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Abstract

Weaning is a source of social, nutritional and environmental disorders that challenge piglet

health. This study assesses the relevance of using plasma indicators of oxidative status as

biomarkers of health around weaning in pigs. Blood antioxidant potential (BAP), hydroperox-

ides (HPO), oxidative stress index (OSI, e.g. HPO/BAP), vitamin A and E concentrations

were investigated in two different trials. Trial A was carried out in an experimental unit to

investigate the effects of age (from 12 to 147 days of age), weaning (at 21 or 28 days of age)

and management at weaning (in optimal (OC) or deteriorated (DC) conditions) on those

parameters. Trial B was performed in 16 commercial pig farms to describe the variability of

these indicators on field between 26 and 75 days of age. In trial A, between 12 and 147 days

of age, HPO globally increased (P < 0.001), vitamin E concentration decreased (P < 0.001)

whereas BAP and vitamin A concentration remained relatively stable (P > 0.1). Vitamins E

and A concentrations dropped 5 days after weaning independently of weaning age, weaning

conditions and expression of diarrhea (P < 0.001). Twelve days after weaning, whatever the

weaning age, HPO and OSI increased in DC compared to OC piglets (P = 0.05 and P <
0.01) and in piglets exhibiting diarrhea compared to those without diarrhea (P < 0.01 and P

< 0.001). In DC pigs, BAP was also decreased (P < 0.05) 12 days after weaning. On trial B,

plasma concentrations of vitamins A and E decreased and HPO increased 5 and 19 days

respectively after weaning (P < 0,001). Contrarily to trial A, BAP values did not drop after

weaning. Piglets which had the lowest ADG (Average Daily Gain) after weaning had greater

HPO and OSI and lower vitamin A and E concentrations after weaning but also lower vitamin

E concentration before weaning (P < 0.05). In conclusion, HPO or OSI seem to be good indi-

cators of health disorders around weaning and plasma concentration of vitamin E before

weaning is associated to growth after weaning.

Introduction

Pig production has to combine reduction of the use of antibiotics, animal health and welfare

and profitability. To develop a better awareness of health and welfare of animals in farms,

accurate and easy to measure indicators of health are needed. Robust indicators of oxidative
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status are possible candidates. Oxidative status reflects the equilibrium between pro- and anti-

oxidant molecules in a living organism [1]. Pro-oxidants molecules are mainly free radicals

produced by the respiratory chain of mitochondria. Free radicals oxidize lipids, proteins and

DNA, for example, into hydroperoxides, and are responsible for cell and tissue injury if pro-

duced in excess. The antioxidant system of the organism involves endogenous components

such as glutathione, superoxide dismutase or catalase, and exogenous molecules, supplied by

food, such as vitamins (A, C, E) and selenium [1,2]. Under certain physiological circumstances

such as immune activation, physical exercise or stress, the production of free radicals can

exceed the anti-oxidant potential of the organism [1,2], generating oxidative stress. Oxidative

status was proposed as an indicator of health for farm animals because the correction of oxida-

tive stress during several infectious diseases improves health of treated animals [3].

Weaning is a health-challenging period for piglets because of nutritional, environmental

and social changes, sometimes associated to bad management practices [4–6]. Furthermore,

an increase of oxidative products in plasma has been shown during the second month of life of

piglets, and thus after weaning [7–10]. However, it is not clear whether this oxidative stress

results from weaning itself or other biological processes related to environmental factors or

maturation with age. Indeed, the evolution of oxidative status with age has not been described

in growing mammals. Furthermore, in commercial farms, weaning can be carried out in vari-

able management conditions which can affect growth of piglets and health, mainly through

the expression of diarrhea [11], and the impact of these conditions on oxidative status has not

been described.

The aim of this study was to assess the opportunity to use indicators of oxidative status as

biomarkers of piglet health in the context of weaning. For this purpose, blood indicators of

antioxidant potential of the animals (Blood Antioxidant Potential (BAP), vitamin A and E con-

centrations, and hydroperoxides (HPO) were measured together with clinical and growth data

in two experiments. A study carried out in experimental facilities was first designed to dissoci-

ate effects of age, weaning, and management conditions just after weaning on the evolution of

oxidative status (trial A). Then, a second trial was performed in 16 commercial farms in order

to describe oxidative status evolution around weaning in the field (trial B).

Material and methods

Animals and housing

The experiments were approved by the French ministry of research after evaluation by compe-

tent ethics committees in animal experimentation (authorizations #2015070815295160 and

#CERVO-2016-6-V, from Rennes (trial A) and Nantes (trial B) committees respectively).

