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Postoperative non-small cell lung cancer (NSCLC) patients require adjuvant therapy to improve their prognosis. In
this study, we investigated the efficacy of a sequential combination of autologous cellular immunotherapy (CIT) and
chemotherapy for postoperative NSCLC. This retrospective study included 120 postoperative NSCLC patients: 60 cases
received only chemotherapy; 33 cases received chemotherapy and sequential CIT with cytokine-induced killer (CIK)
cells; and 27 cases received chemotherapy and sequential CIT with alternate CIK and natural killer (NK) cells. Survival
analysis showed significantly higher overall survival rates in the CIT group compared with the control group. Overall
survival was higher in patients who received CIT with alternate CIK and NK cells than those who received treatment
with only CIK cells. Multivariate analysis showed that adjuvant CIT was an independent prognostic factor for overall
survival of patients with NSCLC. In subgroup analyses, adjuvant CIT significantly improved the overall survival of
patients with less than 60 y old and positive lymph node. In conclusions, these data indicate that adjuvant CIT,
especially with alternate application of CIK and NK cells, is an effective therapeutic approach to prolong survival of
patients with NSCLC, particularly for patients �60 y old with positive lymph nodes.

Introduction

Lung cancer has been considered as the most commonly diag-
nosed cancer, as well as the leading cause of cancer death among
men in both developed and developing countries.1 In 2008, lung
cancer accounted for 13% (1.6million) of the total new cancer cases
and 18% (1.8 million) of the cancer deaths worldwide.1 Approxi-
mately 80% to 85% of lung malignancies are NSCLC, with a 5-y
survival rate of only 15%.2,3 Surgery is the most effective treatment
for NSCLC.However, 60% to 70% of patients with NSCLC expe-
rience postoperative recurrence and metastasis, resulting in a poor
prognosis.4 Therefore, postoperative NSCLC patients require adju-
vant therapy to improve their prognosis. Chemotherapy and radio-
therapy have been adopted as basic postoperative treatment
strategies in NSCLC; however, their effect is limited and seems to
have reached an efficacy plateau in the past decade.5-7 Therefore,
the identification of more effective therapies for patients with
NSCLC is still an important clinical challenge.

In recent years, multiple studies have shown that cancer forma-
tion and progression in patients with NSCLC are particularly

influenced by tumor immune responses,8-13 indicating that
immune-based therapy could be an effective treatment option for
patients with NSCLC. Current approaches to activate the immune
system focus on vaccination, such as dendritic cell vaccines to
increase the frequency of tumor-specific cytotoxic T lymphocytes
(CTLs) and adoptive transfer of immune effector cells to promote
tumor regression.14,15 However, cancer cells often escape from
immune attack through downregulation expression of major histo-
compatibility complex (MHC) molecules and costimulatory mole-
cules.16 This may be compensated by adoptive transfer of immune
effector cells that mediate MHC-unrestricted cytolytic activity
against tumor cells. A series of clinical studies have shown that adju-
vant CIT, such as CIK cells and NK cells, can lead to promising
antitumor effects on various cancers,17-21 including lung
cancer.3,22-26 Several reviews and meta-analysis reports have also
demonstrated the safety and effectiveness of adjuvant CIT in
clinics.27-30 However, the patterns of CIT require thorough investi-
gation in order to achieve optimal outcome and cost-effectiveness.

As a part of the innate immune response, NK cells can recog-
nize and lyse cells lacking MHC molecules through their
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activating receptors, such as NKG2D, NKp30, NKp40, and
NKp46. Thus, tumor cells are more susceptible to NK cells due
to their lack of MHC class I.31 CIK cells are a group of heteroge-
neous immune-active host effector cells, including CD3CCD56C

NKT cells, CD3–CD56C NK cells and CD3CCD56– typical T
cells. The high cytotoxic activity of CIK cells is determined by
the high proliferation of CD3CCD56C cell population.32 CIK
cells can kill a broad spectrum of tumor cells through a MHC-
unrestricted, NK-like mechanism.33 This suggests that a com-
bined application of NK and CIK cells may exhibit a synergistic
antitumor immune response due to their selective cytotoxic activ-
ity against diverse tumor cells.34,35 Thus, it is worthwhile to
investigate the efficacy of the combined application of CIK and
NK cells to treat NSCLC.

