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Abstract
Background Bovine colostrum (COL) has been advocated as a nutritional countermeasure to exercise-induced immune 
dysfunction, but there is a lack of research with clinically relevant in vivo measures.
Aim To investigate the effects of COL supplementation on in vivo immunity following prolonged exercise using experimental 
contact hypersensitivity (CHS) with the novel antigen diphenylcyclopropenone (DPCP).
Methods In a double-blind design, 31 men were randomly assigned to COL (20 g/day) or placebo (PLA) for 58 days. 
Participants ran for 2 h at 60% maximal aerobic capacity on day 28 and received a primary DPCP exposure (sensitisation) 
20 min after. On day 56, participants received a low-dose-series DPCP challenge to elicit recall of in vivo immune-specific 
memory (quantified by skinfold thickness 24 and 48 h later). Analysis of the dose–response curves allowed determination 
of the minimum dose required to elicit a positive response (i.e., sensitivity).
Results There was no difference in summed skinfold thickness responses between COL and PLA at 24 h (p = 0.124) and 
48 h (p = 0.405). However, sensitivity of in vivo immune responsiveness was greater with COL at 24 h (p < 0.001) and 48 h 
(p = 0.023) with doses ~ twofold greater required to elicit a positive response in PLA.
Conclusions COL blunts the prolonged exercise-induced decrease in clinically relevant in vivo immune responsiveness to a 
novel antigen, which may be a mechanism for reduced illness reports observed in the previous studies. These findings also 
suggest that CHS sensitivity is highly relevant to host defence.

Keywords Running · Host defence · Contact hypersensitivity · Diphenylcyclopropenone · Whole integrated immune 
response

Introduction

Upper respiratory tract symptoms (URS) are the most com-
mon ailment reported by athletes to medicine clinics at 
major sporting events [1–3]. It has long been considered that 
transient perturbations in host immunity following strenuous 
training and/or competition increase susceptibility to infec-
tious (pathogenic) causes of URS [4]. Numerous studies 
have shown significant decreases in circulating and mucosal 
immune function in individuals undergoing heavy physical 
exertion [5]. The majority of these studies have relied on 
in vitro measures of immune function where the clinical 
relevance of such investigations is often questioned [6]. The 
importance of in vivo measures of immunity to determine 
the clinical relevance of a change in immune function in 
an exercise context has been recognised [7]. The clinical 
relevance of such measures is further supported in immune-
deficient populations (e.g., HIV-positive children), whereby 
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the degree of responses relates to relevant clinical outcomes 
(respiratory infections and mortality) [8–10].

Topical skin exposure to novel antigens (contact sensitisa-
tion) such as diphenylcyclopropenone (DPCP) allows for the 
effects of systemic stressors on the induction and elicitation 
phases of in vivo T-cell-mediated immune response to be 
quantified by oedema and erythema [11–13]. By use of this 
model of experimental contact sensitisation, Harper-Smith 
et al. [14] demonstrated that participation in a single bout 
of prolonged (2 h) moderate exercise compared to rest sig-
nificantly reduced both the induction and the elicitation of 
in vivo cell-mediated immunity. Recent work demonstrating 
that the same exercise stressor does not impair responses to 
a skin irritant [15] has further established this as a control-
lable, reproducible, and valid marker of exercise-induced 
immunity (antigen T-cell-mediated responses). This rigor-
ous model with control of both the dose and timing of the 
sensitisation to the novel antigen permits the investigation 
of strategies to counter the effects of prolonged exercise on 
immunity.

Several nutritional interventions have been proposed 
as countermeasures to exercise-induced immune dysfunc-
tion. Oral supplementation of bovine colostrum (COL) 
reduces the episode incidence and days of URS in adults 
involved in exercise training by a magnitude that is greater 
than the smallest clinically important difference [16]. The 
mechanism(s) behind such effects remain unclear, but it has 
been proposed that it is linked to COL reducing perturba-
tions in cellular immunity following prolonged exercise 
[17]. We have previously demonstrated that COL blunts the 
decrease in blood neutrophil effector functions following 
prolonged exercise [18, 19]. Shing et al. [20] observed a 
prevention of a post-exercise decrease in cytotoxic/suppres-
sor T cells during an intensive period of training. Although 
such in vitro or ex vivo measures are considered sufficiently 
reliable and sensitive markers of immunity [7], it is difficult 
to conclude with any degree of certainty that modulations 
in these parameters alone are responsible for the alteration 
observed in susceptibility to URS. The cutaneous measures 
of immunity such as contact hypersensitivity (CHS) repre-
sent an integrated and highly coordinated (in vivo) immune 
response to a challenge induced by a novel antigen [21].

To our knowledge, no studies have assessed the effects of 
COL on the in vivo immune response to a novel antigen fol-
lowing prolonged exercise. Therefore, the aim of this study 
was to investigate the effects of COL supplementation on the 
induction of a cell-mediated response to DPCP following 
prolonged exercise. We hypothesised that COL supplemen-
tation would blunt prolonged exercise-induced decreases 
in the induction of in vivo immunity. Although not on the 
World Anti-Doping Agency’s list of banned substances, sup-
plementation of COL is not recommended by the governing 
body, because it contains growth factors such as insulin-like 

growth factor I (IGF-I) that “may influence the outcome of 
anti-doping tests” [22]. Given that this study may have clini-
cally relevant implications for athletes, the secondary aim 
was to investigate whether COL caused any unwarranted 
changes in IGF-I concentrations.

Materials and methods

Trial design

This double-blind randomised placebo controlled trial was 
approved by the Aberystwyth University Research Ethics 
Committee and all experimental procedures were conducted 
in line with the Declaration of Helsinki. All participants pro-
vided both verbal and written consent following information 
on experimental procedures. All laboratory visits involving 
exercise also required completion of a physical activity read-
iness questionnaire (PAR-Q).