Trial A: Effects of management conditions at weaning and age on oxidative status. The

experiment was conducted in an INRA experimental unit (Saint Gilles, France). Pietrain x

(Large White x Landrace) piglets (NUCLEUS lines, France, n = 66) of 12.3 +/- 0.5 days of age

(3.8 +/- 0.9 kg), originating from 12 randomly selected litters, were enrolled in this study. In

order to dissociate the effects of age from those of weaning on biological measures, six litters

were weaned at 21 (W21) and six others at 28 (W28) days of age. To investigate the influence

of management conditions at weaning, for each weaning age and each litter, littermates were

equally allocated to optimal or deteriorated post-weaning conditions (OC or DC). The deterio-

ration of weaning conditions was based on bad hygiene, abrupt feed transition, increased ani-

mal density, heat stress and social stress. In DC, on the day of weaning, 16 entire males and 16

females were exposed to a cold stress at 20˚C for 4 hours before being moved to housing pens

that were not cleaned and disinfected neither after the preceding batch, nor until the end of

the experiment. Each pen hosted 8 piglets (0.20 m2/pig) coming from 6 different litters. One

Oxidative status of weaned pig
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week later, 4 animals from each pen were moved to an empty pen and replaced by 4 non-

experimental animals. Feed change from starter to weaner feed was done abruptly at 32 days of

age. In optimal conditions (OC), 16 entire males and 18 females were moved from farrowing

rooms to a post-weaning room previously cleaned, disinfected and heated at 28˚C. Each of the

9 pens contained 2–4 piglets (1.2 x 1.3 m, 0.40 m2 / piglet) from only two litters. Transition of

OC piglets from starter to weaner feed was done progressively on 3 days (from 32 to 35 days of

age). At 61 days of age, all the piglets (21.8 +/- 5.1 kg) were transferred to common standard

growing facilities until slaughter.

No antibiotic treatments were used during the study. Two OC W21 piglets died the first

week after weaning probably from digestive disorders before any possible detection and

medication.

Trial B: Oxidative status around weaning in commercial farms. The experiment was

conducted from January to June 2015 in 16 commercial farms. Farms reared pigs of the same

genetic as in Trial A (NUCLEUS lines) and weaned piglets at 28 days of age. In each farm, two

days before weaning, 9 sows from different parities, in accordance with the demographic pyra-

mid of the herd, were selected. Two apparently healthy and middle-weight entire males per lit-

ter were included in the study (288 piglets in total). Biological samplings and measurements

were performed on these selected piglets at 4 visits occurring two days before (d26), and 5, 19

and 47 days after (d33, d47 and d75) the weaning day. Individual and collective medications

administered to piglets during the study were recorded by the farmers.

Measures on animals and biochemical analysis

In trial A, animals were weighed weekly from 12 to 61 days and then at 88, 119 and 147 days of

age. Faeces were observed daily from weaning to 61 days of age and qualified as normal or

diarrheic. In trial B, animals were weighed at 26, 33 and 47 days, and faeces were observed at

33 and 47 days of age and qualified as normal or diarrheic.

In trial A, blood was collected weekly from all piglets from 12 days of age until one week

after weaning, and then at 88, 119 and 147 days of age. From 1 week after weaning to 61 days

of age, blood samples were also collected weekly but only on half of the piglets alternatively

in order to limit the frequency of blood collection for each animal. Blood samples were col-

lected at jugular vein in 1 Venosafe tube (Terumo, Japan) of 5 mL containing heparin as

anticoagulant. In trial B, blood was collected in 10 mL heparinized tubes from the 288

selected piglets at 26, 33, 47 and 75 days of age. Blood was kept on ice until arrival to the lab-

oratory, where it was centrifuged at 3000g for 15 minutes at 4˚C and plasma was stored at

-20˚C until analyses.

HPO and BAP of heparin plasma were assayed by analytical methods using commercial

kits (dROM and BAP tests, Diacron, Grosseto, Italy) on an automated analyser (Konelab 20,

Thermo Electron Corporation). The dROM test measures the concentration of HPO gener-

ated by the peroxidation of lipids, proteins or nucleic acids [12]. Briefly, a 2 μL of heparin

plasma sample was added to 100 μL of acidic buffer and 1μL of chromogen. Absorbance was

read every 98 seconds for 980 seconds at 505 nm. Standard curve with 8 points and internal

control sample were used (intra and inter-assay coefficients of variation (CV) of 6 and 8%

respectively). The results of the test are expressed in CARRU (Carratelli Unit, 1 CARRU = 0.08

mg H2O2/100mL of sample).