In this study, we retrospectively assessed the clinical efficacy of
adjuvant CIT combined with chemotherapy in patients with
resected NSCLC to provide more supportive information on
whether CIT could improve the clinical outcomes in patients
with NSCLC after tumor resection. More importantly, we evalu-
ated the clinical efficacy of adjuvant CIT with alternate applica-
tion of CIK and NK cells to find a potential therapeutic pattern
for the future clinical application of CIT.

Results

Patient demographics and clinical characteristics
In total, 120 patients with NSCLC were retrospectively ana-

lyzed. 86 (71.1%) were men and 34 (28.3%) were women. The
mean age § SD was 57.94 § 10.80 y (range, 34–89). The demo-
graphic data were well matched between the control and CIT
groups (Table 1). No statistically significant differences were
found between the 2 groups in terms of variables, such as age,
sex, smoking index, pathological category, pathologic grade,
tumor stage, and lymph node metastasis (Table 1; p > 0.05).
The characteristics of the CIK and CIK C NK groups were eval-
uated as well, and no significant differences were observed
between the two groups (Table 2; p > 0.05).

Quality of the cultured immune cells
After culturing and expansion, the final number of cells was

approximately 8.0 £ 109 to 1.3 £ 1010 for CIK cells, and 3.0 £
109 to 4.5 £ 109 for NK cells. The viable immune cells were
found to exceed 95% without any bacterial, fungal, and myco-
plasma contamination. The result of the endotoxin test was less
than 5 EU. The median percentage of CD3CCD56C popula-
tions in the CIK cells was 30.63% (range, 24.1%–48.0%). The
median percentage of CD3–CD56C populations in the NK cells
was 80.1% (range, 60.3%–90.6%). Representative results from
one of the study patients are shown in Fig. 1. Following detec-
tion, all cultured immune cells were infused back into the
patients.

Side effects of CIT infusion
Among the CIT patients, nine patients developed chills and a

fever after immune cell infusion. Of them, the peak body

temperature was 38�C and recovered naturally within 24 h with-
out any medical treatment. There were no other toxic effects
observed in the CIT group.

Table 1. Distribution of demographic and clinical characteristics of patients
in the control and cellular immunotherapy (CIT) groups

Variables
Control group

(n D 60)
CIT group
(n D 60) p value

Age (years) 57.58§ 10.03 58.30 § 11.59 0.813
Gender 0.224

Male 46 40
Female 14 20

Smoking index 0.463
< 400 29 35
� 400 31 25

Pathological category 1.000
Adenocarcinoma 44 44
Squamous carcinoma 16 16

Pathologic grade 0.311
1 5 5
2 22 30
3 33 25

Tumor stage 0.644
I 22 25
II+IIIa 31 26
IIIb+IV 7 9

Lymph node metastasis 0.584
Yes 28 31
No 32 29

Abbreviations: CIT, cellular immunotherapy.

Table 2. Distribution of demographic and clinical characteristics of patients
in the CIK and CIK+NK groups

Variables
CIK group
(n D 33)

CIK C NK group
(n D 27) p value

Age (years) 58.33§ 11.64 58.26 § 11.74 0.947
Gender 0.271

Male 24 16
Female 9 11

Smoking index 0.236
< 400 17 18
� 400 16 9

Pathological category 0.060
Adenocarcinoma 21 23
Squamous carcinoma 12 4

Pathologic grade 1.000*

1 3 2
2 16 14
3 14 11

Tumor stage 0.392*

I 11 14
II+IIIa 16 10
IIIb+IV 6 3

Lymph node metastasis 0.622
Yes 18 13
No 15 14

Abbreviations: CIK, cytokine-induced killer cells; NK, natural killer cells; CIT,
cellular immunotherapy.
*Fisher’s exact test.
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Survival analysis
All 120 patients included in this

study were assessed for overall survival.
The median follow-up time of all
patients was 33.0 months (range, 8–
127 months). The 1-, 3-, and 5-y over-
all survival rates were 96.4%, 88.1%,
and 67.8%, respectively, in the CIT
group, and were 91.2%, 65.9%, and
52.2%, respectively, in the control
group. The patients who received adju-
vant CIT exhibited a better overall sur-
vival rate than the control group
(Fig. 2A; p D 0.026). Further analysis
found that patients in the CIK C NK
group showed significantly better prog-
nosis than those in the CIK group
(Fig. 2B; p D 0.034).

