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INTRODUCTION

Aging is associated with functional decline in several components of the immune
system. As a result of this age-associated decrement of the immune system, the elderly
appear to be at an increased risk of contracting infectious diseases and also experience a
greater incidence of autoimmune disorders. Upon infection, older adults often have higher
mortality rates than the young. These changes in the immune responsiveness may
compromise health status of older adults.

The functions of many immune cell types change with age, but the T-cell is most
affected by the aging process. The T-cells show a decreased ability to proliferate when
stimulated by mitogens. Within the T-cell subsets, both CD4+ and CD8+ cell numbers
decrease with age, but the effect is more pronounced with respect to CD8+ T-cells, resulting
in an age-related increase in the CD4:CDS8 ratio. The production of an important cytokine,
1L-2, also decreases with age. The activity of cytotoxic T-lymphocytes also declines with
age. The consequence of these changes may be a reduced ability to respond to new antigens
and clear infectious agents.

Changes in the aging immune system represent a permissive factor for the frequent
occurrence and the severity of disease. Vaccine efficacy is also impaired in elderly
populations. Efficient protection of elderly individuals through vaccination strategies is a
matter of great importance. Therefore, any intervention that can improve the immune
response to immunization may reduce the incidence of infection.

Interventions such as diet and/or exercise may influence immunity. Moderate

exercise has been associated with enhanced immune responses to nonspecific immune



activators. Also, vitamin E has been targeted as enhancing the immune function in aged
animals and elderly people.

The parameters that we researched within this study include antibody titer,
lymphocyte proliferation, and cytokine production (interleukin-2, interleukin-10, and
interferon gamma). Antibodies, secreted by B-cells, are proteins that specifically bind a wide
variety of protein antigens. They are produced in response to either an infectious agent or
vaccination. They elicit a response that is significant in antimicrobial defense. Antibodies
are the mediators of circulating immunity and their presence on mucosal surfaces provides
resistance to many infectious agents (1).

Lymphocytes are one of the main types of immune cells. The two main types of
lymphocytes are the B and T cells. B cells are important for secreting antibodies. T cells
work primarily by secreting cytokines. They direct and regulate the immune responses.
Other T cells act as killer cells by attacking cells that are infected (1).

Cytokines are protein hormones produced during the activation and effector phases of
innate and specific immunity. They serve to mediate and regulate immune and inflammatory
responses. Cytokines are a means of intracellular communication. They are generally
secreted by one cell to stimulate the activity of another cell (1).

Our study examined exercise as an intervention to improve the immune response to
influenza vaccine. The effects of a long-term exercise intervention on immune response are
essentially unknown. In this study, we will also look as the diet and the role that it may play

in the immune response.



LITERATURE REVIEW

BASIC IMMUNE RESPONSE

The immune system is a network of cells and organs that work together to defend the
body against attacks by foreign invaders. The immune system is amazingly complex. It can
recognize millions of different enemies and produce secretions and cells to match up with
and destroy each one of them. The immune system is involved in a communication network
in which cells pass information back and forth among one another. Once the immune cells
receive an alarm from an invader, they undergo changes and produce powerful chemicals.

Anything that can trigger an immune response it called an antigen. An antigen can be
a germ such as a virus, or even part of a virus. Antigens carry marker molecules that identify
themselves as foreign to the immune cells. An immune response can also be sparked by
immunization with vaccines. Vaccines contain microorganisms, or parts of organisms, that
have been treated so they will be able to provoke an immune response, but not a mature
disease.
INFLUENZA IMMUNIZATION AND ANTIBODY TITER

Influenza is a significant cause of morbidity and mortality in the elderly populations.
Estimates are that more than 80% of deaths from influenza occur in adults > age 65 (2).
Following immunization, protection against infection is also reduced in the elderly. For
example, among the persons over age 65 hospitalized for influenza, 58-61% had been
previously vaccinated (3,4). Vaccine efficacy estimated for the elderly ranges from 31% to
65% in preventing influenza (5). This is quite low, especially when compared to the vaccine

efficacy seen in younger adults, which ranges from 70% to 90% (4).



Many vaccinated elderly demonstrate a decreased antibody response against influenza
immunization which may account for the decreased vaccine efficacy. Serum antibody,
mainly IgG, produced after vaccination, has the capability of neutralizing viral particles and
thus protects against infection. Hemagglutination inhibition (HI) antibody titers > 40 are
considered protective in young people (6). The antibody titer is the primary predictor for an
immune response, having the greatest correlation with protection from influenza. Several
studies have shown that at least 25% of the elderly do not develop HI antibody titers > 40 in
response to vaccine (4,7,8).

Not all studies suggest an age-related decrease in humoral immune responsiveness to
vaccination. However, in the elderly, antibody responses that are equal in magnitude to
young people may not provide the same level of protection from influenza. There may be a
large percentage of elderly with influenza infections who have post-vaccination titers > 40
and still suffer from influenza infection. For example, in one study Gravenstein and
colleagues showed that of 72 vaccinated elderly who were later confirmed to have
influenza infection, 60% had titers > 40 and 31% had titers > 640 four weeks after
vaccination (9). This suggests that levels of antibody considered protective in the young are
not necessarily protective in the elderly.

To determine the influence of aging as well as the priming histories on the antibody
response to influenza vaccination, 43 healthy young subjects and 55 elderly subjects were
compared. Remarque and others found that elderly were capable in mounting similar
antibody responses to the influenza vaccine strains as healthy young subjects. For certain

strains, antibody responses were lower in the elderly compared to young subjects. He



concluded that the strain-related difference in the antibody response may be due to a
difference in priming histories, rather than a result of the aging immune system (12).
ELDERY AND INFLUENZA VACCINATION

The reduced capacity of elderly people to mount an effective immune response
has been well documented (11). Influenza vaccines are only effective in 30% to 50% of the
elderly population immunized (12), leaving the elderly population at a large risk for life-
threatening illness. More than 80% of influenza-related deaths occur in people 65 years and
older (13).