BAP results from the combined effects of many antioxidants such as uric acid, ascorbic

acid, proteins, alpha-tocopherol or bilirubin [13]. Briefly, a 5 μL heparin plasma sample was

added to a 210 μL solution of ferric chloride and thiocyanate derivate. Absorbance was read at

505 nm. Standard curve with 8 points and internal control sample were used (Intra and inter-
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assay CV of 2 and 6%, respectively). The results are expressed in μmol/L of equivalent vitamin

C used as an iron-reducing reference agent.

An Oxidative Stress Index (OSI) was calculated as the ratio of HPO to BAP (CARRU/μmol/

L of Vit C) as described by Sharma et al. [14].

Vitamin E (alpha-tocopherol) and vitamin A (retinol) concentrations were assayed on hep-

arin plasma samples by liquid chromatography (HPLC) on a dedicated column (Chromsys-

tems, Germany).

Statistical methods

Analysis of variance were done using the lmer function from lme4 package [15] of R software

[16]. The effect of age (from 12 to 147 days of age in trial A, at 26, 33, 47 or 75 days of age in

trial B) on growth and blood variables was analyzed in models including age as main effect,

and piglet (Trial A) or piglet nested in the farm (Trial B) as random effect. In trial A, to investi-

gate the variations of average daily gain (ADG), weight and blood variables around weaning,

only data collected from 9 days before to 19 days after weaning were used and the models

included time to weaning (from -9 to +19 days), management conditions (OC vs DC), age at

weaning (W21 vs W28) and their interactions as main effects, and piglet as random effect. The

number of days with diarrhea for each piglet during the 19 days following weaning was ana-

lyzed with management conditions and weaning age as main effects. The influence of manage-

ment conditions and weaning age on the occurrence of diarrheic pigs (pigs expressing

diarrhea at least once during the 19 days following weaning vs never) were analyzed using

Khi2 test (chisq.test function).

Every piglet was then classified according to its expression of diarrhea (i.e. having exhibited

diarrhea at least once or never during the 19 days following weaning for trial A, and at 33 or 47

days of age for trial B). For trial B only, piglets were also classified in two classes according to

their ADG between 26 and 47 days of age and concentration of vitamin E at 26 days of age

(lower or greater value than the median). Models including the class of diarrhea, growth or

vitamin E, age (relatively to weaning in trial A or absolute age in trial B), and the correspond-

ing interaction as main effects, and piglet as random effect were tested. For all analyses, when a

significant effect (P< 0.05) was revealed by the analysis of variance, Tukey comparisons of

adjusted means were performed using cld function from lsmeans package [17].

Results

Time-course of pro- and antioxidant blood variables between 12 and 147

days of age (trial A)

For this analysis, data from OC, DC, W21 and W28 piglets were pooled and analyzed for the

age effect only. Plasma HPO increased transiently at 33 compared to 12 days of age

(P< 0.001), dropped back to initial levels at 47 days of age, and then continuously increased

until 147 days of age (P< 0.001, Fig 1A). Blood Antioxidant potential (BAP) decreased at 47

compared to 12 days of age (P < 0.01), came back to initial levels on day 54 and then remained

stable until 147 days of age. Consequently, OSI followed HPO kinetic from 0.23 (± 0.008) at 12

days to 0.30 (± 0.008) CARRU.μmol-1.L of equivalent vitamin C at 33 days and increased until

0.40 (± 0.008) CARRU.μmol-1.L of eq vit C at 147 days of age.

Plasma concentration of vitamin E decreased from 19 to 40 days of age (respectively 8.26 vs

1.78 μmol/L, P < 0.001, Fig 1B) and then stayed stable until 147 days of age (3.12 μmol/L,

P> 0.1, Fig 1B). Plasmatic vitamin A was stable between 12 and 147 days of age with however

some variations and a transient decrease at 33 days of age (0.43 μmol/L) relatively to

Oxidative status of weaned pig
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concentration at 12 days (P < 0.001) followed by an increase at 54 days of age (0.65 μmol/L,

P< 0.001, Fig 1B).