Univariate and multivariate analysis
The effects of adjuvant CIT on the prognosis of patients with

postoperative NSCLC were further assessed in univariate and
multivariate Cox proportional hazards regression analysis. Early
stage (p D 0.04), lymph node negative (p D 0.022), and adjuvant
CIT (p D 0.03) showed a significant association with improved
overall survival in univariate analysis (Table 3). Multivariate sur-
vival analysis indicated that lymph node negative (p D 0.023)
and adjuvant CIT (p D 0.031) remained associated with
improved overall survival (Table 3). To investigate the role of the
percentage of NK cell treatment in the CIK C NK subgroup,
univariate and multivariate cox regression analysis of overall sur-
vival for patients in the CIK and CIK C NK groups was per-
formed as well (Table 4). From multivariate analysis, we found
that NK cell treatment was an independent prognostic factor for
overall survival of patients in the CIK and CIK C NK groups
(pD 0.041; Table 4), which suggested that patients might benefit
more from receiving CIT with alternate
application of CIK and NK cells than
from receiving only CIK cell treatment.

Subgroup analysis
Since lymph node metastasis has

been associated with the prognosis of
patients with postoperative NSCLC, we
subsequently assessed which group of
patients with NSCLC would benefit the
most from adjuvant CIT. In the lymph
node negative group, adjuvant CIT did
not significantly improve the overall sur-
vival of patients with NSCLC (Fig. 3A;
p D 0.413). However, in the lymph
node positive group, adjuvant CIT sig-
nificantly improved the overall survival
of patients with NSCLC compared with
the control group (Fig. 3B; p D 0.029).

To investigate further the potential factors influencing immuno-
therapy outcome, we divided the patients with NSCLC in the CIT
group into different groups according to age (�60 and>60 y old),
pathologic grade (grade 1, 2 and grade 3), and tumor stage (stage I
and stages II–IV). Analysis of overall survival in the subgroups
revealed that neither pathologic grade nor tumor stage had effect on
the effectiveness of the adjuvant CIT. Overall survival in the
�60-y-old group had a significantly better prognosis than that of
the>60 y age group (Fig. 3C; pD 0.014).

Discussion

Avoiding immune destruction has been considered an emerg-
ing hallmark of cancer, suggesting that the host immune system
plays an important role as a barrier to tumor formation and

Figure 1. Phenotypic analysis of immune cells after expansion. (A) The percentage of CIK cells
(CD3CCD56C) after induction in one of the patients. (B) The percentage of NK cells (CD3–CD56C) after
the 14-d culture.

Figure 2. Survival analysis in patients with NSCLC. (A) Overall survival curves for NSCLC patients (n D
120) who received adjuvant cellular immunotherapy (CIT) combined with chemotherapy (CIT group,
n D 60) or chemotherapy alone (control group, n D 60). (B) Overall survival curves for NSCLC patients
who received adjuvant CIK cell treatment (CIK group, n D 33), adjuvant CIK cell and NK cell treatment
(CIK C NK group, n D 27), or chemotherapy alone (control group, n D 60).
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progression.13 Clinical epidemiology also provides evidence to
support the existence of antitumoral immune responses in some
forms of cancer, including lung cancer,8-10 which provided the
rationale of CIT for the treatment of NSCLC. Indeed, previous
studies have increasingly confirmed the positive clinical efficacy
of CIT in the treatment of NSCLC.22–26 However, to date, the
patterns of CIT have been rarely reported. Therefore, in the pres-
ent study, through a retrospective analysis of 120 patients with
NSCLC, we not only validated the efficacy of adjuvant CIT com-
bined with chemotherapy, but also found that the efficacy of
adjuvant CIT with alternate application of CIK and NK cells
were superior to that of adjuvant CIT with CIK cells only.

Compared with the control group that received only postoperative
chemotherapy, patientswithNSCLCwho receivedadditional sequen-
tialCITdisplayed an improved overall survival rate.This result is simi-
lar to the findings of Li et al., who also report that CIK cell treatment
can improve the efficacyof chemotherapy inNSCLCpatients.24More
importantly, our results suggested that patients who received alternate
CIK and NK cells treatment exhibited a better prognosis than those
who receivedCIK cells only. These results indicate that adjuvant CIT,
especially with the alternate application of CIK and NK cells, can
improve theclinicaloutcomeofNSCLCpatients.

