factors other than IL-6. Altogether, the data 
suggest that the immunomodulatory benefits of HT, with respect to 
reduced CD8+ T-cell exhaustion, were associated with decreased IL-6 
levels within the HT intervention group.

Discussion

While the effects of HT on self-reported measures of mental health 
have been relatively well studied, evidence of the effects of HT on 
the immune system remain scarce. In this study, we demonstrate for 

the first time that following a 6-month HT intervention program, 
HT was associated with reduced T-cell exhaustion and inflammaging 
in community-dwelling older adults. We showed that HT was asso-
ciated with increased numbers of naive CD8+ T cells and reduced 
numbers of CTLA4-expressing TEMRA T cells. Furthermore, the 
frequencies of these subsets were associated with IL-6 levels, which 
was reduced during HT, at the 6M time point. Altogether, our find-
ings suggest that reduced IL-6 levels during HT may contribute to 
enhanced naive CD8+ T-cell hematopoiesis and a decrease in the pro-
portions of exhausted CTLA4-expressing CD8+ T cells following HT 
(Supplementary Figure 5). By demonstrating its immunological im-
pact, we complement previous studies that have demonstrated health 
benefits of HT, such as improved well-being and cognitive function 
(39,40).

Markers of immunosenescence are often associated with func-
tional decline and age-associated morbidities and mortality (41). 
In particular, T-cell exhaustion and senescence are major obstacles 
to the resolution of infections and cancer (6). The expression of 
CTLA4 in T cells is significantly correlated with aging and con-
tributes to age-related T-cell anergy (42). Furthermore, PD-1 and 
CTLA4 repression in T cells represent major obstacles to the ef-
ficacy of CAR-T treatment, and PD-1 and CTLA4 blockade by 

Figure 2.  Kinetics of T-cell clusters at each time point. Graphic from t-distributed stochastic neighbor embedding (t-SNE) depicting clusters corresponding to CD8 
naive and CTLA4+ CD8 TEMRA are shown. Naive CD8+ T cells (green) and CD8+ TEMRA cells expressing CTLA4 (blue); each dot represents a cell (bottom). The 
data representing these 2 T-cell clusters are presented as a heatmap (row normalized).
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monoclonal antibodies have been intensively explored in cancer 
treatment (43). Pertinently, HT has already been institutionalized in 
some hospitals to reinforce mental fortitude in cancer patients and 
our findings suggest that by lowering the expression of exhaustion 
markers, HT may also be beneficial in promoting T-cell anti-tumor 
surveillance in older adults (44). More generally, since HT was bene-
ficial in alleviating symptoms of T-cell senescence and exhaustion 
within the intervention arm, HT could serve as an attractive option 
to boost immunological health in the older adults.

Research has shown that serum IL-6 concentration increases 
with age and IL-6 is an established marker of inflammaging that 
is associated with morbidities and mortality in older adults (45). 
Produced by macrophages and monocytes at inflammatory sites, 
in the aged population, elevated IL-6 levels are associated with a 
higher risk of dementia, depression, rheumatoid arthritis, and car-
diovascular disorders (46–48). While IL-6 is required during in-
fection and injury to stimulate and activate host defenses through 
its pleiotropic effects on inflammation and immunomodulation, 
the aggressive secretion of IL-6 is known to contribute to chronic 
inflammation and associated pathologies (49). Inflammaging has 
been proposed to be macrophage-centered and could result from a 
lower threshold for innate cell activation or the increased presence 
of microbial products within the older adults’ circulation (50,51). 
Aside from changes in the frequencies of T-cell subsets, we observed 
that older adults from the HT group also had lower serum IL-6 
levels as compared to the waitlist control group. The latter suggests 
that HT may be beneficial in delaying inflammaging. Importantly, 
we observed that post-HT IL-6 levels were associated with re-
duced frequencies of naive CD8+ T cells and higher frequencies of 

TEMRA CD8+ T cells in HT participants. Since IL-6 promotes pro-
gressive T-cell differentiation, including the proliferation of CD8+ T 
cells—this mechanism could explain the observed associations and 
support our hypothesis that some of the immunological benefits of 
HT observed in our study may be attributed to its relationship with 
reduced IL-6 levels (52). Notwithstanding these associations, the 
reduction of serum IL-6 levels in the HT intervention group alone 
suggests that HT may be beneficial in the prevention and treatment 
of age-related morbidities.