Influence of weaning age and management conditions on growth,

diarrhea and on pro- and antioxidant blood variables (trial A)

Only data collected around weaning were included in this analysis. The statistical model

included the effects of weaning condition (OC vs DC), age at weaning (W21 vs W28), and the

time relatively to the day of weaning (from 9 days before to 19 days after). ADG was severely

Fig 1. Plasma concentration of hydroperoxides (HPO), blood antioxidant capacity (BAP) (Fig 1A) and of vitamin E and A (Fig 1B)

in pigs from 12 to 147 days of age (trial A). Half of the pigs were weaned at 21 days and half at 28 days of age. Least square means and

standard error of mean (SEM) are shown. N = 64–66, excepted at 33 (n = 48) and between 40 and 61 days (n = 32). For each assay, means

with different superscripts differ (P<0.05).

https://doi.org/10.1371/journal.pone.0178487.g001
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reduced after weaning, whatever age at weaning and management conditions compared to

ADG during the lactation period (P < 0.001, Table 1). Between 5 and 11 days after weaning,

ADG was lower for DC compared to OC piglets (P < 0.05), whereas it was similar for W21

and W28 piglets (P> 0.1, S1 Table).

From 0 to 19 days after weaning, 55% of piglets exhibited at least one day of diarrhea (S2

Table). The duration of diarrhea varied between 1 and 6 days. The percentage of piglets which

exhibited at least one day with diarrhea was not different between OC and DC (44% and 66%

respectively, P > 0.1) and between W21 and W28 (66% and 44% respectively, P > 0.1). How-

ever, between 5 and 11 days after weaning, DC were more affected than OC piglets (60% vs

26% respectively, P < 0.05) and W21 more affected than W28 piglets (56% vs 30%, P< 0.05).

Moreover, over the 0-19d period after weaning, DC piglets exhibited significantly more days

with diarrhea compared to OC piglets (1.56 days +/- 1.64 vs 0.59 +/- 0.74, P < 0.01), and W21

piglets exhibited significantly more days with diarrhea compared to W28 piglets (1.44 days +/-

1.52 vs 0.70 +/- 1.06, P< 0.05).

Whatever weaning age, HPO increased and BAP decreased between -2 (d-2) and 12 days

(d12) relatively to weaning in DC (P < 0.001and P < 0.01 respectively) but not OC piglets

(P> 0.1, Table 1). Consequently, the OSI of DC piglets increased between d-2 and d12

(P< 0.01) resulting in a greater OSI than OC piglets on d12 (P< 0.05, Table 1). Whatever the

weaning age and management conditions, plasma concentration of vitamin E dropped on d5

relatively to d-2 (P< 0.001), and then decreased until d19 (P< 0.001). Concentration of vita-

min A decreased on d 5 (P< 0.001) and 12 (P< 0.001) compared to d-2, and was back to ini-

tial value on d19 (P> 0.1). BAP was greater at d5 for W21 compared to W28 (P < 0.05, 2595

vs 2422 μmol/L, S1 Table). HPO, OSI, vitamin E, and vitamin A concentrations were not

affected by weaning age (P > 0.1, S1 Table).

Piglets which exhibited at least one day of diarrhea between 0 and 19 days after weaning

had higher OSI on d12 compared to piglet which did not exhibit any diarrhea (P < 0.01,

Table 2). BAP and HPO were not affected by the expression of diarrhea (P> 0.05). Vitamin A

concentration was lower (P < 0.05) and vitamin E concentration tended to be greater

(P< 0.1) in diarrheic pigs whatever the time relatively to weaning (Table 2).

Growth, diarrhea expression and pro- and antioxidant blood variables

around weaning in commercial farms (trial B)

ADG was on average 190 g/day (from 111 to 281 g/day) during the first week around weaning

(d26 to d33), 402 g/day (215 to 558 g/day) from d33 to d47 and 316 g/day (208 to 445 g/day)

from d26 to d47. Because of the lack of attendance of farmers in recording sanitary events,

diarrhea events could not be properly analyzed in this trial. During the farm visits at respec-

tively 33 and 47 days of age, out of 288 piglets observed by experimenters, 21 and 27 piglets

exhibited diarrhea. Piglets that exhibited diarrhea at 5 or 19 days after weaning (i.e. at 33 and

47 days of age) tended to display lower ADG compared to those which did not (respectively

177 vs 192 g/day at 33 days of age and 367 vs 407 g/day at 47 days of age, P = 0.09).

Fig 2 illustrates the variability of HPO values according to piglet age in the 16 commercial

farms enrolled in trial B. On average, HPO concentration increased from 528 to 754 CARRU

between 26 and 33 days (P< 0.001) and reached maximal concentration at 75 days of age (927

CARRU, P < 0.001). Between 26 and 33 days of age, HPO concentrations increased (P < 0.05)

in 14 farms and remained stable (P > 0.1) in 2 farms. Between 33 and 47 days of age, they

remained stable (P> 0.1) in 12 farms, decreased in 1 farm (P<0.05) and increased (P < 0.05)

in 3 farms. Between 47 and 75 days of age, they increased (P<0.05) in 8 farms and remained

stable (P> 0.1) in 8 farms.