Strassburg and colleagues researched on influenza outbreaks in nursing homes during
1967 to 1982 and the effectiveness of the influenza vaccination. Compared with
unvaccinated residents, the mean reduction of mortality in vaccinated residents was 67%
(14). However, the reduction of morbidity was much lower (23%).

It is known that older people have a lower antibody titer response to influenza
vaccination than younger people, but other factors, such as cellular immunity may influence
resistance to influenza.

INFLUENZA AND CELL-MEDIATED IMMUNITY

In regards to cell-mediated immunity, age associated decrements of immune function,
particularly T-lymphocyte function, likely contribute to the increased incidence and severity
of influenza infection. Upon infection, cell-mediated responses, particularly cytotoxic T-
lymphocytes, are significant in viral clearance (15). It is suggested that cell mediated
immune responses to influenza vaccination are also impaired in the elderly, mostly related to
a decline in T-cell function. Cytokines produced by T-cells drive cytotoxic effector function

and antibody production, and therefore may be of great importance in terms of disease



outcome and the development of immune protection following vaccination. Young people
produce greater amounts of the influenza specific interleukin-2 (IL-2) and interferon - y
(IFN-y) post-vaccination than older adults (4), so it is possible that the age-associated
decrease in cell-mediated immune effector function is related to decreased IL-2 and/or IFN-y.

Cell-mediated immune responses, particularly T-helper cells, are important in
promoting antibody production by producing cytokines. Naive and memory helper T-cells
have different activation requirements in vitro, and differ in their lymphokine profiles. Thus,
the altered composition of the helper T cell compartment may result in qualitative and
quantitative differences in T-cell help delivered to B cells, which in turn can influences the
antibody levels. Remarque and colleagues found that the number of helper T cells with
memory phenotype are positively correlated with the IgG response to the influenza
vaccination. However, age-related differences in the composition of the helper T cell
compartment, such as a decline in naive helper T-cells and increase in memory helper T-
cells, did not explain age-related differences in antibody production (16).
STRATEGIES TO ENHANCE VACCINE EFFICACY

The post-vaccination antibody levels achieved are not as high in the old as in the
younger populations. An approach to increasing the rate of vaccine protection has been the
development of the cold adapted live attenuated vaccine by Maassab and colleagues (10). In
this study, the use of the cold adapted live attenuated vaccine did not reduce infection rates,
and antibody titers remained lower among the elderly (17). Cold adapted vaccine almost
completely blocked infection and clinical illnesses among the young. It appears that cold
adapted vaccines are more efficacious among the young, healthy subjects, but less effective

among the elderly population.



A novel oil-in-water emulsion, MF59, has been tested on elderly people as a method
of improving vaccine efficacy. MF59 has been known to stimulate immune response. When
combined with the influenza vaccine, fewer deaths occurred among the recipients who
received MF59. The MF59 emulsion was thought to stimulate immune functions that
typically decrease with age (18).

Dehydroepiandrosterone (DHEA) treatment has also been tried as a method of
improving influenza vaccine effectiveness in the elderly. Numerous animal studies have
demonstrated beneficial effects of DHEA administration in preventing atherosclerosis,
cancer, and immunosenescence. However, human studies with DHEA did not find a
beneficial effect on antibody titer post-immunization (3).

EXERCISE AND IMMUNITY

It is possible that exercise may enhance immunity in the elderly population. There is
growing belief that endurance exercise may slow the age-related decline in immune function
(19). A few cross-sectional comparisons of immune status between physically fit elderly
individuals and sedentary controls suggest that regular physical activity may enhance natural
killer (NK) cell activity (20, 21, 22). Highly trained elderly individuals have enhanced
lymphocyte proliferation and cytokine production in response to mitogen stimulation
compared to sedentary elderly people (23,24), suggesting that exercise may also enhance T-
cell function. Some recent results have demonstrated that anti-influenza antibody titer (IgG
and IgM) were greater in active participants as compared to moderately active or sedentary
participants (25). A couple of studies utilizing 12 weeks of exercise as an intervention failed
to find an enhancement of mitogen-induced T-cell function or NK cell cytotoxicity (23,26).

This may be because an exercise intervention of longer duration is necessary to elicit



significant changes in immune response in elderly. Six months of exercise in a separate
controlled trial showed a trend towards increased mitogen-induced T-cell proliferation and
increased NK activity (27). Perhaps an exercise intervention of a longer duration (> 6
months) may be necessary to elicit statistically significant changes in immune function.
DIET AND IMMUNITY

Dietary intakes can affect the function of immune system. The impact of diet and
specific food groups on aging has been widely recognized in recent years. The free radical
theory of aging suggest that there is a shift in the antioxidant/pro-oxidant balance that leads
to increased oxidative stress and dysregulation of cellular function. Several epidemiological
and clinical studies have revealed potential roles for dietary antioxidants in the age-
associated decline of immune function. It has been reported that long term vitamin E
supplementation enhances immune function in aged animals and elderly subjects (28).
Evidence suggests that a level of vitamin E greater than the currently recommended level
enhances certain clinically relevant in vivo indexes of T-cell-mediated function in the elderly
population (29,30). Meydani and others found a six-fold increase in antibody titer to
hepatitis and a significant increase in antibody titer to tetanus vaccine in elderly individuals
who were suppleménted with 200 mg/d of vitamin E compared to the placebo group (29).
Han and colleagues compared the effect of vitamin E on the course of influenza infections
with that of other antioxidants in mice. From this mouse study, they concluded that only
vitamin E supplementation was effective in reducing pulmonary viral titers and preventing an

influenza-mediated decrease in food intake and weight loss (31).