We recognize the limitations of this study that are inherent in 
the small sample size and high frequency of female participants. The 
sample size used in this study was modest, and we encourage larger 
replications of this study to confirm the immunological benefits of 
HT. We also acknowledge that the benefits of HT in our study may 
be specific to our Asian cohort of community-dwelling older adults 
that consists of a majority of women, thus limiting generalizability 
to populations of a different demographic, particularly in terms of 
gender distribution, ethnic background, or infection history. Since 
hormonal differences have a bearing on immune constitution, future 
studies must include more balanced gender distributions to confirm 
that the immunological benefits of HT observed in this study are 
not biased towards females (53,54). Additionally, we acknowledge 
that the findings in our report may be sporadically observed due 
to extensive testing on multiple T-cell subsets, and will benefit from 
confirmation through reproduction in subsequent studies that focus 
on specifically analyzing the impact of HT on naive and CTLA4+ ex-
pressing TEMRA T-cell populations. Owing to the pilot and explora-
tory nature of this study, future studies can involve more participants 
to achieve greater statistical power.

Figure 3.  Naive CD8 T-cell numbers increase during horticultural therapy (HT). (A) Changes in CD4+ T-cell subsets, depicting naive, TCM, TEM, and TEMRA subsets. 
(B) Changes in CD8+ T-cell naive and memory subsets as well as CD4+/CD8+ T-cell ratios. Upper and lower horizontal bars indicate the standard error of the mean. 
Points are indicative of the mean cell count for each subset; waitlist (blue) and HT intervention (green). Friedman test was applied to HT or waitlist control groups 
to analyze differences within treatment groups over the 3 time points; *p-value < .05.
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Next, the design of our study does not allow us to identify spe-
cific behavioral factors within our HT intervention that contribute 
most strongly to the observed immunological benefits. These factors 
can include physical activity or socialization levels, which were not 
adequately controlled for in our waitlist control study design. Since 
the impact of HT on immune parameters, and the influence of phys-
ical activity on immunosenescence is a developing concept, this study 
was built on traditional HT protocols that have neglected to con-
trol for the positive influence of physical activity that was encour-
aged through walking activities within the HT intervention between 
waitlist and control groups (31,37–39,55). As a study that examines 
the impact of HT on immunological phenomena that can be affected 
by behavior (physical activity levels, diet etc.), future studies should 
control for these factors by either encouraging similar physical en-
gagement within the waitlist group or collecting data pertaining to 
physical activity and dietary behavior—the latter so that their inter-
action with the effects of HT can be controlled during data analysis. 
We were also unable to determine whether improved social connect-
edness due to participation in group activities is a contributing factor 
to the observed immunological benefits of HT. Nonetheless, our pre-
vious analyses of this cohort support the notion that improved social 
connectedness does not account for the majority of the change in 
IL-6 within the HT group (56). Lastly, we note the lack of blinding of 
participants to the assigned interventions, functional data, or clinical 
outcomes reported in this study. Future trials should incorporate a 
longer follow-up duration and further include clinical and functional 
measures.

Despite these limitations, this study has addressed several critical 
shortcomings present in previous HT studies, and we have shown 

pilot data on the multiple the immunological impacts of HT. An 
important innovation of this HT study is its RCT and longitudinal 
design, which demonstrates stronger evidence of causality as com-
pared to observational data (57). Nature-based interventions typ-
ically suffer from the lack of large, well-designed and longer-term 
trials (39). Through the addition of a waitlist control group, we have 
overcome a major limitation of previous HT studies that utilized a 
single-group design. We also examined the longer-term effects of HT 
by incorporating 3- and 6-month follow-ups, which enabled us to 
detect immunological changes that require more time to manifest. 
Furthermore, we also examined a large profile of biological markers 
utilizing both flow cytometry and ELISAs, including an extensive 
amount of circulating and aging-related T-cell subpopulations with 
distinct cellular surface biomarkers. This comprehensive profiling of 
both immunosenescence and inflammaging in older adults enabled 
us to pinpoint the specific effect of HT on particular facets of im-
mune functions, laying the groundwork for future investigations on 
the immunological effects of HT.