Oxidative status of weaned pig
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BAP increased transiently from 2255 to 2493 μmol/L of eq vit C between 26 and 47 days of

age (P< 0.001) and then decreased to 2361 μmol/L of eq vit C at 75 days of age (P < 0.001,

Table 3). OSI increased between 26 and 33 days of age (from 0.23 to 0.34 CARRU/ μmol/L of

eq vit C, P< 0.001), decreased at 47 days of age and then increased at 75 days of age (0.30 and

0.39 CARRU/ μmol/L of eq vit C, P< 0.001). Concentrations in vitamin E (7.84 to 3.59 μmol/

Table 1. Blood oxidative status variables and growth from 9 days before to 19 days after weaning according to management conditions (optimal

(OC, n = 34) or deteriorated (DC, n = 32), trial A).

Time to weaning (days) p-values1

d-9 d-2 d5 d12 d19 SEM T C W C*T W*T

HPO (CARRU) OC 621a 610a 679ab 663ab 592a 37 <0.001 0.337 0.340 0.054 0.030

DC 620a 636a 658a 783b 668ab

BAP (μmol/L eq Vit C) OC 2547bc 2546bc 2543bc 2482abc 2488abc 46 <0.001 0.192 0.006 0.012 0.021

DC 2546c 2569c 2473bc 2311a 2374ab

OSI (CARRU.μmol-1.L eq Vit C) OC 0.25a 0.24a 0.27a 0.28a 0.24a 0,02 <0.001 0.160 0.947 0.002 0.056

DC 0.24a 0.25a 0.27a 0.35b 0.28ab

Vitamin E (μmol/L) OC 7.48c 8.24cd 4.12b 1.94ab 1.93a 0,60 <0.001 0.123 0.188 0.012 0.104

DC 9.20cd 9.47d 3.52ab 2.01ab 1.61a

Vitamin A (μmol/L) OC 0.55 0.59 0.48 0.52 0.57 0,03 <0.001 0.006 0.391 0.305 0.761

DC 0.53 0.53 0.4 0.38 0.52

Birth to d-10 d-9 to d-3 d-2 to d4 d5 to d11 d12 to d18

ADG (g/day) OC 228bcd 283de 215bc 204bc 348e 17 <0.001 0.007 0.269 0.001 <0.001

DC 236bcd 276cde 175b 104a 276cde

1 P-value of the effects of time to weaning (T), management condition (C), weaning age (W) and their interactions (C*T and W*T) are presented.
a-d For each variable, means with different superscripts differ (P<0.05).

HPO: hydroperoxides, BAP: blood antioxidant potential, OSI, Oxidative Stress Index (OSI = HPO/BAP), ADG: average daily gain

https://doi.org/10.1371/journal.pone.0178487.t001

Table 2. Blood oxidative status variables and growth in piglets exhibiting diarrheas (n = 36) or not (n = 30) between 0 and 19 days after weaning

(trial A).

Time to weaning (days) p-values1

d-9 d-2 d5 d12 d19 SEM T D T*D

HPO (CARRU) No Diarrhea 645a 629a 656ab 642ab 627a 37 <0.001 0.707 0.011

Diarrhea 601a 616a 682ab 786b 629a

BAP (μmol/L eq Vit C) No Diarrhea 2568 2561 2538 2441 2390 50 <0.001 0.452 0.285

Diarrhea 2528 2552 2479 2356 2466

OSI (CARRU.μmol-1.L eq Vit C) No Diarrhea 0.25ab 0.25ab 0.26ab 0.26ab 0.27ab 0.02 <0.001 0.440 <0.001

Diarrhea 0.24a 0.24ab 0.28b 0.35c 0.26ab

Vitamin E (μmol/L) No Diarrhea 7.25 8.52 3.66 2.03 1.64 0.63 <0.001 0.058 0.140

Diarrhea 9.12 9.14 3.96 1.84 1.82

Vitamin A (μmol/L) No Diarrhea 0.57 0.59 0.47 0.49 0.55 0.03 <0.001 0.040 0.915

Diarrhea 0.52 0.54 0.42 0.42 0.54

Birth to d-10 d-9 to d-3 d-2 to d4 d5 to d11 d12 to d18

ADG (g/day) No Diarrhea 246 295 213 192 325 19 <0.001 0.022 0.643

Diarrhea 221 267 179 125 301

1 P-value of the effects of time to weaning (T), Diarrhea (D) and their interactions (T*D) are presented.
a-g For each variable, means with different superscripts differ (P<0.05)

HPO: hydroperoxides, BAP: blood antioxidant potential, OSI, Oxidative Stress Index (OSI = HPO/BAP), ADG: average daily gain

https://doi.org/10.1371/journal.pone.0178487.t002
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L) and A (0.52 to 0.45 μmol/L) decreased between 26 and 33 days of age (P< 0.001, Table 3).

