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Letter to the Editor 

Health Effect of Forest Bathing Trip on Elderly  
Patients with Chronic Obstructive Pulmonary Disease* 

JIA Bing Bing1, YANG Zhou Xin1, MAO Gen Xiang1, LYU Yuan Dong1, WEN Xiao Lin1, 
XU Wei Hong1, LYU XIAO Ling1, CAO Yong Bao1,#, and WANG Guo Fu1,2,# 

Forest bathing trip is a short, leisurely visit to 
forest. In this study we determined the health 
effects of forest bathing trip on elderly patients 
with chronic obstructive pulmonary disease (COPD). 
The patients were randomly divided into two 
groups. One group was sent to forest, and the other 
was sent to an urban area as control. Flow 
cytometry, ELISA, and profile of mood states (POMS) 
evaluation were performed. In the forest group, we 
found a significant decrease of perforin and 
granzyme B expressions, accompanied by 
decreased levels of pro-inflammatory cytokines and 
stress hormones. Meanwhile, the scores in the 
negative subscales of POMS decreased after  
forest bathing trip. These results indicate that 
forest bathing trip has health effect on elderly 
COPD patients by reducing inflammation and stress 
level.  

 Chronic obstructive pulmonary disease (COPD) 
is a major cause of morbidity and mortality 
throughout the world. Exposure to air pollutants is 
one of the risk factors in the genesis of COPD. 
Previous studies have observed significant 
association between hospital admissions for acute 
exacerbation of COPD and the increase of air 
pollutants[1].  

COPD is characterized by a chronic inflammation 
of central and peripheral airways with concomitant 
destruction of the lung parenchyma. During 
exacerbation of COPD, the intensity of the systemic 
inflammation increases. Nature killer (NK) cells, 
nature killer T (NKT) cells and CD8+ T-lymphocytes 
play a key role in the pathogenesis of COPD by 
stimulating the production of inflammatory 
cytokines and chemokines, such as interleukin (IL)-6, 
IL-8, and C-reactive protein (CRP) etc[2]. In addition, 

these cells can cause targeted cell death through 
perforin/granzyme granule exocytosis pathway. 
Previous studies have identified an increased 
number of granzyme B positive cells both in 
peripheral blood and in induced sputum of COPD 
patients[3].  

Forest bathing trip is a short, leisurely visit to 
forest and is regarded as being similar to natural 
aromatherapy. Recently more attention have been 
paid to forest bathing trip due to its 
health-promoting effects. Our previous studies 
showed that forest bathing trip had positive effects 
on mental health by decreasing stress hormone 
levels and pulse rate, and it had therapeutic effects 
on human hypertension[4-5]. In the present study, we 
aimed to investigate the effect of forest bathing trip 
on physiological and psychological responses of 
COPD patients. We supposed that forest bathing trip 
might modulate the inflammation level of COPD 
patients and exert beneficial effects on their health. 
Our findings indicated that forest bathing trip had 
resulted in decreased levels of intracellular perforin 
and granzyme B, accompanied by decreased levels of 
pro-inflammatory cytokines and stress hormones, 
which suggested the positive effect of forest bathing 
trip for COPD patients.  

This study enrolled 20 COPD patients from 
Hangzhou, who had been without the acute 
exacerbation for at least 6 weeks. COPD was 
diagnosed according to the criteria of Global 
Initiative for Chronic Obstructive Lung Disease 
(GOLD). The inclusion and exclusion criteria has been 
showed in Table S1. The study was approved by the 
ethics committee of Zhejiang Hospital. Signed 
informed consent was obtained from every study 
participants. The study was performed at two 
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different sites (forest and city) from 6 to 9 August 
2013 as described in our previous study[5]. Briefly, on 
the day before the study, the blood samples were 
taken from the participants in the morning before 
breakfast in our hospital. The participants were then 
randomly divided into two groups and sent to the 
study sites respectively. The study schedule is shown 
in Figure S1. Blood samples were collected in each 
study site before breakfast in the morning on 9 
August 2013, then the study ended. 