The possible mechanisms by which CIT enhances the thera-
peutic efficacy of chemotherapy may be as follows. First, CIT
enhancing the efficacy of chemotherapy in patients with cancer is
based on their synergistic effects. Many of the available anticancer
drugs could enhance the immunogenic properties of malignant
cells by subverting immunosuppressive circuitries, and increase
the susceptibility of malignant cells to the cytotoxic activity of
immune effector cells,36 which would favor the antitumor func-
tions of immune effector cells. Meanwhile, immune effector cells
not only produce large amounts of inflammatory cytokines to
alleviate immune damage caused by anticancer drugs and
enhance the immunosurveillance capabilities of patients with
cancer,37 but additionally eliminate potential or residual tumor
cells after chemotherapy, including even drug-resistant tumor
cells and putative cancer stem cells.38-40 Secondly, alternate appli-
cation of CIK and NK cells exhibits a synergistic antitumor
immunity via different mechanisms compared to the CIT with
only CIK cells, which was also found by Maniar et al. and Cui
et al.34,35 On the other hand, it was reported that the circulating
hematopoietic stem and progenitor cells from various patients
with solid cancers exhibited a generalized myeloid bias with a
skew toward granulocytic differentiation,41 which increased the

Table 3. Univariate and multivariate analysis of overall survival in patients with NSCLC

Univariate analysis Multivariate analysis

Variables HR (95 % CI) p value HR (95 % CI) p value

Age (>60 vs. � 60) 0.948 (0.494–1.818) 0.872
Gender (male vs. female) 2.344 (0.978–5.616) 0.056
Smoking index (�400 vs. <400) 1.350 (0.711–2.564) 0.359
Pathological category (Sq. vs. Ad.) 0.887 (0.429–1.834) 0.746
Pathologic grade (1, 2 vs. 3) 1.296 (0.833–2.018) 0.251
Tumor stage (II, III, IV vs. I ) 2.093(1.035–4.231) 0.040a 1.212(0.417–3.518) 0.724
Lymph node metastasis (Yes vs. No) 2.159 (1.115–4.180) 0.022a 2.147 (1.109–4.154) 0.023a

Treatment (CIT vs. control) 0.476(0.244–0.932) 0.030a 0.479 (0.245–0.937) 0.031a

ap< 0.05.
Abbreviations: NSCLC, non-small cell lung cancer; HR, hazard ratio; CI, confidence interval; Sq., Squamous carcinoma; Ad., Adenocarcinoma; CIT, cellular
immunotherapy.

Table 4. Univariate and multivariate analysis of overall survival for patients in the CIK and CIK+NK groups

Univariate analysis Multivariate analysis

Variables HR (95 % CI) p value HR (95 % CI) p value

Age (>60 vs. � 60) 3.803 (1.222–11.841) 0.021a 4.009(1.230–13.060) 0.021a

Gender (male vs. female) 2.678 (0.590–12.152) 0.202
Smoking index (�400 vs. <400) 1.710 (0.555–5.263) 0.350
Pathological category (Sq. vs. Ad.) 0.885 (0.267–2.932) 0.842
Pathologic grade (1, 2 vs. 3) 0.778 (0.251–2.412) 0.664
Tumor stage (II, III, IV vs. I ) 1.742 (0.564–5.381) 0.335
Lymph node metastasis (Yes vs. No) 1.598 (0.531–4.808) 0.404
Treatment (CIK+NK vs. CIK) 0.280(0.082–0.953) 0.042a 0.261 (0.072–0.947) 0.041a

ap< 0.05.
Abbreviations: NSCLC, non-small cell lung cancer; HR, hazard ratio; CI, confidence interval; Sq., Squamous carcinoma; Ad., Adenocarcinoma; CIK, cytokine-
induced killer cells; NK, natural killer cells.
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neutrophil-to-lymphocyte ratio (NLR), a poor prognostic indica-
tor.42 Adjuvant CIT could reverse the NLR, resulting in immune
equilibrium to reduce tumor recurrence and metastasis.