The geroscience hypothesis proposes that biological—rather 
than chronological—aging is a common and major risk factor 
for developing chronic diseases and geriatric syndromes, and the 
use of senolytics has been proposed to delay these developments 
(58). However, due to socioeconomic reasons, these interventions 
are not popular at the population level. Furthermore, research into 
the potential efficacy of psychosocial interventions, such as HT, 
in delaying biological aging has seen little interest (59). We are 

Figure 4.  CD4 TEMRAs expressing CTLA4, KLRG1, and CD57 decrease in 
numbers during horticultural therapy (HT). Changes in the numbers of CD4 
TEMRAs expressing CTLA4, KLRG1, and CD57 are individually shown, also 
shown are the numbers of KLRG1−CTLA4+ and KLRG1+CTLA4+ CD4 TEMRAs 
at each time point. Upper and lower horizontal bars indicate the standard 
error of the mean. Points are indicative of the mean cell count for each subset; 
waitlist (blue) and HT intervention (green). Friedman test was applied to HT 
or waitlist control groups to analyze differences within treatment groups over 
the 3 time points; *p-value < .05, ** p-value < .01.

Figure 5.  Reduction of CTLA4+ expressing CD8+ TEMRA cells observed in 
horticultural therapy (HT) intervention group. (A) Pie chart indicating the 
proportion of 8 different CD8 TEMRA subsets based on the combinatorial 
expression of CD57, CTLA4, and KLRG1. Arcs indicate specific marker 
expression on CD8+ TEMRA cells. (B) Pie chart depicting changes in the 
proportions of CTLA4+ and CTLA4− CD8+ TEMRA cells at each time point 
(right). Changes in the percentages of CTLA4+ CD8 TEMRAs within total 
CD8 TEMRAs. Friedman test was applied to HT or waitlist control groups to 
analyze differences within treatment groups over the 3 time points; *p-value 
< .05; **p-value < .01.
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optimistic that data presented here may serve as a platform that 
encourages larger-scale investigations that seek to confirm the im-
munological and anti-aging benefits of HT, as nature-based activ-
ities can be a practical strategy to improve immunological fitness in 
the elderly. In summary, through a 6-month HT intervention pro-
gram, we demonstrated for the first time, that HT is beneficial in 
reducing the levels of biomarkers associated with T-cell senescence, 
exhaustion, and inflammaging. Further studies are needed to dis-
cern whether the immunological benefits observed in this study are 
a function of the horticultural experience per se or due to increased 
levels of socialization or physical activity during the interven-
tion period. Nonetheless, HT can be an attractive way to increase 
physical activity levels within the older adults, which carries its 
own immunological benefits (61). With the growing abundance 
of green spaces available worldwide—HT can be a safe, feasible, 
and cost-effective strategy to promote healthy aging within rapidly 
aging societies.

Supplementary Material

Supplementary data are available at The Journals of Gerontology, 
Series A: Biological Sciences and Medical Sciences online.
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Figure 6.  Correlations between plasma IL-6 levels and naive and TEMRA CD8 T-cell subsets. (A) Decrease in plasma IL-6 levels observed in horticultural therapy 
(HT) intervention group compared to waitlist control group (60). (B) Heatmap displaying the correlation between the percentages of CD8 T-cell subsets to plasma 
IL-6 levels of participants in the HT group. Percentages of (C) CD8+ TEMRA and CD8+ TEMRA (KLRG1+) are positively correlated to plasma IL-6 levels; while naive 
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Journals of Gerontology: MEDICAL SCIENCES, 2021, Vol. 76, No. 2� 315



Data Availability
The data that support the findings of this study are openly available in 
Mendeley Data at http://dx.doi.org/10.17632/rwk76gcxt8.1, v1.