Participants

Thirty-four participants were eligible for the present inves-
tigation (Fig. 1). Participants were included if they were 
male, healthy (as determined by PAR-Q), recreationally 
active, non-smokers, and aged 18–45 years. Exclusion cri-
teria were use of regular medication or dietary supplements, 
known allergy or intolerances to milk products, eczema or 
dermatitis on the upper arm or lower back, regular exposure 
to ultraviolet radiation, tendency for abnormal scarring (e.g. 
keloid), previous contact with DPCP, participation in other 
research studies that involved skin patch testing, or blood 
donation or infection 4 weeks prior to the study.

Supplementation

Participants were randomly assigned (using a computerised 
list generated at randomiser.org by a researcher not involved 
in data collection) to a COL group (n = 17) or placebo (PLA) 
group (n = 17) following stratification on age and aerobic fit-
ness (determined in first incremental exercise test). COL and 
PLA powdered supplements were provided in sealed sachets 
that did not identify the contents to a study investigator 
(blinded to group allocation) for distribution to participants. 
Participants consumed 20 g per day (10 g morning and even-
ing: mixed with 250–300 mL of water and consumed on an 
empty stomach) of COL or an isoenergetic/isomacronutrient 
PLA (skimmed milk powder and milk protein concentrate) 
for 58 days (28 days before and after the main exercise trial, 
and the 2 days of elicitation) (Fig. 2).
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Randomised (n=34) 

Allocated to bovine colostrum group (n=17) 
   - Received allocated intervention (n=17)

Lost to follow up (n=2) 
   - Injury and new medication 
   - Overseas travel 

Included in final analysis (n=15) Included in final analysis (n=16)

Lost to follow up (n=1) 
   - New medication 

Allocated to placebo group (n=17) 
   - Received allocated intervention (n=17)

Eligible and enrolled in study (n=34) 

Screened volunteers (n=38) 

Ineligible for study (n=4) 
   - Age > 45 years (n=1) 
   - Asthma medication (n=1) 
   - Immunosuppressive medication (n=2) 

Fig. 1  Schematic diagram of study design

Consent 

Day 

End of Study 

Bovine colostrum or placebo supplementation 

Randomisation 

    14 

Incremental 
exercise test 

     21 
Familiarisation trial 
11:00 1 h run 60%       max  2OV

28 
Main exercise trial 
07:30 Standardised breakfast; 
10:45 Pre-exercise blood sample; 
11:00 2 h run 60%       max; 
13:00 Post-exercise blood sample; 
13:20 Sensitisation patch applied 
(induction of in vivo immunity)  

2OV

 30

13:20 Sensitisation 
patch removed 

   56

13:20 Dose-series  
patch application 
(elicitation of in  
vivo immunity); 
19:20 Patches  
removed  

    57       58

13:20 Skinfold 
measurement 

   0 
    Baseline

10:45 Blood sample; 
Supplement allocated 

 -2 

Incremental 
exercise test; 
Participant 
demographics 

Fig. 2  Flowchart of study participants
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Preliminary visits and standardisation

Participants performed a continuous incremental test 
(1 km h− 1 min− 1) following 3 min at 7 km h− 1 to volitional 
exhaustion on a treadmill with a 1% grade (PPS 55med, 
Woodway GmbH, Weil am Rhein, Germany). Expired gas 
was analysed by an online breath-by-breath gas analysis 
system (Jaeger Oxycon Pro, Hoechberg, Germany). Strong 
verbal encouragement was provided in the later stages of the 
test to encourage maximal effort. Maximal oxygen uptake 
( V̇O

2
 max) was determined as the highest 30 s average dur-

ing the test.
At least 48 h following the incremental test and after an 

overnight fast (from midnight), participants reported to the 
laboratory at 10:30 for a blood sample (Baseline, day 0) 
prior to commencing supplementation. Fourteen days into 
the supplementation period, V̇O

2
 max of participants was 

re-tested. Seven days later, participants performed a famil-
iarisation trial consisting of a 1 h run to habituate with study 
procedures and verify speed equivalent to 60% V̇O

2
 max.

For the 24 h prior to the main experimental trial, par-
ticipants were provided a standardised diet of 60% (energy 
from) carbohydrate: ~ 5.4 g kg− 1 body mass (BM); 25% fat: 
~ 1.0 g kg− 1 BM; 15% protein: ~ 1.3 g kg− 1 BM and water: 
35 mL kg− 1 BM [23]. This diet matched the estimated daily 
energy expenditure requirements for each participant esti-
mated by the equation of Harris and Benedict [24] multi-
plied by a physical activity factor of 1.5 (note: relative rest 
was required on this day). This diet did not include any caf-
feine or alcohol, and participants were also asked to avoid 
any exercise during this period. On the day of the main 
trial, participants were provided a standardised breakfast 
at 07:30 [total energy: 7.5 kcal kg− 1 BM, carbohydrate: 
~ 1 g kg− 1 BM (60%), fat: ~ 0.2 g kg− 1 BM (25%) and pro-
tein: ~ 0.2 g kg− 1 BM (15%)]. They remained in the lab for 
3 h (during which a bolus of water equivalent to 5 mL kg− 1 
BM was provided). To further standardise dietary intake, 
participants were provided with a lunch prior to departure on 
the day of the main exercise trial [total energy: 5 kcal kg− 1 
BM, carbohydrate: ~ 0.6 g kg− 1 BM (50%), fat: ~ 0.2 g kg− 1 
BM (34%), and protein: ~ 0.2 g kg− 1 BM (16%)].