Whatever the age, piglets displaying low ADG between 26 and 47 days of age ([-109; 317] g/

day) had lower BAP compared to piglets with high ADG ([318; 709] g/day, P < 0.001,

Table 3). Low ADG piglets had greater HPO concentration at 33 days of age (P< 0.01) and

OSI at 33 (P< 0.001) and 47 days of age (P < 0.01). Vitamin A concentrations were similar

between the two groups of piglets at 26 days of age, but they were decreased at 33 days of age

in low ADG piglets (P< 0.001). Interestingly, low ADG piglets had lower pre-weaning con-

centrations in vitamin E (P< 0.05). Consequently, we then compared piglets with low and

high concentration of vitamin E at 26 days of age. Piglets with the highest concentration

([7.80; 21.1] μmol/L) weighed 8.27 ± 0.48 kg at 26 days of age, which was not different from

the weight of piglets with the lowest vitamin E concentration ([0.17; 7.79] μmol/L,

8.18 ± 0.48kg, P> 0.1). However, high vitamin E pigs had a better growth between 33 and 47

Fig 2. Mean plasma concentrations of hydroperoxides (HPO) in piglets aged from 26 to 75 days reared in 16 French

commercial farms (trial B, n = 18 per farm).

https://doi.org/10.1371/journal.pone.0178487.g002
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days of age (420 vs 382 g/day, P < 0.001) resulting in a higher weight at 47 days of age (15.5 vs

14.6 kg, P < 0.001).

Discussion

To our knowledge, this is the first study exploring oxidative status in young mammals from

neonatal period to puberty. Indeed, on mammals, the evolution of oxidative products has been

mainly explored just after birth or at senescence [1,18]. At birth, neonate moves from uterus to

an external environment richer in oxygen leading to oxidative burst [18]. With senescence,

oxidative damages caused to macromolecules (lipids, DNA and proteins) increase compared

to mature adults, which leads to the loss of cellular functions [1]. This phenomenon has been

shown in old adults for several species (human: [19], rabbit: [20], hare: [21], sheep: [22]).

Results of trial A show that the concentration of oxidative products increases continuously

with age in young pigs. This increase occurred while the plasma antioxidant potential as well

as vitamin A concentrations remained stable. Similarly, with the exception of the initial drop

due to weaning, vitamin E remained stable until puberty. Blood is the place where oxidative

products from diverse origins accumulate. The increase in hydroperoxides with age in young

developing animals might reflect a high rate of reactive oxygen species production resulting

from the high cellular activity for tissue accretion. The possible pro-oxidant effect of growth is

supported by the observation that fast growing lines of pigs have deteriorated redox status

compared to slow growing lines [23,24].

At weaning, in trial A, plasma concentration of HPO increased strongly whereas antioxi-

dant capacity decreased resulting in an increase in OSI, at least for piglets weaned in deterio-

rated conditions. The phenomenon of oxidative stress after weaning has been substantially

described in piglets weaned between 21 and 28 days of age [7–10,25]. However, those studies

did not demonstrate that the observed oxidative stress was due to weaning and not to natural

ageing. In the present study, DC piglets weaned at 21 and 28 days of age displayed comparable

Table 3. Blood oxidative status variables and growth in piglets from the commercial farms displaying lower (“low ADG”, -109 to 317 g/day,

n = 142) or greater (“high ADG”, 318 to 709 g/day, n = 140) ADG than the median between 26 and 47 days of age (trial B).

