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Abstract

Sixty barrows (Body Weight-BW- range: 23.9—160 kg) were allotted to two experimental
groups (6 pens of 5 pigs each): the control group was kept at a space allowance of 1m?%/
head; the second group was kept at 1.3m?head. Behaviour, growth parameters, carcass
and meat quality were assessed, as well as fat and cured ham quality. Results showed that
pigs raised at 1.3m?/head spent more time laying (particularly in lateral recumbency, P<0.01
and P<0.001, respectively) compared to pigs kept at lower space allowance. They also
reduced the aimless exploration of the slatted pen floor (P<0.001) and increased overall
expression of other, mainly active, behaviors (e.g., drinking, walking and standing, P<0.01).
Pigs raised at 1.3m%head showed higher final BW (P = 0.02), more favourable Average
Daily Gain (ADG) and gain-to-Feed ratio (G:F) both during the last period of the trial (P<0.05
for both parameters) and over the entire trial (P = 0.01 for both parameters). No significant
difference was observed between groups for carcass traits and the main meat quality attri-
butes. Subcutaneous fat from green hams had higher a-linolenic acid content (P<0.01) in
the group reared at greater space allowance. Green hams from this group lost less weight at
trimming (P<0.01) and the resulting cured hams received better sensory evaluations
(P<0.05). No difference was observed in fatty acid composition and unsaturation levels of
the subcutaneous fat from cured hams. Our data suggest that heavy pigs intended for
Parma ham would benefit from the adoption of higher individual floor space allowances,
both in terms of animal welfare (increased possibility to rest) and of productive parameters,
without having any detrimental effect on the suitability of the thighs for dry-curing or on the
quality of the final product.

Introduction

Floor space allowance can affect welfare and productive parameters of pigs [1-4]. European
legislation [5] sets to 1m?/head the minimum floor space allowance for pigs over 110kg BW,
but gives no further requirement for heavier animals, such as for example Italian heavy pigs
(which reach and exceed 160 kg BW at the end of their production cycle [6]). Minimum space
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allowances (A) set by law [5] are calculated after the equation A = 0.030xBW%%” where the
coefficient of the equation (k) is set to 0.030 [3]. However, according to EFSA recommenda-
tions [4], higher coefficients should be used (k = 0.036 for pigs up to 110kg and k = 0.047
above 110 kg) in order to allow all pigs to lay down separately and at the same time [7]. Note-
worthy, these minimum space requirements, which are based on lying behavior, do not con-
sider the space needed for other fundamental behaviors (feeding, drinking, excretion,
exploration, etc.) [8]. To the best of the authors’ knowledge, only Pastorelli et al. [9] have car-
ried out a study aimed at calculating the space requirements for heavy pigs, despite the fact
that Italian consumers perceive space allowance as the first structural factor affecting animal
welfare [10]. As concerns studies on the impact of space allowance on carcass and meat quality,
Serrano et al. [11] found a decrease in backfat MUFA (Mono Unsaturated Fatty Acids) as
space allowance increased. Rossi et al. [12] found no differences in meat quality together with
increased backfat thickness in heavy pigs raised at space allowances of 1.4 vs. Im*/head. Con-
versely, the effects of different space allowances on cured ham quality have never been investi-
gated. The aim of the present pilot study was to investigate the effects of two different space
allowances (minimum space set by legislation vs. space calculated according to EFSA recom-
mendations) on behavior, growth parameters, meat and ham quality of heavy pigs intended
for Parma Ham production. It is hoped that this study could contribute to a better knowledge
on allometric needs of heavy pigs and provide useful scientific background for a more inclusive
legislation on pig protection.

Materials and methods

The experiment was carried out in accordance with Directive 2008/120/EC on the protection
of pigs. Animals were raised and sacrificed for commercial purposes. They were obtained from
a commercial farm and raised in the facilities of the Department of Veterinary Medical Sci-
ences of the University of Bologna (farm code: IT046BO065). Pigs were slaughtered at a com-
mercial abattoir (CLAI, Ravenna, Italy). They were not subjected to any invasive procedure
(blood sampling, etc.) therefore the trial did not fall within the field of application of the Direc-
tive 2010/63/EU on the protection of animals used for scientific purposes.

Animals, housing and experimental design

Sixty crossbred Duroc x (Landrace x Large White) barrows were used. The average Body
Weight (BW) at the beginning of the trial was 23.9 kg. Animals were homogeneously allotted
to two experimental groups on the basis of their BW and litter of origin. Animals were raised
until reaching the minimum age of 9 months and the BW of approximately 160 kg, according
to the rules established for Parma Ham production [6].

Pigs were kept in small groups (5 animals per pen) on a totally slatted floor. Pens were
located in temperature-and humidity-controlled rooms (22-24°C, 70-80% RH) equipped with
a forced-air ventilation system. Each pen was equipped with a bite drinker and a collective
stainless steel feeder. Environment was enriched by providing steel hanging chains. Commer-
cial feed was offered twice a day as a meal, rationed at 9% of the metabolic BW. Every two
weeks a sub-sample of animals (two pens) was weighted, and the feed allowance was adjusted
to their BW, up to a maximum of 3.3 kg dry matter per pig, per day. Animals were allotted to
two experimental groups, each comprising 6 pens of 5 pigs:

« the first group (control group) was kept at an individual space allowance of 1 m*/head
(according to the minimum requirement set by European legislation [5];
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o the second group (higher space allowance group)was kept at an individual space allowance
of 1.3 m*/head (calculated according to Petherick and Baxter [7] and EFSA [4] recommen-
dations on the basis of an average BW of 135 kg).