Experimental procedures

Main exercise trial

A resting blood sample (pre-exercise) was collected at 10:45 
before the 2 h run at 60% V̇O

2
 max commenced at 11:00. All 

participants were permitted diluted cordial (four volumes 
of water to 1 volume of sugar-free cordial at 2 mL kg−1 of 
BM) every 15 min during the exercise but not at end of the 
exercise. Expired gas (2 min) was analysed with measure-
ments commencing at 30, 60, and 90 min of exercise (Jaeger 

Oxycon Pro, Hoechberg, Germany). Heart rate (Polar S610, 
Polar Electro Oy, Kempele, Finland) and rating of per-
ceived exertion (RPE: Borg scale [25]) were monitored and 
recorded every 15 min during the protocol. A venous blood 
sample was collected immediately post-exercise (post-exer-
cise). Participants showered (without the use of body washes 
or shower gels) and returned to the laboratory within 20 min 
of exercise completion.

Induction of contact sensitivity

Participants were sensitised at 13:20 using a single patch 
(22.8 µL of 0.125% DPCP in acetone, 30 µg cm− 2 DPCP) 
applied to the mid-lower back in accordance with the 
previous studies [14, 15, 21]. Following application, the 
patch remained in place for exactly 48 h. Participants were 
instructed to avoid alcohol and exercise during this period.

Elicitation of immune memory

Exactly 28  days following the induction of immune-
specific memory (sensitisation), and in accordance with 
the previous studies [14, 15, 21], participants reported 
to the laboratory for a series of DPCP patches (10 µL of 
0.0048%, 1.24 µg cm− 2; 0.0076%, 1.98 µg cm− 2; 0.0122%, 
3.172  µg  cm− 2; 0.01953%, 5.08  µg  cm− 2; 0.03125%, 
8.12 µg cm− 2; and 0%, 100% acetone) to be applied to 
the volar aspect of their right upper arm, at the same time 
(13:20). To minimise anatomical variability, these patches 
were applied in a randomly allocated order (matched 
between groups). All patches were removed after exactly 6 h.

Assessment of cutaneous responses

Participants returned to the laboratory 24 and 48 h following 
the application of patches for cutaneous responses (oedema, 
by skinfold thickness) to be measured, in triplicate, using 
modified skin fold callipers (Baty, West Sussex, UK) in 
accordance with the previous studies [14, 15, 21]. During 
this 48 h period, and the 24 h prior to application of the 
patches, participants were requested to avoid any exercise 
and alcohol. The dose–response curves were used to conduct 
sensitivity analyses to determine the minimum DPCP dose 
required to elicit a (positive) response. Summed increases 
in skinfold thickness were determined by adding values for 
all doses.

Blood sampling

Participants remained seated, performing minimal move-
ment for 10 min prior to each blood sample with the excep-
tion of immediately post-exercise, which was drawn within a 
few min of exercise cessation. Blood samples were collected 
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by venepuncture [21 gauge precision needle (Becton–Dick-
inson, Oxford, UK)] from an antecubital vein into a vacu-
tainer (Becton–Dickinson, Oxford, UK) containing tripotas-
sium ethylene diamine tetraacetic acid  (K3EDTA). A small 
aliquot was taken from the  K3EDTA tube for whole blood 
measures, whilst the remaining sample was centrifuged at 
1500g for 10 min at 4 °C. Ailquots of plasma were stored at 
− 80 °C for later analysis.

Blood analysis

Leukocyte counts (ABX Pentra 60 C+, Horiba Medical, 
Montpellier, France) were determined on  K3EDTA treated 
whole blood. Glucose and lactate were determined on EDTA 
plasma (Biosen C-Line, EKF Diagnostic, London, UK). 
IGF-I concentration was quantified in duplicate pre-treated 
(to release IGF-I from binding proteins) plasma samples at 
baseline and pre-exercise (4 weeks following supplementa-
tion) via a commercially available enzyme-linked immuno-
sorbent assay (R&D Systems, Abingdon, UK).

Statistical analysis

Sample size estimation: It was not possible to use previous 
data to perform power calculations, since there are no other 
studies that have used the present methods to assess in vivo 
immune function with this supplement. However, we have 
undertaken a number of studies on various immune mark-
ers and, on average, have observed a large effect (Cohen’s 
d = 1.25) with the dosage of bovine colostrum used in the 
present study (e.g., [18, 19, 26]). To detect such a magni-
tude of effect in this study, a sample size of n = 15 per group 
(n = 30 in total) is required to provide > 90% power.

Data shown in the text, tables, and figures are presented 
as mean ± standard deviation unless stated otherwise. Sta-
tistical analysis of the dose–response curves was performed 
using Graph Pad Prism version 7 (GraphPad, San Diego, 
USA). Statistical analyses of all blood measures were per-
formed via SPSS (v22.00; SPSS Inc., Chicago, IL, USA). 
If possible, data not normally distributed were normalised 
with log or square root transformation before further analy-
sis; otherwise, non-parametric tests were used. A two-factor 
mixed ANOVA (group × time) was carried out on blood leu-
kocytes, plasma glucose, lactate, and IGF-I. Any significant 
main effects in the ANOVA were further analysed by post 
hoc two-tailed paired or independent t tests with Holm–Bon-
ferroni correction. Independent t tests were used to compare 
HR, oxygen uptake (%V̇O

2
 max, V̇O

2
 ), RPE, and summed 

skinfold thickness (at 48 h). Mann–Whitney U test was used 
to assess summed skinfold thickness responses to DPCP at 
24 h. Statistical significance was accepted at p < 0.05.