To improve further the clinical application of CIT, the poten-
tial factors that could have had an impact on the outcome of the
treatment were also evaluated in our study. In subgroup analyses,
we found that adjuvant CIT did not significantly improve the
prognosis of patients with NSCLC who were lymph node nega-
tive. However, adjuvant CIT was significantly associated with an
improved overall survival rate in patients with NSCLC who were
lymph node positive. The reason for such difference in survival
benefit may be that patients with NSCLC who were lymph node
negative already had better prognosis and might derive some

benefit from adjuvant CIT, but this benefit would not be statisti-
cally significant. However, patients with lymph node positive
exhibited worse overall survival, and adjuvant CIT could signifi-
cantly improve the prognosis of this subset of patients. These
data suggest that patients with lymph node metastasis positive
are more recommended to receive additional CIT after their
completion of postoperative chemotherapy. Besides, our results
showed that the overall survival rate in the group aged �60 y was
significantly better than that of the group aged >60 y. This
improvement may be explained by the fact that the immune
alteration was age dependent. Generally, the declining perfor-
mance of immune cells that often occurs in elderly people may
be correlated with the decreased antitumor immunity in these

Figure 3. Subgroup analysis to estimate the benefits of additional cellular immunotherapy (CIT). (A) Overall survival curves for NSCLC patients with
lymph node negative (n D 61) who received adjuvant CIT combined with chemotherapy (CIT group, n D 29) or chemotherapy alone (control group, n D
32). (B) Overall survival curves for NSCLC patients with lymph node positive (n D 59) who received adjuvant CIT combined with chemotherapy (CIT
group, n D 31) or chemotherapy alone (control group, n D 28). (C) The Kaplan-Meier method was used to compare the overall survival rates between
the � 60-y-old group (n D 36) and > 60 age group (n D 24).
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patients.43 Aging may severely influence chemokine production
and physical condition of immune cells.44 For example, Albright,
et al. found that NK/LAK cells obtained from young and old
mouse spleen cells are different in chemokine production.45

Schreiber, et al. also demonstrated that spleen cells from young
but not old immunized mice could eradicate large established
cancers.46 Therefore, young patients with better immune func-
tion results show improved clinical outcome.

As this was a retrospective study, there were some limitations.
First, the uniformity of patients between each group was not very
good. Second, the frequency of follow-up in chemotherapy alone
group was lower than adjuvant CIT group. Third, it was a retro-
spective study with all its inevitable defects. Despite these limita-
tions, our study demonstrated that a combination of CIT and
postoperative chemotherapy is a safe and potential treatment
modality for patients with NSCLC.

In conclusion, in this single-center retrospective study, we
have provided evidence that sequential CIT especially with alter-
nate application of CIK and NK cells after surgery and chemo-
therapy show a better survival improvement for NSCLC
patients. Furthermore, patients who are less than 60 y old with
positive lymph nodes might benefit more from CIT. Prospective
randomized studies are warranted to confirm the present findings
and to further define optimal combinational treatment strategies
for immunotherapy of NSCLC.

Patients and Methods

Study population
CIT is an observational clinical immunotherapy in the Sun

Yat-sen University Cancer Center (SYSUCC, Guangzhou, PR
China). It was approved by the institutional ethics committee of
SYSUCC. Written informed consent was obtained from each
patient before treatment. There were no special selection criteria
regarding whether patients would receive adjuvant CIT and
immune cell type. A multidisciplinary team of doctors from dif-
ferent departments, including surgeons, oncologists, physicians,
and immunologists, made the treatment decisions.

From January 2004 to November 2013, the medical records
of patients with NSCLC from a computerized database in the
SYSUCC were reviewed after obtaining institutional review
board approval. NSCLC was histologically proven according to
the World Health Organization criteria. All study patients had
an Eastern Cooperative Oncology Group performance status
score of �2, adequate liver and renal functions, and were free of
cardiac disease. Patients were excluded from the study based on
the following criteria: with autoimmune disease or active infec-
tions at diagnosis, a history of other malignancy, previous cancer
treatment, recruitment in other clinical trial, or postoperative
dysfunction in any organ. After review, 60 NSCLC patients met
these criteria received adjuvant CIT after surgery and chemother-
apy (CIT group), whereas the other 60 patients diagnosed at the
same or near day but without CIT were used as the control group
for comparisons. Out of the 60 patients in the CIT group, 33
had received only CIK cell treatment (CIK group), and 27 had

received alternate application of CIK and NK cell treatment
(CIK C NK group). The characteristics of patients in each group
are summarized in Tables 1 and 2.