Cytokines production was determined with 
commercial ELISA kits as described previously 
(Bioleaf Biotech)[4-5]. Relative and absolute numbers 
of NK, NKT-like, and CD8+ T cells, as well as perforin 
and granzyme B expression in these cells were 
determined using flow cytometry as reported 
previously[3]. Whole blood samples were first stained 
with CD3-ECD, CD8-PC5, CD56-PC7 for 20 min at 
room temperature (Beckman). The red cells were 
then lysed and the resultant white cell pellet was 
permeabilized using cell permeabilization reagents 
(MultiSciences Biotech). Then the cells were stained 
with either anti-granzyme B and anti-perforin 
antibodies or the isotype control antibodies for   
20 min at room temperature (BD Pharmingen). After 
washing, the cells were resuspended in 1% 
paraformaldehyde and stored at 4 °C in the dark 
prior to the analysis with flow cytometry. As for flow 
cytomertric analysis, the samples were analyzed 
using a FAC Calibur flow cytometer (Becton 
Dickinson Immunocytometry Systems). The following 
gates were used to distinguish the 3 populations of 
interest: CD8+ T cells (CD3+/CD8+), NK cells 
(CD56+/CD3-), NKT-like cells (CD56+/CD3+). All 
populations were also restricted to a lymphocyte 
gate based on forward versus side scatter. The 
perforin-positive or granzyme B-positive regions 
were set by using isotype-matched negative control 
samples, and the positive percentage for each gate 
was reported. To present the data we used 
proportions of cells. To assess the fluctuating active 
mood states of the participants, we used the 
standard version of the POMS test as reported 
previously[4-5]. We assessed the participants’ mood 
state changes before and after the study. 

The data are expressed as mean±SEM. Statistical 
analysis was performed using SPSS version 17.0 
(SPSS China). Between-group difference was 
evaluated using unpaired t-tests or Wilcoxon 
Mann-Whitney tests. Repeated measures were 
analyzed using paired t-tests. Chi-squared test was 

used to compare proportions. A P-value less than 
0.05 was considered statistical significant. 

 The clinical characteristics of the participants 
are shown in Table S1. There was no statistical 
difference between the two groups in terms of age, 
body mass index, blood pressure or pulse. The 
numbers of participants taking inhaled or oral 
corticosteroids were not significantly different 
between the two groups. Furthermore, there was no 
statistical difference in lung function indicators, 
including FEV1 (%pred), FEV1/FVC (%), modified 
Medical Research Council (mMRC) dyspnoea scale or 
COPD assessment test (CAT) scores. None of the 
participants reported any adverse reaction during 
the study period. 

 NK, NKT-like and CD8+ T-cells are the three 
main classes of human killer cells involved in the 
pathogenesis of COPD, which can cause targeted cell 
death through perforin/granzyme granule exocytosis 
pathway[2]. In this study we analyzed the proportions 
of these cells and intracellular expression of perforin 
and granzyme B in the peripheral blood of the study 
participants. Representative flow analysis dot plots 
for identification of CD8+ T-lymphocytes (CD3+CD8+), 
NK cells (CD3-CD56+) and NKT-like cells (CD3+CD56+) 
are shown in Figure 1A. As shown in Figure 1B, in  
the forest group, there was no significant change  
in the proportions of lymphocyte subsets  
compared with their baseline value. Similarly, no 
significant change was observed in any lymphocyte 
subsets in the peripheral blood from the participants 
in the city group. However, we found that in the 
forest group, the proportions of CD8+ T-cells, NK 
cells and NKT-like cells expressing perforin 
significantly decreased after the forest bathing trip 
(Figure 1C). Besides, we also noticed a slight 
reduction of granzyme B expression in the CD8+ 
T-lymphocytes in the forest group. In the city group, 
although there was a reduction in perforin level, it 
had no significance (Figure 1C). The proportion of 
granzyme B positive NK cells or NKT-like cells did not 
change in either of the two groups before or after 
the study (Figure 1D). Perforin and granzyme B play 
a key role in the disease process of COPD. Moreover, 
perforin and granzyme-B have been shown to 
increase significantly in both selected bronchial 
epithelial cells and peripheral blood T-cell 
populations from COPD patients[3]. These results 
suggested that the forest bathing trip improved the 
health of COPD patients by reducing the intracellular 
perforin level. 
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