References
	1.	 Olshansky  SJ. From lifespan to healthspan. J Am Med Assoc. 

2018;320:1323–1324. doi:10.1001/jama.2018.12621
	2.	 Olshansky SJ, Carnes BA. Inconvenient truths about human longevity. J 

Gerontol A Biol Sci Med Sci. 2019;74:S7–S12. doi:10.1093/gerona/glz098
	3.	 Newman AB, Kritchevsky SB, Guralnik JM, et al. Accelerating the search 

for interventions aimed at expanding the health span in humans: the 
role of epidemiology. J Gerontol A  Biol Sci Med Sci. 2020;75:77–86. 
doi:10.1093/gerona/glz230

	4.	 Newman  JC, Milman  S, Hashmi  SK, et  al. Strategies and challenges in 
clinical trials targeting human aging. J Gerontol A  Biol Sci Med Sci. 
2016;71:1424–1434. doi:10.1093/gerona/glw149

	5.	 Weng  NP. Aging of the immune system: how much can the adaptive 
immune system adapt? Immunity. 2006;24:495–499. doi:10.1016/j.
immuni.2006.05.001

	6.	 Stahl EC, Brown BN. Cell therapy strategies to combat immunosenescence. 
Organogenesis. 2015;11:159–172. doi:10.1080/15476278.2015.1120046

	7.	 Sauce D, Larsen M, Fastenackels S, et al. Evidence of premature immune 
aging in patients thymectomized during early childhood. J Clin Invest. 
2009;119:3070–3078. doi:10.1172/JCI39269

	8.	 Fulop  T, Witkowski  JM, Olivieri  F, Larbi  A. The integration of 
inflammaging in age-related diseases. Semin Immunol. 2018;40:17–35. 
doi:10.1016/j.smim.2018.09.003

	9.	 Fulop T, Larbi A, Dupuis G, et al. Immunosenescence and inflamm-aging as 
two sides of the same coin: friends or foes? Front Immunol. 2018;8:1960. 
doi:10.3389/fimmu.2017.01960

	10.	Akbar  AN, Henson  SM. Are senescence and exhaustion intertwined or 
unrelated processes that compromise immunity? Nat Rev Immunol. 
2011;11:289–295. doi:10.1038/nri2959

	11.	Pawelec G. Is there a positive side to T cell exhaustion? Front Immunol. 
2019;10:111. doi:10.3389/fimmu.2019.00111

	12.	Akbar  AN, Fletcher  JM. Memory T cell homeostasis and senescence 
during aging. Curr Opin Immunol. 2005;17:480–485. doi:10.1016/j.
coi.2005.07.019

	13.	Koch  S, Larbi  A, Derhovanessian  E, Ozcelik  D, Naumova  E, 
Pawelec  G. Multiparameter flow cytometric analysis of CD4 and CD8 
T cell subsets in young and old people. Immun Ageing. 2008;5:6. 
doi:10.1186/1742-4933-5-6

	14.	Brenchley  JM, Karandikar  NJ, Betts  MR, et  al. Expression of 
CD57 defines replicative senescence and antigen-induced apoptotic 
death of CD8+ T cells. Blood. 2003;101:2711–2720. doi:10.1182/
blood-2002-07-2103

	15.	Henson  SM, Franzese  O, Macaulay  R, et  al. KLRG1 signaling induces 
defective Akt (ser473) phosphorylation and proliferative dysfunction 
of highly differentiated CD8+ T cells. Blood. 2009;113:6619–6628. 
doi:10.1182/blood-2009-01-199588

	16.	Saeidi A, Zandi K, Cheok YY, et  al. T-cell exhaustion in chronic infec-
tions: reversing the state of exhaustion and reinvigorating optimal pro-
tective immune responses. Front Immunol. 2018;9:2569. doi:10.3389/
fimmu.2018.02569

	17.	Chikuma S. CTLA-4, an essential immune-checkpoint for T-cell activation. 
In: Yoshimura A, ed. Emerging Concepts Targeting Immune Checkpoints 
in Cancer and Autoimmunity. Cham, Switzerland: Springer International 
Publishing; 2017:99–126.