Results

Participants

From initially screened and included volunteers, 31 partici-
pants were analysed in this trial (Fig. 1). Follow-up was not 
possible in two participants from COL group due to injury 
(outside of experimental protocol which also required acute 
anti-inflammatory treatment) and overseas travel leading 
to prolonged period where supplement was not consumed. 
One participant from PLA group was excluded following 
a change in circumstances (prescribed medication), mean-
ing that they no longer met the eligibility criteria. Groups 
remained well matched with no significant differences in 
physical characteristics (Table 1).

Physiological responses to exercise

There was no significant difference in absolute (p = 0.979) 
or relative (p = 0.423) trial V̇O

2
 between the COL 

(2646 ± 254 mL min− 1; 61.4 ± 2.3% V̇O
2
 max) and PLA 

groups (2649 ± 329  mL  min− 1; 62.3 ± 3.3% V̇O
2
 max). 

Similar mean HR (COL, 150 ± 14 bpm; PLA, 150 ± 11 bpm; 
p = 0.910) and RPE (COL, 13.0 ± 1.0; PLA, 12.6 ± 1.2; 
p = 0.365) values were observed during the main exercise 
trials. There was no significant time (p = 0.502), group 
(p = 0.319), or interaction effect (p = 0.633) for plasma 
glucose (COL, pre-exercise: 4.5 ± 0.4  mmol  L− 1, post-
exercise: 4.7 ± 0.7; PLA, pre-exercise: 4.4 ± 0.6, post-
exercise: 4.4 ± 0.6). There was a significant time effect for 
plasma lactate (p < 0.001) with a significant increase from 
pre-exercise (p < 0.001) to post-exercise, but there was no 
group (p = 0.804) or interaction effect [p = 0.506 (COL, pre-
exercise: 1.4 ± 0.4 mmol L− 1, post-exercise: 1.9 ± 0.5; PLA, 
pre-exercise: 1.3 ± 0.2, post-exercise: 2.0 ± 0.7)].

Immune cell counts

No significant group or interaction effects were evident for 
total or differential leukocyte counts (Table 2). A main effect 
of time was observed for all leukocytes (Table 2).

Table 1  Participant characteristics

COL PLA p value

Age (years) 23.4 ± 4.7 25.3 ± 5.5 0.307
Body mass (kg) 76.4 ± 9.2 73.7 ± 8.1 0.388
Height (m) 1.81 ± 0.05 1.79 ± 0.07 0.352
V̇O

2
 max (mL min− 1) 4272 ± 410 4152 ± 529 0.489

V̇O
2
 max (mL kg− 1 min− 1) 56.6 ± 8.0 56.4 ± 5.3 0.962
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Plasma IGF‑I

There was a significant time effect for plasma IGF-I 
(p = 0.003), but there was no group (p = 0.649) or interac-
tion effect (p = 0.987) [COL, baseline: 125 ± 23 ng mL− 1, 

pre-exercise (4 weeks): 135 ± 31 ng mL− 1; PLA, baseline: 
131 ± 33 ng mL− 1, pre-exercise: 140 ± 33 ng mL− 1].

Table 2  Immune cell counts 
prior to and following 
prolonged running

*Significant main effect of time (p < 0.001). Post hoc (analysis for time effects): †Significant difference 
compared to Baseline (p < 0.05), ‡Significant difference compared to pre-exercise

Cell count,  109 × L− 1 Baseline Pre-exercise Post-exercise p values
Group

Time

Interaction

Total leukocytes †,‡ 0.601
COL 5.5 ± 1.8 5.7 ± 1.3 11.6 ± 4.3 < 0.001*
PLA 4.8 ± 1.2 5.3 ± 0.9 12.0 ± 5.7 0.399
Neutrophils † †‡ 0.566
COL 3.0 ± 1.7 3.2 ± 1.2 8.5 ± 4.5 < 0.001*
PLA 2.3 ± 0.8 2.9 ± 0.7 8.5 ± 5.2 0.382
Monocytes †,‡ 0.467
COL 0.5 ± 0.2 0.5 ± 0.1 0.9 ± 0.4 < 0.001*
PLA 0.5 ± 0.1 0.5 ± 0.1 0.9 ± 0.4 0.337
Total lymphocytes †,‡ 0.459
COL 1.7 ± 0.4 1.6 ± 0.4 2.2 ± 0.6 0.001*
PLA 1.8 ± 0.5 1.7 ± 0.4 2.4 ± 0.6 0.939
Neutrophil: lymphocyte † †,‡ 0.371
COL 1.9 ± 1.7 2.1 ± 1.0 3.9 ± 1.7 < 0.001*
PLA 1.3 ± 0.4 1.8 ± 0.5 3.6 ± 2.0 0.430

Fig. 3  Summed increase in skinfold thickness at 24 and 48  h in 
response to DPCP challenge 28 days after sensitisation. Asterisk: par-
ticipants of the non-exercising control arms (n = 32) from the previ-
ous studies [14, 15] serve as an additional comparison (i.e., 120 min 

of seated rest prior to sensitisation with DPCP) to demonstrate typi-
cal decreases in summed skinfold responses to DPCP with prolonged 
exercise. Columns indicate mean values for each group. Error bars 
represent 95% confidence intervals
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In vivo immune responses