Age (Days) p-value

Growth 26 33 47 75 SEM A G A*G

HPO (CARRU) low ADG 528a 792c 763bc 910d 15 <0.001 0.123 <0.001

high ADG 528a 719b 723b 945d

BAP (μmol/L eq Vit C) low ADG 2237 2262 2440 2338 21 <0.001 <0.001 0.218

high ADG 2270 2326 2547 2383

OSI (CARRU.μmol-1.L eq Vit C) low ADG 0.24a 0.36d 0.32c 0.39e 0.01 <0.001 0.001 <0.001

high ADG 0.23a 0.31c 0.28b 0.40e

Vitamin E (μmol/L) low ADG 7.17b 3.27a 0.21 <0.001 <0.001 0.055

high ADG 8.55c 3.90a

Vitamin A (μmol/L) low ADG 0.51b 0.40a 0.01 <0.001 <0.001 0.001

high ADG 0.53b 0.51b

26 to 33 33 to 47

ADG (g/day) low ADG 209b 450d 10 <0.001 <0.001 <0.001

high ADG 170a 352c

1 P-value of the effects of Age (A), Growth (G) and their interactions (A*G) are presented.
a-e For each variable, means with different superscripts differ (P<0.05)

HPO: hydroperoxides, BAP: blood antioxidant potential, OSI, Oxidative Stress Index (OSI = HPO/BAP), ADG: average daily gain

https://doi.org/10.1371/journal.pone.0178487.t003
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patterns of variations in HPO, BAP, OSI and vitamins A and E the days following weaning,

confirming that the observed effects are effectively linked to weaning and not to a physiological

process evolving only with age. However, the comparison of optimal and deteriorated weaning

conditions showed that the occurrence of oxidative stress depends on the management and

environment at weaning. High animal density, animal mixing, lack of cleaning and disinfec-

tion of the room as well as thermic stress are known to be risks factors of health problems and

deteriorated growth [11]. In the experimental model developed in trial A, deteriorated condi-

tions included several of these factors. On field conditions, in trial B, the range of HPO

increase and the delay before recovery to pre-weaning concentrations seemed to be greater

than in experimental facilities in most of the farms. Indeed, HPO concentrations were still

higher than pre-weaning level 19 days after weaning in 14 farms out of 16. This might be due

to more challenging rearing and weaning conditions in commercial farms than in our experi-

mental facilities. Trial A results show that animals optimally managed at weaning can contain

their oxidative stress.

In non-optimal weaning conditions, different causes can cumulate to generate oxidative

stress. At weaning, separation from the mother and adaptation to a new physical and social

environment generate a stress response, with an increase of plasma cortisol concentration, an

hormone secreted by the hypothalamic-pituitary-adrenal axis [26]. Studies on growing chicken

showed that glucocorticoids, added in the feed [27] or induced by thermic stress [28],

increased the production of oxidative products. Thus, the neuroendocrine stress response to

weaning could contribute to oxidative stress at that period.

Weaning also induces a systemic and local inflammation, as shown for example by the

increase in plasma concentration of a pro-inflammatory cytokine, interleukin-1, one to two

days after weaning [29] or in the haptoglobin acute phase protein 5 days after weaning [25]. At

the gut level, local inflammatory responses are observed directly after weaning [30], leading in

extreme cases to the exhibition of diarrhea [31]. Since inflammation is known to increase oxi-

dative stress on farm animals [3,32,33], we can hypothesize that oxidative stress at weaning is

also partly induced by inflammation.

In trial A, DC conditions were used to increase the stress of the animals (social stress) and

challenge their immune system (cold stress, poor hygiene). The social stress of the animals was

not measured, but the greater number of DC piglets with diarrheas for a longer period of time,

compared to OC pigs suggests that the model was effective in decreasing piglet health at wean-

ing. Their poorer health was also attested by their more severe degradation of ADG after wean-

ing compared to OC pigs. Thus the DC model efficiently contributed to health degradation

undergone by piglets at weaning and this was associated to more oxidative stress as indicated

by a greater OSI 12 days after weaning. Exhibition of diarrhea in trial B was not associated

with the evolution of ADG and oxidative parameters, maybe because the majority of diarrhea

events were probably missed due to the deficient recording of individual sanitary events in this

field study. Nevertheless, data from trial B, also suggest a link between oxidative status and

health at weaning. Indeed, piglets with the lowest ADG had significantly more oxidative prod-

ucts, greater OSI and lower vitamin A concentration after weaning compared to piglets with

the highest growth.