Treatment schedule
Following surgery, all patients in the control and CIT groups

received four cycles of chemotherapy with TP regimen (paclitaxel
and cisplatin), NP regimen (navelbine and cisplatin), or GP regi-
men (gemcitabine and cisplatin). One month after completion of
chemotherapy, CIT group patients received immune cell infu-
sions. The cell preparation and infusion processes are described
below.

Generation of immune cells
In the CIT group, 2 weeks after the patients had completed

chemotherapy treatment and when routine blood examination
results had returned to normal, a 50–60 mL sample of heparin-
ized peripheral blood was obtained from each patient. Mononu-
clear cells separated from peripheral blood mononuclear cells
(PBMCs) by Ficoll-Hypaque density centrifugation were used to
induce CIK and NK cells using different cytokines, respectively,
in a good manufacturing practice-compliant facility.

To generate autologous CIK cells, PBMCs were cultured for
the first 24 h in X-VIVO 15 serum-free medium (Lonza) supple-
mented with 1,000 U/mL recombinant human IFNg (Shanghai
Clone Company). Then, the following were added: 100 ng/mL
mouse anti-human CD3 monoclonal antibody (R&D Systems),
100 U/mL IL-1a (Life Technologies), and 1,000 U/mL IL-2
(Beijing Sihuan). Fresh IL-2 and fresh medium were added peri-
odically and the CIK cells were harvested at 14 d.

For expansion of autologous NK cells, PBMCs were cultured
in an anti-HER2 monoclonal antibody47-49 (Roche Pharma)
coated 75 cm2 flask with X-VIVO 15 serum-free medium sup-
plemented with 1,000 U/mL IL-2 for 24 h. Next, the cells were
centrifuged, and the supernatant was discarded. The cells were
cultured again in X-VIVO 15 serum-free medium supplemented
with 1,000 U/mL IL-2 for 2 weeks.

Immune cell infusion
The CIT protocol is shown in Fig. S1. After being cultured

for 14 d, all numbers of autologous CIK or NK cells were har-
vested and washed three times with normal saline. Autologous
immune cells were resuspended in 100 mL normal saline supple-
mented with 1% human serum albumin, respectively, and were
administered to patients via intravenous infusion over 30 min.
Before administration, a fraction of the immune cells were used
to evaluate the number, viability (by dye exclusion test), and pos-
sible contamination by bacteria, fungi, or endotoxins. Patients
received at least six cycles of immune cell infusions with a 2-week
interval between each cycle. The next cycle of PBMC collection
started 1 d before the last infusion of the previous cycle. If disease
was stable and patients wanted, more cycles of CIT were admin-
istered using the above protocol. Otherwise, the CIT was discon-
tinued when the disease was in progression or when patients
refused further CIT. Subsequently, an alternative therapy was
recommended by physicians.

e1038017-6 Volume 4 Issue 9OncoImmunology



Follow-up
After surgery, all the NSCLC patients were followed-up regu-

larly at our outpatient department. Generally, patients were
observed once every 2 months during the first year, every 3
months during the second year, and every 6 months thereafter.
Additionally, telephone inquiries were carried out regularly for
each patient at our follow-up center. At each follow-up visit in
the outpatient department, physical examination, blood chemis-
try, and chest radiography were carried out. Chest computed
tomography, bone scintigraphy, and positron emission tomogra-
phy were performed when tumor recurrence or metastasis were
suspected. Treatments for recurrent tumors were determined by
our multidisciplinary team. Overall survival was defined as the
interval between surgery and death or the last known follow-up.
The correlating treatments and survival status of the patients
were entered into the medical records after follow-up and
updated accordingly in the database.

Statistical analysis
To evaluate the basic characteristics of the two groups, the

Mann-Whitney U test was used to compare continuous variables;
the Pearson x2 test and Fisher’s exact test were used to compare
categorical variables. Overall survival was defined as the interval
between surgery and death or the last known follow-up. Overall

survival curves were constructed according to the Kaplan-Meier
method and compared using the log-rank test. The multivariate
Cox proportional hazard model was used to analyze factors found
to be statistically significant by univariate analysis. Statistical
analyses were performed using SPSS version 16.0 (SPSS, Inc.,
Chicago, IL, USA). All tests were two-sided with a statistical sig-
nificance level set at p < 0.05.
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