The summed skinfold response was not significantly differ-
ent between groups at 24 h (COL: 1.84 ± 1.79 mm, PLA: 
1.01 ± 0.92 mm, p = 0.124) or 48 h (COL, 3.61 ± 3.21 mm; 
PLA, 2.83 ± 1.64 mm, p = 0.405) (Fig. 3). Analysis of the 
dose–response curves allowed determination of the mini-
mum DPCP dose required to elicit a positive response 
(i.e., sensitivity) (Fig. 4). The minimum dose required at 
24 h was 0.4 and 0.8 µg cm− 2 for COL and PLA groups, 
respectively (p < 0.001), indicating that a dose of 2.0-fold 
greater was required to elicit a positive response in the PLA 
group. At 48 h, the threshold was 0.4 and 0.7 µg cm− 2 for 
COL and PLA groups, respectively (p = 0.023), indicat-
ing that a dose of 1.8-fold greater was required to elicit a 
positive response in the PLA group. Direct comparisons 
between groups at each dose revealed a greater skinfold 
thickness response in COL compared to PLA for the low-
est DPCP dose at both 24 h (COL: 0.22 ± 0.25 mm, PLA: 
0.06 ± 0.11 mm, p = 0.011) and 48 h (COL: 0.42 ± 0.50 mm, 
PLA: 0.16 ± 0.19 mm, p = 0.048).

Discussion

The aim of this study was to investigate the effects of 
COL supplementation on the induction of in vivo immune 
responses to a novel antigen following prolonged exercise. 
The previous evidence suggests that completion of pro-
longed exercise prior to sensitisation to the novel sensitis-
ing chemical, DPCP, can impair the induction of antigen-
specific memory [14]. This provides a robust method to 

evaluate the effects of purported nutritional countermeasures 
on exercise-induced immune dysfunction in vivo. COL did 
not significantly affect the overall summed skinfold response 
to DPCP, but COL supplementation induced greater sensi-
tivity of antigen-specific memory recalled 4 weeks following 
the initial sensitisation. A greater contact hypersensitivity 
response to the lowest DPCP dose was also evident in the 
COL group, but there was no difference at the higher doses.

The findings of the present study extend our current 
knowledge on the benefits of COL as an immune-enhancing 
supplement in humans. Evidence, to date, suggests that the 
effects of COL may be more apparent in the early recov-
ery period following prolonged exercise [18, 19]. However, 
the immunoprotective effects of COL (within a model of 
exercise-induced immune dysfunction) thus far in humans 
have only been demonstrated with in vitro measures of blood 
neutrophil function. Although investigations on whole blood 
maintains the proximity of leukocytes and the extracellular 
milieu of leukocytes compared to other in vitro measures of 
immune function, the use of in vivo measures is considered 
more clinically relevant [7, 11, 22]. We previously demon-
strated that COL limits the increased salivary bacterial load 
in physically active males during the winter months [26], 
and proposed this to be a relevant marker of in vivo (innate) 
immunity that needed further testing in an exercise immu-
nology context. Here, we have used a controllable, reproduc-
ible, and valid marker of exercise-induced immunity in vivo.

With regard to the overall reactivity to DPCP, we did not 
observe any significant effects of COL. In the one previous 
study investigating a nutritional countermeasure (carbohy-
drate supplementation during exercise) using this experi-
mental model [21], there were no significant effects on either 

Fig. 4  Skinfold responses to the full dose-series DPCP challenge 
28 days after sensitisation. Asterisk: participants of the non-exercis-
ing control arms (n = 32) from the previous studies [14, 15] serve as 
an additional comparison (i.e., 120  min of seated rest prior to sen-
sitisation with DPCP) to demonstrate typical decreases in sensitivity 

of immune-specific memory to DPCP with prolonged exercise. Points 
indicate mean values for each group. Error bars represent 95% confi-
dence intervals. Dagger: significant difference between PLA and COL 
(p < 0.05)
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sensitivity or overall reactivity to DPCP following prolonged 
exercise. The previous studies [14, 15] have consistently 
shown that participation in prolonged exercise prior to pri-
mary sensitisation to DPCP decreases summed responses of 
all challenge sites and increases the minimum dose (thresh-
old) required to elicit a positive response during recall of 
immune-specific memory. As a result of exercise-induced 
impairment in cell-mediated immunity, a three-to-fourfold 
greater (i.e., lower sensitivity), DPCP dose was required to 
evoke a positive response in the exercise group than the non-
exercising control group. Similarly, when compared to the 
resting groups of Harper-Smith et al. [14] and Diment et al. 
[15], the exercise groups in this study demonstrate a reduc-
tion in summed responses (Fig. 3). However, the findings of 
this study demonstrate that COL acts as a nutritional coun-
termeasure to prolonged exercise-induced decrements in the 
sensitivity of clinically relevant in vivo immune responsive-
ness to a novel antigen.

There is unequivocal evidence that a threshold effect 
exists for cutaneous sensitisation [27–29]. Indeed, with 
experimental contact dermatitis, there are threshold doses 
where an allergic state is not clinically elicited despite prior 
sensitisation [30]. In contrast, a major goal of vaccines is 
to sensitise host defences for future exposure to a pathogen 
[31]. Hence, greater immune responses by the host during 
exposure to low doses of such antigens are deemed to be 
beneficial for limiting the spread of the infectious agent. The 
previous findings of no inhibitory effect of prolonged exer-
cise on skinfold responses to the irritant, croton oil, provide 
evidence that in the context of DPCP, responses are depend-
ent on cell-mediated events rather than local inflammatory 
processes [15]. Given that a recent meta-analysis [16] of 
five randomised controlled trials (including one from our 
laboratory) of COL supplementation showed a reduction in 
the incidence of URS during exercise training [26, 32–34], 
it is likely that an increase in recall sensitivity provides a 
mechanistic explanation for reduced URS. It will be useful, 
however, for future studies to monitor URS in the period 
following DPCP sensitisation. It is beyond the scope of the 
findings of this study and the previous evidence to suggest 
that T-cell-mediated responses at lower doses of DPCP are 
of greater biological significance (i.e. risk of URS) than 
summed responses. Our data, however, does at least sug-
gest that the sensitivity of cutaneous recall responses to 
DPCP gives a better indication of clinically relevant immu-
nological changes following nutritional (bovine colostrum) 
interventions.