STATEMENT OF THE PROBLEM

An age-related decline in several components of the immune system puts the elderly
population at a great risk for developing infections and diseases. The purpose of this study is
to determine whether moderate to vigorous aerobic exercise training can enhance influenza-
specific immune response among the elderly population. A second
purpose is to determine if nutrient intake is associated with the immune response to influenza
immunization. The hypothesis is that 10 months of supervised moderate to vigorous aerobic
exercise will enhance influenza-specific immune response following immunization in
individuals > 65 years of age. A second hypothesis is that there will be an some association
between nutrients and the immune response to the influenza vaccination in individuals > 65

years of age.
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EXPERIMENTAL DESIGN AND METHODOLOGY

In this study, the hypothesis tested was that 10 months of moderate to vigorous
aerobic exercise will increase the influenza-specific immune responses following
immunization in individuals > 65 years of age. The immune outcome measures included are:
influenza-specific lymphocyte proliferation, influenza-specific cytokine production (IL-2,
IFNy, IL-10 measured in supernatants by ELISA), and anti-influenza antibody titer.
Fourteen sedentary subjects (7 male, 7 female) were assigned to a 10-month aerobic exercise
intervention. Preliminary studies have detected differences in the immune response to
influenza immunization based on reported activity level within an average of 14 per group.
Thirteen people (6 male, 7 female) served as control subjects. Originally there were fourteen
controls, but a quarter of the way through the study one subject developed cancer and was
required to terminate from the study. The control group members were instructed to continue
with current activity levels. The control group either had not exercised on a regular basis
and/or scored in the lowest quartile for aerobic fitness measured by a six-minute walk test.
Each of the subjects signed an informed consent that was approved by the ISU Human
Subjects in Research Committee.
SUBJECTS
Fourteen subjects, 7 male and 7 female, age > 65, not currently participating in any type of
consistent aerobic exercise were recruited from the local community to participate in he
proposed research study. Thirteen subjects, 6 male and 7 female, aged > 65, considered
sedentary and/or low aerobic fitness were selected to serve as controls. Subjects were
defined as healthy, but may not have met the rigid selection set forth in the SENIEUR

protocol. Subject inclusion and exclusion was dependent on age, health
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status, exercise history, medication use, influenza vaccination history, and ability to perform
aerobic exercise on a regular basis. Reasoning for the lower age limit of 65 was based upon
research suggesting that immune response to vaccination may be impaired as age increases.
There was no set upper limit selected with regards to age. However, the upper age limit was
affected by the ability of the subjects to perform the aerobic exercise intervention. Health
status was determined by a detailed medical history. Exclusion from the study included any
individuals suffering from any condition that may have altered the immune variables of
interest (i.e., autoimmune disorder, malignancy, etc.). Also, any subject experiencing a
disease or condition that may have impaired the ability to safely perform the exercise
intervention was excluded from the study. Subjects assigned to the exercise group completed
~ amaximal graded exercise test. The maximal graded exercise test screened potential subjects
for the ability to perform the exercise intervention. An abnormal maximal exercise test
resulted in exclusion from the study. However, none of the subjects were excluded for this
reason. Medication use also limited participation in the study. Subjects treated with
medications known to alter immune response were excluded from the study. Prior exercise
history was another criterion for inclusion into the study. Subjects were included in the study
if in the past two years they did not exercise or if they engaged in aerobic exercise < 40% of
the heart rate reserve < 3 times per week, or if their aerobic fitness was in the lowest quartile
for that age and gender. If the exercise heart rate information was not available, subjects that
regularly walk at a pace < 2.0 miles per hour or did not report vigorous activity (defined as
strenuous enough to cause large increases in breathing, heart rate, leg fatigue, or produce

perspiration) were included in the study. Prior vaccination history allowed us to select
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individuals with a similar antigenic history and therefore, subjects were included in the study
if they received a flu vaccine in the previous five years.
TIME-LINE

The study began within two months prior to the first influenza season. Initial
recruitment and testing of subjects was performed during this 2-month period. During the
fall of 2000, a baseline blood sample (pre-immunization), a fitness assessment adapted for
older adults, and a diet questionnaire were administered one month prior to immunization as
part of the initial screening. A physician-supervised maximal treadmill test was performed
on the subjects in the exercise group prior to the exercise intervention. All subjects recei‘ved
the 2000/2001 influenza vaccine (A/New Caledonia/20/99, A/Panama/2007/99,
B/Yamanashi/166/98) in the fall of 2000. Venous blood was collected at 1, 4, and 12-weeks
post-immunization. After 10 months of participation in either the aerobic exercise or control
group, the same procedures were followed in terms of measurements taken. In the fall of
2002, subjects completed a ﬁtnesé assessment, diet questionnaire, and a pre-immunization
blood-sample was taken. Subjects were vaccinated with the 2001/2002 influenza vaccine
(A/New Caledonia/20/99, A/Panama/2007/99, B/Victoria/504/2000). Blood was collected at
1, 4, and 12-weeks post-immunization for immune analyses. Subjects continued
participation in either the exercise group or the control group until the final blood sample was
taken. The following immune variables were assessed by the blood samples: influenza-
specific lymphocyte proliferation, influenza-specific IL-2, IL-10, IFN-y, and anti-influenza
antibody titer. The selection of immune measures to be assessed at these time points was
based on data collected in our laboratory and other investigators. We followed the schedule

below (Table 1).
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Table 1. Schedule for blood draw immune analysis, fitness tests, and diet
questionnaires.