	18.	Lang  PO, Govind  S, Aspinall  R. Reversing T cell immunosenescence: 
why, who, and how. Age (Dordr). 2013;35:609–620. doi:10.1007/
s11357-012-9393-y

	19.	Simpson FR, Pajewski NM, et al. Impact of multidomain lifestyle interven-
tion on frailty through the lens of deficit accumulation in adults with Type 
2 diabetes mellitus. J Gerontol A Biol Sci Med Sci. 2020;75:1921–1927. 
doi:10.1093/gerona/glz197

	20.	Barton J, Pretty J. What is the best dose of nature and green exercise for 
improving mental health? A  multi-study analysis. Environ Sci Technol. 
2010;44:3947–3955. doi:10.1021/es903183r

	21.	Barton J, Rogerson M. The importance of greenspace for mental health. 
BJPsych Int. 2017;14:79–81. doi:10.1192/s2056474000002051

	22.	Gonzalez MT, Hartig T, Patil GG, Martinsen EW, Kirkevold M. Therapeutic 
horticulture in clinical depression: a prospective study of active components. 
J Adv Nurs. 2010;66:2002–2013. doi:10.1111/j.1365-2648.2010.05383.x

	23.	Cohen-Cline H, Turkheimer E, Duncan GE. Access to green space, physical 
activity and mental health: a twin study. J Epidemiol Community Health. 
2015;69:523–529. doi:10.1136/jech-2014-204667

	24.	Berman  MG, Jonides  J, Kaplan  S. The cognitive benefits of interacting 
with nature. Psychol Sci. 2008;19:1207–1212. doi:10.1111/j.1467-9280. 
2008.02225.x

	25.	Schertz KE, Berman MG. Understanding nature and its cognitive benefits. 
Curr Dir Psychol Sci.  2019. doi:10.1177/0963721419854100

	26.	Zhang L, Kwan MP, Chen F, Lin R, Zhou S. Impacts of individual daily 
greenspace exposure on health based on individual activity space and struc-
tural equation modeling. Int J Environ Res Public Health. 2018;15:2323. 
doi:10.3390/ijerph15102323

	27.	Pataki DE, Carreiro MM, Cherrier J, et al. Coupling biogeochemical cycles 
in urban environments: ecosystem services, green solutions, and miscon-
ceptions. Front Ecol Environ. 2011;9:27–36. doi:10.1890/090220

	28.	Ghimire R, Ferreira S, Green GT, Poudyal NC, Cordell HK, Thapa  JR. 
Green space and adult obesity in the United States. Ecol Econ. 
2017;136:201–212. doi:10.1016/j.ecolecon.2017.02.002

	29.	Pedersen BK, Toft AD. Effects of exercise on lymphocytes and cytokines. 
Br J Sports Med. 2000;34:246–251. doi:10.1136/bjsm.34.4.246

	30.	Simpson RJ, Lowder TW, Spielmann G, Bigley AB, LaVoy EC, Kunz H. 
Exercise and the aging immune system. Ageing Res Rev. 2012;11:404–
420. doi:10.1016/j.arr.2012.03.003

	31.	Lin YJ, Lin CY, Li YC. Planting hope in loss and grief: self-care applica-
tions of horticultural therapy for grief caregivers in Taiwan. Death Stud. 
2014;38:603–611. doi:10.1080/07481187.2013.820231

	32.	Rogerson M, Wood C, Pretty J, Schoenmakers P, Bloomfield D, Barton J. 
Regular doses of nature: the efficacy of green exercise interventions 
for mental wellbeing. Int J Environ Res Public Health. 2020;;17:1526. 
doi:10.3390/ijerph17051526