It must be acknowledged that the present study design 
does not allow us to fully establish whether the potential 
effect of COL on the immune system occurred during the 
induction and/or the elicitation of cell-mediated immune 
responses. Limiting consumption of COL to the 4 weeks 
between induction and elicitation only might have provided 

mechanistic insight regarding this question, but this does 
not reflect the application of COL in the real-world setting. 
Within the field of contact sensitisation, the main factor con-
sidered to determine the extent of elicitation is the strength 
of the induction [30]. In addition, the stronger the degree of 
induction, the lower the dose that sensitised individuals will 
react to upon any recall challenge [12]. Furthermore, the 
evidence that the induction phase of T-cell memory is more 
susceptible to the effects of prolonged exercise than the elici-
tation phase [14] may also point towards the period where 
participants would have benefited most from a nutritional 
countermeasure such as COL. Biswas et al. [35] did demon-
strate that COL can differentially affect in vitro stimulation 
of human peripheral blood mononuclear cells by enhancing 
IFNγ production during weak antigenic stimulation but not 
under conditions of strong antigen stimulation.

Although T-cell infiltration plays a central role in the 
orchestration of CHS responses, this is initiated by the non-
specific ‘sensitivity’ of other local (dendritic, Langherhans) 
cells that respond to perturbations induced by the antigen 
[36]. In addition to the induction phase, recent evidence 
suggests that the recruitment of antigen-primed CD8+ T 
cells in response to elicitation of immune memory may 
also depend on infiltration and chemoattractants released 
by inflammatory cells (e.g. neutrophils) [37, 38]. It was a 
limitation of the present study that we did not measure circu-
lating cytokines or in vitro measures of immunity alongside 
in vivo immunity. These may have provided some insight 
into the mechanisms of action or the effects of COL on sig-
nals that may have triggered the migration and maturation of 
cells involved in the in vivo response and whether possible 
tissue priming effects resulted in enhanced immunosurveil-
lance (and explain the greater responses at lower concentra-
tions of DPCP in the COL group). Future studies should 
also explore the effects of COL supplementation on immune 
parameters prior to both induction and elicitation separately 
to further determine mechanisms. However, it is important 
to note that the primary outcome measure, CHS, represents 
the whole integrated in vivo immune response that is con-
sidered the most clinically relevant measure [7, 11, 22] and 
also that in vitro responses do not necessarily predict in vivo 
responses [15, 21]. CHS measurements recorded prior to the 
24 h time point may also provide useful information on the 
improved sensitivity in future studies. If there were any mod-
ulatory effects of COL on performance or stress responses, 
this could also contribute indirectly to effects on the immune 
responses. However, the present findings of similar leuko-
cyte trafficking, and physiological measures, between groups 
(along with similar findings in the previous studies that also 
found no difference in stress hormone responses, e.g., [18, 
19]), suggest that subjects in this study were exposed to a 
matched exercise-induced stress, supporting the previous 
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evidence that the effects of COL are not due to such indirect 
mechanisms.

This study provides further evidence that COL, as a 
supplementation regimen that induces clinically relevant 
benefits to immune health, does not increase circulating 
concentrations of IGF-I compared to an isoenergetic/iso-
macronutrient placebo. The previous evidence from one 
laboratory had suggested increases in IGF-I following short-
periods (≤ 2 weeks) of COL supplementation [39, 40], but 
one of these studies was unable to confirm that it was orally 
administered IGF-I that appeared in the circulation (i.e., 
IGF-I was not absorbed from COL). An important limita-
tion in these studies was the choice of placebo (dextrose 
only) as the addition of daily protein supplementation has 
been shown to induce similar elevations in IGF-I [41]. Sub-
sequently, changes in circulating IGF-I following COL have 
not been replicated by other investigators including larger 
doses and longer duration of supplementation [42–45], 
which, in one study, was supported by no positive values 
in urine samples analysed within an International Olympic 
Committee-accredited laboratory [45]. Furthermore, in a 
previous study [26], we conducted a comprehensive metabo-
lomics analysis and found no differences that would suggest 
COL could influence the outcome of a doping test. The bal-
ance of evidence, therefore, does not seem to support the 
claim that COL can increase IGF-I or influence doping tests.

Conclusion

In summary, COL did not significantly affect the overall 
reactivity of in vivo response to a novel antigen but did blunt 
the prolonged exercise-induced decrease in sensitivity of the 
immune responsiveness. A difference in response to DPCP 
was evident at the lowest recall dose but not at the higher 
doses. Together with the previous findings (e.g., effects of 
COL on host defence and illness susceptibility), these results 
may also suggest that the sensitivity of CHS responses is 
highly relevant to host defence and in vivo protection against 
infection. The present study was undertaken in a fed state (to 
replicate real-world practices of athletes) with a recreational 
athlete population, and presents the first evidence of a nutri-
tional strategy to counter exercise-induced immunodepres-
sion assessed via an established, clinically relevant in vivo 
marker of immunity.

Acknowledgements GD was Ph.D. supervisor/advisor to AWJ (from 
2010 to 2014) whose Ph.D. was supported by a Knowledge Economy 
Skills Scholarship, which was a collaborative project with an exter-
nal partner, The Golden Dairy Ltd. (a supplier of bovine colostrum 
for Neovite/Colostrum UK Ltd.) This project was part-funded by the 
European Social Fund through the European Union’s Convergence Pro-
gramme (West Wales and the Valleys) and administered by the Welsh 
Government. Some of the work data presented in this manuscript was 

collected during AWJ’s Ph.D. Authors also acknowledge financial sup-
port from the University of Lincoln College of Social Science Research 
Fund.