Immunization Immunization
#1 ‘ #2

Blood Pre- Week 1 | Week 4 Week 12 | Pre- Week 1 Week 4 Week 12
Draw Immuni- | Post- Post- Post- immuni- | Post- Post- Post-

zation #1 | vaccine | vaccine vaccine zation #2 | vaccine2 | vaccine2 | vaccine2
Time in
Weeks 4 to -1 1 4 12 40 42 45 53
Antibody
Titer X X X X X X X X
Cytokines X X X X X X X X
Prolif-
Eration X X X X - X X X X
Fitness
Test X X
Diet
Questions X X

ASSESSMENT OF DIET AND FITNESS

As part of the initial screening, all participants completed a dietary questionnaire
(block 98 Dietary data systems, Berkeley, CA). Participants were asked to inform the
investigators regarding any changes in diet or dietary supplement use.

Fitness tests appropriate for older adults were administered following the
recommendations given at the recent ACSM Specialty Conference on Physical Activity
Programming for the Older Adult (32). Physician’s approval prior to fitness testing was
required if the subject had ever had congestive heart failure, was told by a physician not to
exercise, had pain in chest or joints that may be made worse by exercise, or had blood
pressure > 160/90. The fitness tests included a 30 second chair stand, 30 second arm curl, 6
minute walk, 2 minute step in place, chair sit and reach, back scratch flexibility, 8 foot up

and go. Height and weight were measured and body composition was assessed using
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skinfold thickness and age-appropriate equations. Fitness tests were done to see if exercise
program improved all aspect of fitness. However, our hypothesis is based only on improving
aerobic fitness.
ASSESSMENT OF INFLUENZA INFECTION

All subjects were called bi-weekly during the influenza season (November-April) to
answer questions regarding symptoms of illness. If necessary, subjects with symptoms of
influenza at any time were referred to a physician for laboratory confirmation of influenza
and appropriate antiviral treatment. This was not necessary in our study.
BLOOD COLLECTION AND IMMUNIZATION

All subjects received influenza immunization and blood samples (40 ml) were
collected between 7-9 a.m. on all blood collection days. Collecting in the morning helped to
control for the potential influence of daily levels of plasma hormones such as cortisol. All
subjects received influenza immunizations by a registered nurse. Blood
samples were collected 1-week pre-immunization and 1, 4, and 12-weeks post-immunization
as described previously under the timeline.
EXERCISE OR CONTROL INTERVENTION

After initial measures were taken and the first immunization had been administered,
exercise participants participated in a supervised aerobic exercise class three times per week.
They used treadmills, stair-steppers, rowing machines, and cycle ergometers for the twelve-
month intervention period. This period of time had been chosen based on cross-sectional
comparisons as well as experimental studies suggesting that a longer period of time may be
necessary to evoke alteration of the immune function. This is opposed to typical

improvements in cardiorespiratory fitness that is observed after 8-12 weeks of exercise.
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Initially, subjects exercised at an intensity corresponding to 40-60% of heart rate reserve
(HRR) for 20 minutes/session and gradually progressed to an intensity corresponding to 65-
75% of HRR for 25-30 minutes. The subject’s heart rate was monitored by exercise leaders
or individuals recorded the heart rate from the electronic device on the machine.
IMMUNE ANALYSES

Each time blood samples were taken, serum was used for anti-influenza antibody
analysis and the cell fraction were used for the other immune assays. Peripheral blood
mononuclear cells (PBMC) were isolated from heparinized blood samples by centrifugation
over Ficoll-Pague Plus gradient. Cells were washed, adjusted to an appropriate
concentration, 5 x 10°t0 2 x 10’ cells/ml in AIM-V media. Live influenza virus was added
to culture (50 HA per ml) to stimulate PBMC proliferation and cytokine production.
ASSAY FOR CYTOKINE PRODUCTION

Lymphocyte influenza-specific cytokine production including inerleukin-2 (IL-2),
interferon-gamma (IFNy), and interleukin-10 (IL-10) was measured in cell supernatants
using ELISA (enzyme-linked immunosorbent assay). Peripheral blood mononuclear cells
(PBMC) were cultured with virus. Ninety-six well enhanced protein binding ELISA plates
were coated overnight with purified IL-2, [FN-y or IL-10 capture mAb. Plates were then
blocked with PBS-10% fetal bovine serum (FBS). Supernatant samples and standards were
added to the plates. Biotinylated anti-cytokine detecting mAb were added as well as avidin-
peroxidase in PBS-10% FBS. The substrate tetramethylbenzidine (TMB) was added and

absorbance at 405 nm was read with the Bio-Rad Benchmark microplate reader.
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HEMAGGLUTINATION INHIBITION (HI) ASSAY

Influenza-specific antibody production in serum was determined by the HI assay.
Serum was treated with receptor destroying enzyme for 12-18 hours. The following day, 2.5
% of sodium citrate solution was added to serum to inactivate it. Treated samples
were transferred to 96 well plates, PBS and 50% red blood cells (RBC’s) were added also.
Rooster blood cells were used for HIN1 and B virus, and turkey blood cells were used for
H3N2 virus. The plate incubated for 30 minutes, then centrifuged for 10 minutes. To
determine the virus working solution, we performed an HA titration. The last well
containing an agglutinated mat was considered the end point of the virus titration. .The
working solution was calculated by 8 HA units. A back titration was performed to be certain
that the working solution was adjusted correctly. PBS was added to new 96-well plates. The
serum was added and then a serial 2-fold dilution was made down the plate. Working virus
was added, incubated for 60 minutes, then .5% RBC’s were added. Incubation for 45
minutes and then the well with the last button was considered the endpoint.
PROLIFERATION ASSAY

Influenza-specific lymphocyte proliferation was assessed with an MTT proliferation
assay. With this colorimetric assay, PBMC were plated with or without influenza for 96
hours at 37 °in 5% CO,. MTT (Sigma Chemical Co.) was added for the last 4 hours of
incubation, followed by the addition of 0.04 N HC1 in isopropanol. Absorbance was read at
dual wavelength of 570 and 630 nm with an automated microplate reader. The absorbance in

wells without virus was subtracted as background from the absorbance in wells with virus.
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STATISTICS

A General Linear Model (GLM) Multivariate Analysis procedure (SPSS) was used to
examine whether the factors of gender, exercise treatment, and time alter the immune

response.