Usually, the increase in free radical production by the organism consumes neutralizing

antioxidant molecules, and enhances the production of antioxidant enzymes and molecules

[1,2]. In trial A, blood antioxidant capacity was transiently decreased 12 days after weaning,

which probably reflects the use of antioxidant reserves shown, in our study, by the decrease in

vitamin E and to a less extent in vitamin A plasma concentrations. The dramatic drop of vita-

min E after weaning was reported in several other studies and the absolute values as well as the

amplitude of the decrease observed in both trials are in accordance with the literature [34–37].
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The piglet, like other mammals, is unable to synthetize vitamin E which has to be provided by

the diet [38]. Lipid soluble vitamins E and A are absorbed by the intestine partly thanks to the

action of lipases [39] and bile acids [40], whose activity is reduced after weaning [41], thus

reducing vitamin A and E absorption. Furthermore, concentration of total lipids in the diet

influences the absorption of vitamin E by the intestine [35,39]. Milk contains more fat content

than starter feed [42] and thus vitamin E absorption is presumed to be higher before weaning.

Consequently, the high consumption of vitamin E for pro-oxidant molecule neutralization as

well as the reduction of vitamin E supply to the organism could explain the drop of vitamin E

after weaning. Interestingly, piglets that displayed the lowest ADG between 26 and 47 days of

age, had lower plasma concentration of vitamin E but the same weight just before weaning, as

well as greater HPO concentrations 5 days after weaning. This reinforces the hypothesis of a

major role of vitamin E stores before weaning.

Absolute values observed for concentration in HPO before weaning (532 CARRU at 26

days of age in average for trial A and B together) are greater than values observed on piglets

before weaning in other studies: 495 CARRU at 20 days old [9], 366 CARRU at 23 days of age

[9], 400 CARRU at 24 days of age [8] or 350 CARRU at 28 days of age [7]. Currently, no refer-

ence values of concentrations of HPO on piglets before weaning are available. The lack of ref-

erences for oxidative status, and particularly HPO as health indicator and to qualify situation

of oxidative stress, has been already underlined for ruminants [43]. Our data showed that vari-

ability within and between farms is quite important. Consequently, the relative increase

between pre and post-weaning values could be a better indicator for the between farm

comparison.

Conclusions

Oxidative status of pig continuously evolves from neonatal period to puberty because of the

increase in plasma concentration of HPO and the stabilization of antioxidant capacity (BAP).

Weaning induces a transient oxidative stress associated with diarrhea and that could be limited

by optimal management conditions. OSI followed ADG and diarrhea expression, and thus

could be suggested as a good indicator of piglet health at weaning. The plasma concentration

of vitamin E before weaning is associated with growth. The causal relationship between oxida-

tive stress, vitamin E stores, and health after weaning needs to be explored in order to find

ways to contain oxidative stress and maintain health after weaning.
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N. Mézière, H. Renoult, P. Roger, Y. Surel, F. Thomas and P. Touanel for their technical assis-

tance in lab and animal care and all pig producers who participated to this experiment. This

experiment was supported by a grant from the Integrated Management of Animal Health

metaprogram of INRA for the “GISA-SEVROBUST” project (www.gisa.inra.fr/en).and Coop-

erl Arc Atlantique. Cooperl Arc Atlantique provided support in the form of salaries for authors

[AB], but did not have any additional role in the study design, data collection and analysis,

decision to publish, or preparation of the manuscript.

Author Contributions

Conceptualization: AB CB MLM EM.

Data curation: AB CB MLM EM.

Formal analysis: AB CB MLM EM.

Funding acquisition: AB CB MLM EM.

Investigation: AB CB MLM EM.

Methodology: AB CB MLM EM.

Project administration: AB CB MLM EM.

Resources: AB CB MLM EM.

Supervision: AB CB MLM EM.

Validation: AB CB MLM EM.

Visualization: AB CB MLM EM.

Writing – original draft: AB CB MLM EM.

Writing – review & editing: AB CB MLM EM.

References
1. Halliwell B, Gutteridge JM. Free radicals in biology and medicine. Oxford University Press, USA; 2015.

2. Kohen R, Nyska A. Oxidation of Biological Systems: Oxidative Stress Phenomena, Antioxidants, Redox

Reactions, and Methods for Their Quantification. Toxicol Pathol. 2002; 30: 620–650. https://doi.org/10.

1080/01926230290166724 PMID: 12512863

3. Lykkesfeldt J, Svendsen O. Oxidants and antioxidants in disease: Oxidative stress in farm animals. Vet

J. 2007; 173: 502–511. https://doi.org/10.1016/j.tvjl.2006.06.005 PMID: 16914330

4. Funderburke DW, Seerley RW. The effects of postweaning stressors on pig weight change, blood, liver

and digestive tract characteristics. J Anim Sci. 1990; 68: 155–162. PMID: 2303393

5. Pluske JR, Le Dividich J, Verstegen MWA. Weaning the pig: concepts and consequences. Wagenin-

gen: Wageningen Academic Publishers; 2003.
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