Open Access This article is distributed under the terms of the Creative 
Commons Attribution 4.0 International License (http://creativecom-
mons.org/licenses/by/4.0/), which permits unrestricted use, distribu-
tion, and reproduction in any medium, provided you give appropriate 
credit to the original author(s) and the source, provide a link to the 
Creative Commons license, and indicate if changes were made.

References

 1. Derman W, Schwellnus M, Jordaan E, Blauwet CA, Emery C, Pit-
Grosheide P et al (2013) Illness and injury in athletes during the 
competition period at the London 2012 Paralympic Games: devel-
opment and implementation of a web-based surveillance system 
(WEB-IISS) for team medical staff. Br J Sports Med 47:420–425

 2. Engebretsen L, Steffen K, Alonso JM, Aubry M, Dvorak J, Junge 
A et al (2010) Sports injuries and illnesses during the Winter 
Olympic Games. Br J Sports Med 44:772–780

 3. Schwellnus M, Derman W, Page T, Lambert M, Readhead C, Rob-
erts C et al (2012) Illness during the 2010 Super 14 Rugby Union 
tournament—a prospective study involving 22,676 player days. 
Br J Sports Med 46:499–504

 4. Nieman DC (2000) Is infection risk linked to exercise workload? 
Med Sci Sports Exerc 32:S406–S411

 5. Nieman DC (2007) Marathon training and immune function. 
Sports Med 37:412–415

 6. Walsh NP, Gleeson M, Shephard RJ, Woods JA, Bishop NC, 
Fleshner M et al (2011) Position statement. Part one: immune 
function and exercise. Exerc Immunol Rev 17:6–63

 7. Albers R, Bourdet-Sicard R, Braun D, Calder PC, Herz U, Lam-
bert C et al (2013) Monitoring immune modulation by nutrition 
in the general population: identifying and substantiating effects 
on human health. Br J Nutr 110:S1–S30

 8. Levis WR, Holzer AM, Leonard LK (2006) Topical diphenyl-
cyclopropenone as a measure of immune competence in HIV-
seropositive subjects. J Drugs Dermatol 5:853–858

 9. Poenaru D, Christou NV (1991) Clinical outcome of seriously ill 
surgical patients with intra-abdominal infection depends on both 
physiologic (APACHE II score) and immunologic (DTH score) 
alterations. Ann Surg 213:130–136

 10. Zaman K, Baqui AH, Yunus M, Sack RB, Chowdhury HR, Black 
RE (1997) Malnutrition, cell-mediated immune deficiency and 
acute upper respiratory infections in rural Bangladeshi children. 
Acta Paediatr 86:923–927

 11. Albers R, Antoine JM, Bourdet-Sicard R, Calder PC, Gleeson M, 
Lesourd B et al (2005) Markers to measure immunomodulation 
in human nutrition intervention studies. Br J Nutr 94:452–481

 12. Friedmann PS (2007) The relationships between exposure dose 
and response in induction and elicitation of contact hypersensitiv-
ity in humans. Br J Dermatol 157:1093–1102

 13. Palmer RA, Friedmann PS (2004) Ultraviolet radiation causes less 
immunosuppression in patients with polymorphic light eruption 
than in controls. J Invest Dermatol 122:291–294

 14. Harper Smith AD, Coakley SL, Ward MD, Macfarlane AW, Fried-
mann PS, Walsh NP (2011) Exercise-induced stress inhibits both 
the induction and elicitation phases of in vivo T-cell-mediated 
immune responses in humans. Brain Behav Immun 25:1136–1142

 15. Diment BC, Fortes MB, Edwards JP, Hanstock HG, Ward MD, 
Dunstall HM et al (2015) Exercise intensity and duration effects 
on in vivo immunity. Med Sci Sport Exerc 47:1390–1398

http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/


 European Journal of Nutrition

1 3

 16. Jones AW, March DS, Curtis F, Bridle C (2016) Bovine colostrum 
supplementation and upper respiratory symptoms during exercise 
training: a systematic review and meta-analysis of randomised 
controlled trials. BMC Sports Sci Med Rehabil 8:21

 17. Davison G (2012) Bovine colostrum and immune function after 
exercise. Med Sport Sci 59:62–69

 18. Davison G, Diment BC (2010) Bovine colostrum supplementa-
tion attenuates the decrease of salivary lysozyme and enhances 
the recovery of neutrophil function after prolonged exercise. Br J 
Nutr 103:1425–1432

 19. Jones AW, Thatcher R, March DS, Davison G (2015) Influence of 
4 weeks of bovine colostrum supplementation on neutrophil and 
mucosal immune responses to prolonged cycling. Scand J Med 
Sci Sports 25:788–796

 20. Shing CM, Peake J, Suzuki K, Okutsu M, Pereira R, Steven-
son L et al (2007) Effects of bovine colostrum supplementation 
on immune variables in highly trained cyclists. J Appl Physiol 
102:1113–1122

 21. Davison G, Kehaya C, Diment BC, Walsh NP (2016) Carbohy-
drate supplementation does not blunt the prolonged exercise-
induced reduction of in vivo immunity. Eur J Nutr 55:1583–1593

 22. Bermon S, Castell LM, Calder PC, Bishop NC, Blomstrand E, 
Mooren FC et al (2017) Consensus statement: immunutrition and 
exercise. Exerc Immunol Rev 23:8–50