The potential association between nutrient intake and immunity were assessed with a

test for correlation.
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RESULTS
GENDER EFFECTS
There was no effect of gender on any of the immune parameters measured.

Therefore, for all analysis, the data from males and females were combined.

WEIGHT AND BODY MASS INDEX

Table 1 summarizes the body weight and body mass index (BMI) of all subjects
(control = 13, exercise = 14). Included are both the pre (2000) and post (2001) time points.
The groups did not differ significantly in either weight or body mass index.

Table 1. Body mass index (BMI) and weight of groups at pre and post time periods.

Factor Exercise group Control group

Pre-BMI 28.5 27.5

Post-BMI 27.8 27.4

Pre-weight (pounds) 187 167.3

Post-weight (pounds) 181.7 168.3
SYMPTOM INCIDENCE

All participants were called bi-weekly concerning influenza signs and symptoms.
Throughout the study, there was one individual within the control group who demonstrated
symptoms of influenza one week.

AEROBIC FITNESS

After the ten-month exercise intervention, subjects in the exercise group improved
their six-minute walk distance by 88 meters compared to only a 10-meter increase within the
control group (Figure 1). This demonstrates that the exercise group's endurance program was
successful at improving cardiovascular fitness. There was a significant difference at the 2001

time point between the two groups (p =.016).
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INTERLEUKIN-2 PRODUCTION

The results from ANOVA suggest that physical activity did not influence IL.-2
production for any of the influenza antigens (Type A HIN1, Type A H3N2, Type B). There
was not a main effect of treatment or time and there was not a significant treatment by time
interaction (Figures 2, 3, and 4).
INTERFERON GAMMA PRODUCTION

The results from ANOV A suggest that physical activity did not influence IFN-y
production for any of the influenza antigens (Type A HIN1, Type A H3N2, Type B). There
was not a main effect of treatment of time and there was not a significant treatment by time
interaction (Figures 5, 6, and 7).
INTERLEUKIN-10 PRODUCTION

The results of the ANOV A suggest that physical activity did not influence IL-10
production for any of the influenza antigens (Type A HIN1, Type A H3N2, Type B). There
was not a main effect of treatment of time and there was not a significant treatment by time
interaction (Figures 8, 9, and 10).
LYMPHOCYTE PROLIFERATION

Lymphocyte proliferation was not influenced by physical activity for any of the
influenza antigens (Type A HINI, Type A H3N2, Type B). There was not a main effect of
treatment of time and there was not a significant treatment by time interaction (Figures 11,
12, and 13).
ANTI-INFLUENZA ANTIBODY TITER

The exercise group had a significantly greater change in antibody titer from pre-

immunization to 4-week post immunization for Type A HIN! (p=.05) and Type A H3N2
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(p=.038) compared to the control groups (Figures 14, 15, and 16). The change in antibody
titer from pre-immunization to 4-week post immunization in Type B was not significant
(p=.311). The change in antibody titer from pre-immunization to 3-month post
immunization was significant for Type A HIN1 (p=.04). The change in antibody titer from
pre-immunization to 3-month post immunization was not significant for Type A H3N2
(p=.382) and Type B (p=.632). In Figure 14, it is shown that the control group’s antibody
titer actually decreased below baseline at the 3-month time point, whereas the exercise group
increased significantly.

Table 2 shows the percentages of subjects with antibody titers greater than 1:40 for
each antigen at two different time-points (4-week post, 3-month post). An antibody titer
greater than 1:40 is considered at the protective level.

NUTRIENT INTAKE

There were no significant differences of nutrient intake among the control and
exercise group for any of the nutrients measured (Table 3). There was a negative correlation
between carbohydrate intake and IL-2 production (R*=.324). There was a trend toward
increased IL-2 production within subjects who consumed a vitamin C supplement (R*=1331)

and vitamin E supplement (R?=.36) for some of the time points.
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Figure 14. The change in antibody titer (Type A HIN1) from pre-immunization values are
shown at 4 weeks post-immunization and 3 months post-immunization. Antibody titer was
greater in exercise compared to control subjects at both time points (* p<0.05).
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Figure 16. The change in antibody titer (Type B) from pre-immunization values are
shown at 4 weeks post-immunization and 3 months post-immunization. Antibody
titer showed a trend toward greater levels in exercise compared to control group at

both time points.



Table 2. Percentages of each group at the 4-week and 3-month timepoints who have an
antibody titer greater than 1:40 which is considered a protective level. There were no
significant differences between the two groups.

Vaccine and time point Exercise group Control group
Type HINI1, 4 week 86% 43%
Type HIN1, 3 month 83% 50%
Type H3N2, 4 week 93% 69%
Type H3N2, 3 month 86% 69%
Type B, 4 week 31% 31%
Type B, 3 month 14% 33%

Table 3. Means and standard error of nutrient intakes among the exercise and control
groups.