	33.	Lachowycz K, Jones AP. Greenspace and obesity: a systematic review of 
the evidence. Obes Rev. 2011;12:e183–e189. doi:10.1111/j.1467-789X. 
2010.00827.x

	34.	Wolch JR, Byrne J, Newell JP. Urban green space, public health, and envir-
onmental justice the challenge of making cities “just green enough.” Landsc 
Urban Plan. 2014;125:234–244. doi:10.1016/j.landurbplan.2014.01.017

	35.	de Vries S, van Dillen SM, Groenewegen PP, Spreeuwenberg P. Streetscape 
greenery and health: stress, social cohesion and physical activity as medi-
ators. Soc Sci Med. 2013;94:26–33. doi:10.1016/j.socscimed.2013.06.030

	36.	van den Berg MM, van Poppel M, van Kamp I, et al. Do physical activity, 
social cohesion, and loneliness mediate the association between time spent 
visiting green space and mental health? Environ Behav. 2019;51:144–166. 
doi:10.1177/0013916517738563

	37.	Chan HY, Ho RC, Mahendran R, et al. Effects of horticultural therapy on 
elderly’ health: protocol of a randomized controlled trial. BMC Geriatr. 
2017;17:192. doi:10.1186/s12877-017-0588-z

	38.	Strindhall J, Skog M, Ernerudh J, et al. The inverted CD4/CD8 ratio and as-
sociated parameters in 66-year-old individuals: the Swedish HEXA immune 
study. Age (Omaha). 2013;35:985–991. doi:10.1007/s11357-012-9400-3

	39.	Thompson Coon J, Boddy K, Stein K, Whear R, Barton J, Depledge MH. 
Does participating in physical activity in outdoor natural environments 
have a greater effect on physical and mental wellbeing than physical ac-
tivity indoors? A systematic review. Environ Sci Technol. 2011;45:1761–
1772. doi:10.1021/es102947t

	40.	Mitchell R. Is physical activity in natural environments better for mental 
health than physical activity in other environments? Soc Sci Med. 
2013;91:130–134. doi:10.1016/j.socscimed.2012.04.012

	41.	Cao Dinh H, Bautmans I, Beyer I, et al.; Gerontopole Brussels Study Group. 
Association between immunosenescence phenotypes and pre-frailty in 

316� Journals of Gerontology: MEDICAL SCIENCES, 2021, Vol. 76, No. 2

http://dx.doi.org/10.17632/rwk76gcxt8.1
https://doi.org/10.1001/jama.2018.12621
https://doi.org/10.1093/gerona/glz098
https://doi.org/10.1093/gerona/glz230
https://doi.org/10.1093/gerona/glw149
https://doi.org/10.1016/j.immuni.2006.05.001
https://doi.org/10.1016/j.immuni.2006.05.001
https://doi.org/10.1080/15476278.2015.1120046
https://doi.org/10.1172/JCI39269
https://doi.org/10.1016/j.smim.2018.09.003
https://doi.org/10.3389/fimmu.2017.01960
https://doi.org/10.1038/nri2959
https://doi.org/10.3389/fimmu.2019.00111
https://doi.org/10.1016/j.coi.2005.07.019
https://doi.org/10.1016/j.coi.2005.07.019
https://doi.org/10.1186/1742-4933-5-6
https://doi.org/10.1182/blood-2002-07-2103
https://doi.org/10.1182/blood-2002-07-2103
https://doi.org/10.1182/blood-2009-01-199588
https://doi.org/10.3389/fimmu.2018.02569
https://doi.org/10.3389/fimmu.2018.02569
https://doi.org/10.1007/s11357-012-9393-y
https://doi.org/10.1007/s11357-012-9393-y
https://doi.org/10.1093/gerona/glz197
https://doi.org/10.1021/es903183r
https://doi.org/10.1192/s2056474000002051
https://doi.org/10.1111/j.1365-2648.2010.05383.x
https://doi.org/10.1136/jech-2014-204667
https://doi.org/10.1111/j.1467-9280.2008.02225.x
https://doi.org/10.1111/j.1467-9280.2008.02225.x
https://doi.org/10.1177/0963721419854100
https://doi.org/10.3390/ijerph15102323
https://doi.org/10.1890/090220
https://doi.org/10.1016/j.ecolecon.2017.02.002
https://doi.org/10.1136/bjsm.34.4.246
https://doi.org/10.1016/j.arr.2012.03.003
https://doi.org/10.1080/07481187.2013.820231
https://doi.org/10.3390/ijerph17051526
https://doi.org/10.1111/j.1467-789X.2010.00827.x
https://doi.org/10.1111/j.1467-789X.2010.00827.x
https://doi.org/10.1016/j.landurbplan.2014.01.017
https://doi.org/10.1016/j.socscimed.2013.06.030
https://doi.org/10.1177/0013916517738563
https://doi.org/10.1186/s12877-017-0588-z
https://doi.org/10.1007/s11357-012-9400-3
https://doi.org/10.1021/es102947t
https://doi.org/10.1016/j.socscimed.2012.04.012