 23. Todorovic V, Micklewright A (2004) A pocket guide to clinical 
nutrition, 3rd edn. PEN Group Publications, Birmingham

 24. Harris JA, Benedict FG (1918) A biometric study of human basal 
metabolism. Proc Natl Acad Sci USA 4:370–373

 25. Borg GA (1982) Psychophysical bases of perceived exertion. Med 
Sci Sports Exerc 4:377–381

 26. Jones AW, Cameron SJ, Thatcher R, Beecroft MS, Mur LA, 
Davison G (2014) Effects of bovine colostrum supplementation 
on upper respiratory illness in active males. Brain Behav Immun 
39:194–203

 27. Kimber I, Gerberick GF, Basketter DA (1999) Thresholds in con-
tact sensitization: theoretical and practical considerations. Food 
Chem Toxicol 37:553–560

 28. Allenby CF, Basketter DA (1993) An arm immersion model of 
compromised skin (II). Influence on minimal eliciting patch test 
concentrations of nickel. Contact Dermat 28:129–133

 29. Friedmann PS, Moss C (1985) Quantification of contact hyper-
sensitivity in man. In: Maibach HI, Lowe NJ (eds) Models in 
dermatology. Karger, Basel, pp 275–281

 30. Hostynek JJ, Maibach HI (2004) Thresholds of elicitation depend 
on induction conditions. Could low level exposure induce sub-
clinical allergic states that are only elicited under the severe condi-
tions of clinical diagnosis? Food Chem Toxicol 42:1859–1865

 31. Constant SL, Bottomly K (1997) Induction of Th1 and Th2 CD4+ 
T cell responses: the alternative approaches. Annu Rev Immunol 
15:297–322

 32. Crooks CV, Wall CR, Cross ML, Rutherfurd-Markwick KJ (2006) 
The effect of bovine colostrum supplementation on salivary IgA 
in distance runners. Int J Sport Nutr Exerc Metab 16:47–64

 33. Crooks C, Cross ML, Wall C, Ali A (2010) Effect of bovine colos-
trum supplementation on respiratory tract mucosal defenses in 
swimmers. Int J Sport Nutr Exerc Metab 20:224–235

 34. Shing CM, Peake JM, Suzuki K, Jenkins DG, Coombes JS (2013) 
A pilot study: bovine colostrum supplementation and hormonal 
and autonomic responses to competitive cycling. J Sports Med 
Phys Fit 53:490–501

 35. Biswas P, Vecchi A, Mantegani P, Mantelli B, Fortis C, Laz-
zarin A (2007) Immunomodulatory effects of bovine colostrum 
in human peripheral blood mononuclear cells. New Microbiol 
30:447–454

 36. Friedmann PS, Strickland I, Memon AA, Johnson PM (1993) 
Early time course of recruitment of immune surveillance in human 
skin after chemical provocation. Clin Exp Immunol 91:351–356

 37. Engeman T, Gorbachev AV, Kish DD, Fairchild RL (2004) The 
intensity of neutrophil infiltration controls the number of antigen-
primed CD8 T cells recruited into cutaneous antigen challenge 
sites. J Leukoc Biol 76:941–949

 38. Kish DD, Gorbachev AV, Parameswaran N, Gupta N, Fairchild RL 
(2012) Neutrophil expression of Fas ligand and perforin directs 
effector CD8 T cell infiltration into antigen-challenged skin. J 
Immunol 189:2191–2202

 39. Mero A, Kähkönen J, Nykänen T, Parviainen T, Jokinen I, Takala 
T et al (2002) IGF-I, IgA, and IgG responses to bovine colostrum 
supplementation during training. J Appl Physiol 93:732–739

 40. Mero A, Miikkulainen H, Riski J, Pakkanen R, Aalto J, Takala 
T (1997) Effects of bovine colostrum supplementation on serum 
IGF-I, IgG, hormone, and saliva IgA during training. J Appl 
Physiol 83:1144–1151

 41. Willoughby DS, Stout JR, Wilborn CD (2007) Effects of resist-
ance training and protein plus amino acid supplementation on 
muscle anabolism, mass, and strength. Amino Acids 32:467–477

 42. Buckley JD, Brinkworth GD, Abbott MJ (2003) Effect of bovine 
colostrum on anaerobic exercise performance and plasma insulin-
like growth factor I. J Sports Sci 21:577–588

 43. Coombes JS, Conacher M, Austen SK, Marshall PA (2002) Dose 
effects of oral bovine colostrum on physical work capacity in 
cyclists. Med Sci Sports Exerc 34:1184–1188

 44. Duff WR, Chilibeck PD, Rooke JJ, Kaviani M, Krentz JR, Haines 
DM (2014) The effect of bovine colostrum supplementation in 
older adults during resistance training. Int J Sport Nutr Exerc 
Metab 24:276–285

 45. Kuipers H, van Breda E, Verlaan G, Smeets R (2002) Effects 
of oral bovine colostrum supplementation on serum insulin-like 
growth factor-I levels. Nutrition 18:566–567


	The effects of bovine colostrum supplementation on in vivo immunity following prolonged exercise: a randomised controlled trial
	Abstract
	Background 
	Aim 
	Methods 
	Results 
	Conclusions 

	Introduction
	Materials and methods
	Trial design
	Participants
	Supplementation
	Preliminary visits and standardisation
	Experimental procedures
	Main exercise trial
	Induction of contact sensitivity
	Elicitation of immune memory
	Assessment of cutaneous responses

	Blood sampling
	Blood analysis
	Statistical analysis

	Results
	Participants
	Physiological responses to exercise
	Immune cell counts
	Plasma IGF-I
	In vivo immune responses

	Discussion
	Conclusion
	Acknowledgements 
	References