Nutrient Exercise Group | S.E. Control Group S.E.
Vitamin E (milligrams) 102.7 35.3 183.2 64.1
Vitamin C (milligrams) 334.4 76.2 476.4 119
Zinc (milligrams) 65.6 40.4 29.5 - 5.22
Calories (kilocalories) 1817 219 1549 118
Carbohydrate (grams) 210.5 19.8 186.7 15.4
Fat (grams) 81.2 14.9 63.3 5.83
Protein (grams) 68.7 9.12 61.0 547
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DISCUSSION

The findings from this study suggest that there is an association between physical
activity and the immune response to influenza immunization in adults > 65 years of age. We
observed that 10 months of moderate to vigorous aerobic exercise increased anti-influenza
antibody titer. The antibody titer is the primary predictor for an immune response and has
the best correlation with protection from influenza. During the four-week post time point,
the antibody titer acts as a gold standard to demonstrate if the vaccine is effective. During
this four-week post period, a peak increase in antibody titer should be seen if the vaccine is
effective. An increase in antibody titers suggests improved vaccine efficacy. Our research
demonstrated a peak increase in antibody titer during the four-week post for the exercise
group within all three of the influenza vaccines. This study is the first one that we are aware
of to examine immune response to influenza vaccine following an exercise intervention in
older adults. One other published study evaluated the association between physical fitness
and anti-inﬂuénza antibody titer in young adults. However, no association between fitness
and antibody titer was found. The other study that showed an association between physical
activity and immune response identified a greater antibody titer to the influenza
immunization (25).

Vaccine efficacy is reduced among older adults because of a decreased immune
response. This puts the elderly at risk for serious morbidity and greater mortality rates from
influenza infection than the younger population. Bernstein and colleagues found that a
younger population had a higher antibody titer than an elderly population after vaccination
(33). Although the elderly population has an increase in antibody titer from their pre-

vaccination levels, the titer may not be high enough to provide protection again influenza.
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Exercise may be one way to improve the efficacy of the influenza vaccine in the elderly. In
our study, the exercise group had a greater antibody titer change from pre-vaccination than
the control group.

In our study, older individuals aged > 65 years of age participated in exercise for at
least 20 minutes per session, three or more times per week at an intensity estimated to be
approximately 65 to 75% of heart rate reserve for 10 months had a higher influenza- specific
antibody titer response than the control group. Although antibody titer to influenza vaccine
was not different between exercise and control before the intervention, after 10 months of
aerobic exercise, exercise subjects had a significantly higher antibody titer to the Type
AHIN1 and Type A H3N2 components of the influenza vaccine. However, cytokine
production, more specifically interleukin-2, interleukin-10, and interferon gamma, did not
appear to be associated with physical activity for the time points that were measured in the
study. Also, lymphocyte proliferation of peripheral blood mononuclear cells did not appear
to be affected by physical activity for the time points that were measured in this study.
However, cytokine production and lymphocyte proliferation are not as great of indicators for
a change in immune variables as the antibody titer. The antibody titer is the gold standard to
monitor if there is a change in immune variables. Thus, there was an increase in antibody
titer within the exercise group, suggesting that exercise does have a positive effect on
antibody titer. These findings are similar to the first study mentioned above that had also
shown an association between physical activity and greater antibody titer (25). However,
within the first study, they also demonstrated that the more physically active individuals had
a greater amount of influenza-specific lymphocyte proliferation than sedentary individuals.

Previous studies have supported this theory of enhanced response in well-conditioned older



40

individuals compared to less active older individuals, although none of these studies have
examined antigen-specific immune response (23). Other controlled trials have reported that
exercise has little or no effect on immune function. However, these studies were conducted
over shorter periods of time (12 weeks-6 months) and perhaps a longer period of exercise is
necessary to observe enhanced immune function. Research, in general, suggests that people
who trained for many years seemed to show an increase in immune response (21).

Looking at our findings, it would seem appropriate to conclude that the immune
response to an influenza vaccine may be enhanced in older adults through exercise.
Evidence shows that antibody titer in serum determined by hemagglutination inhibition,
provides a great predictor of an individuals resistance to infection (34). A higher antibody
titer provides greater protection from infection (35). In our study, the exercise subjects had a
higher antibody titer suggesting a greater degree of protection from influenza. The incidence
of infection was not significantly different between the exercise and control groups in our
study. One control subject and no exercise subjects got influenza. A much larger sample
size is necessary to detect differences in illness given that only a small number of individuals
experience infection after receiving immunization. Antibody titer was higher in exercise
group.

Cell-mediated responses to the influenza virus are essential for viral clearance. Also,
cell-mediated responses to influenza virus may provide cross-reactivity from strains of
influenza that may not have been included in the annual influenza vaccine (15). In terms of
cell-mediated responses to the influenza vaccination, we did not observe increased
lymphocyte proliferation among the exercise group. There was also not an association

between exercise and cytokine production. Considering that IL-2 promotes cell proliferation,
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it is not surprising that we did not observe an increase in IL-2 given that we had not seen an
increase in cell proliferation. Another cytokine, interferon gamma, is also important in cell-
mediated responses to viral infection. We did not observe an effect of exercise on influenza-
induced interferon gamma production. Others reported in older adults that cytokine
production varies by individual influenza strain (36). In general, cell-mediated responses did
not appear to be altered by exercise. However, there was a lot of variability in cytokine
production and lymphocyte proliferation and perhaps a larger sample is needed to detect
meaningful changes in cell-mediated immune responses.

It was surprising that there was not an increase in IL-10 production among the
exercise group. IL-10 is a Th2 cytokine that promotes antibody production. We observed an
increase in antibody production among the exercise group, but not an increase in IL-10
production compared to the control group. It is possible that IL-10 was different at other
time-points. It is also possible that the cells producing IL-10 in the peripheral blood do not
reflect IL-10 production in other immune tissues (spleen, lymph nodes). Perhaps if we had
been able to measure IL-10 in other tissues, we may have seen a difference between exercise
and control.

The role of exercise in modulating antibody response to influenza immunization has
been studied in college-aged individuals. However, no effect of exercise was found within
this group (37). Perhaps, the immunomodulatory effects of exercise may be
greater among the aged population compared to the younger populations (38). It could also
be that different research techniques among young and old yield different results.