older subjects: does cytomegalovirus play a role? J Gerontol A Biol Sci 
Med Sci. 2019;74:480–488. doi:10.1093/gerona/gly135

	42.	Leng Q, Bentwich Z, Borkow G. CTLA-4 upregulation during aging. Mech 
Ageing Dev. 2002;123:1419–1421. doi:10.1016/S0047-6374(02)00077-5

	43.	Rotte A. Combination of CTLA-4 and PD-1 blockers for treatment of cancer. 
J Exp Clin Cancer Res. 2019;38:255. doi:10.1186/s13046-019-1259-z

	44.	Kamioka  H, Tsutani  K, Yamada  M, et  al. Effectiveness of horticultural 
therapy: a systematic review of randomized controlled trials. Complement 
Ther Med. 2014;22:930–943. doi:10.1016/j.ctim.2014.08.009

	45.	Wikby A, Nilsson BO, Forsey R, et al. The immune risk phenotype is as-
sociated with IL-6 in the terminal decline stage: findings from the Swedish 
NONA immune longitudinal study of very late life functioning. Mech 
Ageing Dev. 2006;127:695–704. doi:10.1016/j.mad.2006.04.003

	46.	Leonard  BE. Inflammation, depression and dementia: are they 
connected? Neurochem Res. 2007;32:1749–1756. doi:10.1007/
s11064-007-9385-y

	47.	Robinson WH, Lepus CM, Wang Q, et al. Low-grade inflammation as a 
key mediator of the pathogenesis of osteoarthritis. Nat Rev Rheumatol. 
2016;12:580–592. doi:10.1038/nrrheum.2016.136

	48.	Lindbergh CA, Casaletto KB, Staffaroni AM, et al. Systemic tumor necrosis 
factor-alpha trajectories relate to brain health in typically aging older 
adults. J Gerontol A Biol Sci Med Sci. 2020;75:1558–1565. doi:10.1093/
gerona/glz209

	49.	Tanaka T, Narazaki M, Kishimoto T. IL-6 in inflammation, immunity, and 
disease. Cold Spring Harb Perspect Biol. 2014;6:a016295. doi:10.1101/
cshperspect.a016295

	50.	Franceschi C, Garagnani P, Vitale G, Capri M, Salvioli S. Inflammaging 
and “Garb-aging.” Trends Endocrinol Metab. 2017;28:199–212. 
doi:10.1016/j.tem.2016.09.005

	51.	Franceschi C, Campisi J. Chronic inflammation (inflammaging) and its po-
tential contribution to age-associated diseases. J Gerontol A Biol Sci Med 
Sci. 2014;69(Suppl. 1):S4–S9. doi:10.1093/gerona/glu057

	52.	Lee YJ, Won TJ, Hyung KE, et al. IL-6 induced proliferation and cytotoxic 
activity of CD8(+) T cells is elevated by SUMO2 overexpression. Arch 
Pharm Res. 2016;39:705–712. doi:10.1007/s12272-016-0736-6