We observed a higher IL-2 production within individuals who consumed less

carbohydrate. Also, we observed a trend toward increased IL-2 production within
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individuals who consume greater vitamin E and vitamin C intakes. Given the small number
of subjects, it is premature to make any dietary supplement recommendations, rather, it is
important to consider nutrient intake as a factor when analyzing immune function in the
elderly population, especially considering that malnutrition often exists in this population.

The primary mechanisms responsible for the exercise-induced enhancement of
immune function are unknown. Neuroendocrine changes that occur during exercise may
mediate the alteration of the immune response (Table 4). The possible neuroendocrine
changes due to exercise include changes in a variety of neurohormones, such as
glucocorticoids, catecholamines, B-endorphins, and growth hormones. All of these
neurohormones have been shown to alter the immune response (39). It has been thought that
during exercise glucocorticoids and catecholamines are the primary stressor hormones that
affect the immune system (40). Perhaps the regular release of catecholamines and/or
glucocorticoids improves immune responsiveness. A secondary mechanism for altered
immune response due to exercise may include psychosocial factors. Immune functioning is
compromised with high levels of psychosocial stress and depression. However, exercise may
attenuate psychosocial stress and reduce depression, perhaps resulting in improved immune
function.

Table 4. Neurotransmitters and hormones with immunomodulatory properties®.

Factor Exercise result Action | Effect

Glucocorticoids Increases S/E Antibody production, NK activity, cytokine production
Catecholamines Increases S/E Lymphocyte proliferation to mitogen, cytokine production
B-endorphin Increases E/S Antibody synthesis, macrophage activation, T-cell activation
Prolactin Increases E Macrophage activation, IL-2 production

Growth hormone | Increases E Antibody synthesis, macrophage activation, IL-2 modulation
Vasopressin Increases E T-cell proliferation

ACTH Increases E/S Cytokine production, NK activity, antibody synthesis

*These represent general properties. In many cases, the action depends on the concentration, target
cell and immune function studied. S: suppression, E: enhancement
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CONCLUSION

In summary, numerous changes occur in immune responsiveness among the elderly
population. Influenza is a significant cause of mortality among this population group.
Vaccine efficacy is reduced among the elderly population. It is significant to identify
specific lifestyle habits that may enhance vaccine efficacy. The findings from this study
suggest that regular, vigorous exercise for 25-30 minutes > 3 times per week for at least 10
months may enhance immune response to influenza immunization by increasing antibody
titer in older adults. The antibody titer is the primary predictor for an immune response.
Further research to clarify the mechanisms responsible for enhanced immune function are
necessary. It would be relevant to investigate the effects of a long-term exercise program on
older é.dults, in terms of the immune response to influenza vaccination; and to examine
exercise-associated alterations in psychological state as potential mediators of the exercise-
induced modulation of immunity. Perhaps the immunomodulatory effects of exercise are
mediated by the binding of catecholamines released during exercise to lymphocyte beta-
adrenergic receptors. A study that incorporates investigating the immune, psychological, and
physiological responses will provide a basis for further study into the mechanisms mediating

[ 4

these relationships.



44

REFERENCES CITED

Todar, K. Immunology and immune defense against microbial pathogens. University of
Wisconsin Department of Bacteriology. 1998.
www.bact.wisc.edu/Bact303/Immunology

. Lui KJ, Kendal AP. Impact of influenza epidemics on mortality in the United Stated
from October 1972 to May 1985. Am J Public Health. 1987;77: 712-716.

. Ben-Yehuda A, Danenberg HD, Zakay-Ronse Z, Gross DJ, Friedman G. The influence
of sequential annual vaccination and of DHEA administration on the efficacy of the
immune response to influenza vaccine in the elderly. Mechanisms of Aging and
Development. 1998; 102:299-306.

. Bemstein E, Kaye D, Abrutyn E, Gross P, Dorfman M, Murasko DM. Immune response
to influenza vaccination in a large healthy elderly population. Vaccine. 1999; 17:82-94.

. Remarque EJ. Influenza vaccination in elderly people. Experimental Gerontology.
1999; 34:445-452.

. Goodeve A, Potter CW, Clark A, Jennings R, Schild GC, Yetts R. A graded dose study
of inactivated surface antigen influenza B vaccine in volunteers. J Hyg Camb. 1983; 90:
107-15.

. Keren G, Segev S, Morag A, Zakay-Rones Z, Barzilai A, and Rubinstein E. Failure of
influenza vaccination in the aged. J Med Virol. 1988; 25(1): 85-89.

. Beyer WEP, Palache AM, Baljet M, Masurel N. Antibody induction by influenza
vaccines in the elderly: a review of literature. Vaccine. 1989; 7: 385-94.

. Gravenstein S. Drinka PJ, Duthie EH, Miller BA, Brbwn CS, Hensley M, Circo R, Langer
E, Ershier WB. Efficacy of an influenza hemagglutinin diptheria toxoid conjugate

vaccine in elderly nursing home subjects during an influenza outbreak. J Am Geriatr Soc.
1994; 42: 245-51.

10. Remarque EJ, De Bruijn 1A, Boersma WJA, Masurel N, Ligthart GJ. Altered antibody

response to influenza HIN1 vaccine in healthy elderly people as determined by HI,
ELISA, and Neutralization assay. J Med Virol. 1998; 55:82-87.

11. Barker WH, Mullooly JP. Effectiveness of inactivated influenza vaccine among non-

institutionalized elderly persons. In: Kendal AP, Patriarca PA, eds, Options for the
Control of Influenza. New York, NY: Alan R. Liss, Inc, 1986: 169-182.

12. Govaert TM, Thijs CT, Masurel N, Sprenger MJ, Dinant GJ, Knottnerus JA.

The efficacy of influenza vaccination in elderly individuals. A randomized double-



13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

45

blind placebo-controlled trial. JAMA. 1994;272(21): 1661-5.