	53.	Butchart J, Birch B, Bassily R, Wolfe L, Holmes C. Male sex hormones and 
systemic inflammation in Alzheimer disease. Alzheimer Dis Assoc Disord. 
2013;27:153–156. doi:10.1097/WAD.0b013e318258cd63

	54.	Bouman A, Heineman MJ, Faas MM. Sex hormones and the immune re-
sponse in humans. Hum Reprod Update. 2005;11:411–423. doi:10.1093/
humupd/dmi008

	55.	Duggal NA, Niemiro G, Harridge SDR, Simpson RJ, Lord JM. Can phys-
ical activity ameliorate immunosenescence and thereby reduce age-related 
multi-morbidity? Nat Rev Immunol. 2019;19:563–572. doi:10.1038/
s41577-019-0177-9

	56.	Siang Ng TK, Sia A, Kian-Wee Ng M, Kua E-H, Chun-Man Ho R. P3-
611: horticultural therapy improves IL-6 and social connectedness dif-
ferentially. Alzheimer’s Dement. 2019;15:P1211–P1211. doi:10.1016/j.
jalz.2019.06.3649

	57.	Donovan GH, Butry DT, Michael YL, et al. The relationship between trees 
and human health: evidence from the spread of the emerald ash borer. Am 
J Prev Med. 2013;44:139–145. doi:10.1016/j.amepre.2012.09.066

	58.	Kennedy  BK, Berger  SL, Brunet  A, et  al. Geroscience: linking 
aging to chronic disease. Cell. 2014;159:709–713. doi:10.1016/j.
cell.2014.10.039

	59.	Sanders JL, Arnold A, Boudreau R, Kritchevsky S, Newman A. Using ob-
servational data to inform candidate phenotypes for geroscience trials. 
Innov Aging. 2019;3(Suppl. 1):S745. doi:10.1093/geroni/igz038.2729

	60.	Ng KS, Sia A, Ng MK, et al. Effects of horticultural therapy on Asian older 
adults: a randomized controlled trial. Int J Environ Res Public Health. 
2018;15(8):1705.

	61.	Wong GCL, Narang V, Lu Y, et al. Hallmarks of improved immunological 
responses in the vaccination of more physically active elderly females. 
Exerc Immunol Rev. 2019;25:20–33.

Journals of Gerontology: MEDICAL SCIENCES, 2021, Vol. 76, No. 2� 317

https://doi.org/10.1093/gerona/gly135
https://doi.org/10.1016/S0047-6374(02)00077-5
https://doi.org/10.1186/s13046-019-1259-z
https://doi.org/10.1016/j.ctim.2014.08.009
https://doi.org/10.1016/j.mad.2006.04.003
https://doi.org/10.1007/s11064-007-9385-y
https://doi.org/10.1007/s11064-007-9385-y
https://doi.org/10.1038/nrrheum.2016.136
https://doi.org/10.1093/gerona/glz209
https://doi.org/10.1093/gerona/glz209
https://doi.org/10.1101/cshperspect.a016295
https://doi.org/10.1101/cshperspect.a016295
https://doi.org/10.1016/j.tem.2016.09.005
https://doi.org/10.1093/gerona/glu057
https://doi.org/10.1007/s12272-016-0736-6
https://doi.org/10.1097/WAD.0b013e318258cd63
https://doi.org/10.1093/humupd/dmi008
https://doi.org/10.1093/humupd/dmi008
https://doi.org/10.1038/s41577-019-0177-9
https://doi.org/10.1038/s41577-019-0177-9
https://doi.org/10.1016/j.jalz.2019.06.3649
https://doi.org/10.1016/j.jalz.2019.06.3649
https://doi.org/10.1016/j.amepre.2012.09.066
https://doi.org/10.1016/j.cell.2014.10.039
https://doi.org/10.1016/j.cell.2014.10.039
https://doi.org/10.1093/geroni/igz038.2729