Lui KJ, Kendal AP. Impact of influenza epidemics on mortality in the United States
from October 1972 to May 1985. Am J Public Health 1987; 77: 712-716.

Strassburg MA, Greenland S, Sorvillo FJ, et al. Influenza in the elderly: report of an
outbreak and a review of vaccine effectiveness reports. Vaccine 1986; 4: 38-42.

McMichael A. Cytotoxic T-lymphocytes specific for influenza virus. Cur Topics
Microbiol Immunol 1994; 189: 75-89.

Remarque EJ, Nijhuis EWP, Hinloopen B, Nagelkerken L, Van Der Velde EA, Ligthart
GJ. Correlation between the antibody response to influenza vaccine and helper T-cell
subsets in healthy ageing. Vaccine. 1996; 14:127-130.

Betts RF and Treanor JT. Approaches to improved influenza vaccination. Vaccine.
2000; 18: 1690-95.

Martin, JT. Development of an adjuvant to enhance the immune response to
influenza vaccine in the elderly. Biologicals. 1997; 25: 209-213.

Mazzeo RS, The influence of exercise and aging on immune function. Med Sci
Sports Exerc. 1994;26: 586-592.

Shinkai S, Konishi M, Shephard RJ. Aging and immune response to exercise. CanJ
Physiol Pharmacol. 1998; 76(5): 562-72.

Woods JA, Ceddia MA, Wolters BW, Evans JK, Lu Q, McAuley E. Effects of 6 months
of moderate aerobic exercise training on immune function in the elderly. Mechanisms of
Aging and Development. 1999; 109:1-19.

Venkatraman JT and Fernandes G. Exercise, immunity and aging. Aging Clin Exp Res.
1997; 9:42-56.

Neiman DC, Henson DA, Gusewitch G, Warren BJ, Dotson RC, Butterworth DE,
Nehlsen-Cannarella SL. Physical activity and immune function in elderly women. Med
Sci Sports Exerc. 1993; 25:823-831.

Shinkai S, Kohno H, Kimura K, Komura T, Asai H, Inai R, Oka K, Kurokawa Y,
Shephard R. Physical activity and immune senescence in men. Med Sci Sports Exerc.
1995; 27:1516-1526.

Kohut, ML, Cooper MM, Nickolaus MS, Russel DR, Cunnick JE. Exercise and
psychological factors modulate immunity to influenza vaccine in elderly individuals.
Journal of Gerontology: MEDICAL SCIENCES 2002; 57A: M1-M6.



26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

46

Fahlman M, Boardly D, Flynn MG, Braun WA, Lambert CP, Bouillon LE. Effects of
endurance training on selected parameters of immune function in elderly women.
Gerontology. 2000; 26:97-104.

Woods JA, Ceddia MA, Wolters BW, Evans JK, Lu Q, McAuley E. Effects of 6 months
of moderate aerobic training on immune function in the elderly. Mech Ageing Dev.
1999; 109:1-19.

Meydani M, Lipman RD, Han SN, Wu, D, Beharka A, Martin KR, Bronson R, Cao G,
Meydani SN. The effect of long-term dietary supplementation with antioxidants. 4nn N
Y Acad Sci. 1998; 854; 352-60.

Meydani SN, Meydani M, Blumberg JB, Leka LS, Siber G, Loszewski R, Thompson C,
Pedrosa MC, Diamond RD, Stollar BD. Vitamin E supplementation and in vivo immune
response in healthy elderly subjects. A randomized control study. JAMA. 1997; 277
(17): 1380-6.

Meydani SN, Barklund MP, Liu S, Meydani M, Miller RA, Cannon JG, Morrow FD,
Rocklin R, Blumberg JB. Vitamin E supplementation enhances cell-mediated immunity
in healthy elderly subjects. Am J Clin Nutr. 1991; 53 (4): 976-7.

Han SN, Meydani M, Wu D, Bender BS, Smith DE, Vina J, Cao G, Prior RL, Meydani
SN. Effect of long-term dietary antioxidant supplementation on influenza virus infection.
J Gerontol. 2000; 55 (10): B496-503.

Rikli, RE and Jones, CJ. Senior Fitness Test Manual. Champaign, IL: R.E. Rikli and
C.J. Jones, 2001.

Bernstein, ED, Gardner EM, Abrutyn E, Gross P, Murasko DM. Cytokine production
after influenza vaccination in a healthy elderly population. Vaccine. 1998; 16 (18):
1722-1731.

Glathe H and Lange W. Influenza vaccination in Older Patients. Drugs and Aging.
1995; 6(5): 368-387.

Ada GL, and Jones PD. The immune response to influenza infection. Curr Top
Micribiol Immunol 1986; 128: 4-10.

McElhaney JE, Gravestein S, Krause P, Hooton JW, Upshaw CM, Drinka P. Assessment
of markers of the cell-mediated immune response after influenza virus infection in frail
older adults. Clin Diagn Lab Immunol. 1998; 6:840-844.

Shuler PB, Lloyd LK, Leblanc PA, Clapp TA, Abadie BR, Collins RK. The effect of
physical activity and fitness on specific antibody production in college students. J Sports
Med Phys Fitness. 1999; 39:233-239.



47

38. Nasrullah IR, Mazzeo RS. Age-related immunosenescence in Fischer 344 rats: influence
of exercise training. J Appl Physiol. 1992; 73:1932-1938.

39. Guidi L, Augusto T, Frasca D, Vangeli M, Errani AR, Bartoloni C.
Psychoneuroimmunology and aging. Gerontology. 1998; 44: 247-261.

40. Kusnecov AW. Stressor-induced alterations of immune function: mechanisms and
issues. International Archives of Allergy and Immunology. 1994; 105: 107-121.