In agreement with the European legislation, the space occupied by the collective feeder was
not considered as part of the floor space allowance per head.

Behavioral observations

The behavior of all pigs (6 replications for each group) was videotaped (b/w cameras) over the
diurnal hours (7:00 to 19:00) by means of a digital closed circuit system (Mesa, Arezzo, Italy).
Cameras were mounted on a rail attached to the ceiling above the pens (approximately 3m
above the ground). Pigs were videotaped over the diurnal hours once every two weeks, for a
total of 11 videotaping sessions. Each session was automatically divided into 12 1-hour videos,
which were stored in a dedicated hard drive, divided by day and camera. The stored videos
were later examined by a single trained observer. The behavioral patterns were assessed by
scan-sampling technique, which consists of sampling 10 seconds of video every 10-min of its
duration and noting down the prevailing activity of each of the pigs in the 10 seconds of obser-
vation. Activities were recorded according to predetermined ethogram for heavy pigs, report-
ing the following behaviors: standing inactive, sitting inactive (dog-sitting), sternal
recumbency, lateral recumbency, walking, eating, rooting/exploring the floor, social interac-
tions. A detailed description of the behaviors observed in the ethogram is given in [13]. Data
were then used to calculate the daily proportion of time spent performing each behavior by the
pen of pigs. Results are expressed as the average per treatment of all the videotaping sessions
across the trial.

Growth parameters, carcass and meat quality

All pigs were individually weighed during the trial, at the approximate BW of 30, 60, 100 and
160 kg. Average daily gain (ADG) was subsequently calculated. Feed intake of every replication
(i.e., pen) was recorded daily to calculate the feed conversion ratio (FCR). In order to comply
with the required BW for Parma Ham production (on average 160 kg), pigs were slaughtered
in two sessions. Data collection of growth parameters stopped on day 224, when 2/3 of the
pens (4 entire pens per treatment) reached the average BW of 160 Kg and were slaughtered.
The remaining pigs (2 entire pens per treatment) were kept under the experimental conditions
up to the day in which they in turn attained the final body weight of about 160 kg. Pigs were
transported to the abattoir, and slaughtered after a 15-h fast. Dressing out percentage was cal-
culated, lean meat yield and subcutaneous fat thickness were measured by Fat-o-Meater
(FOM-SEFK, Copenhagen, Denmark). The pH value of the Semimembranosus (SM) and of the
Longissimus lumborum and toracis (LL) muscles was assessed by means of a portable pH meter
(model 250A; Orion Research, Boston, MA) at 45 min. post mortem. At 24 h post mortem, a
second read oh the pH in the SM muscle was taken with the same instrument described above.
Carcasses were dissected and the weight of the main commercial cuts (thigh, loin and shoul-
der) was recorded, to calculate their yield.

Color of the lean portion of the thighs (SM muscle) was measured using a Minolta Chroma-
meter CR-400 (Konica Minolta optics INC., Japan) set with the D65 illuminant, according to
the CIE Lab (L*, a*, b*) color space [14]. A sample was taken from the LL muscle of each pig
and used to assess meat quality. Drip and cooking loss analysis were carried out on LD sam-
ples, according to the method proposed by Honikel [15]. Warner Bratzler Shear Force (WBSF)
was measured on six cores from each cooked sample using an Instron Universal Testing

PLOS ONE | https://doi.org/10.1371/journal.pone.0212417  February 15, 2019 3/14


https://doi.org/10.1371/journal.pone.0212417

®PLOS | one

Space allowance for heavy pigs

Machine, model 1011 (Instron Ltd., England) fitted with a Warner-Bratzler (WB) device at a
cross-head speed of 200 mm/min.

Fat and ham quality

For each experimental group, 14 green hams were randomly selected and subcutaneous fat
was sampled in the area overhanging Biceps Femoris (BF) muscle. Total lipids were isolated
according to Folch [16] and, after methylation, fatty acid composition was determined by gas
chromatography (HRGC8560 Series Mega 2 gas chromatograph; Fisions Instruments, Milan,
Italy). Fatty acids were esterified using 5% methanolic hydrogen chloride. The fatty acid
methyl esters were separated by gas chromatography using a Supelco SP- 2330 capillary col-
umn (length: 30m; internal diameter:0.25mm; film thickness: 0.2 pm; Supelco, Bellefonte, PA,
USA). Injector and detector temperatures were kept at 220°C and 280°C, respectively. The col-
umn was programmed as follows: 140°C for 1 min; the temperature was then raised to 220°C
(3°C/min) and held constant for 15 min. Fatty acids were identified by comparing the reten-
tion times of the peaks with those of known standards. Results are expressed as percentages of
total fatty acids. The iodine number was determined according to the AOAC method [17].

All hams were dry-cured according to Parma Ham production rules [6] for 18 months, and
followed during the entire dry-curing process. Green hams were weighted before and after
trimming, after salting and at the end of the dry-curing period. Weight losses were calculated
for each productive step.

At the end of the dry-curing process, the same 28 hams (14/group) analyzed for raw fat
quality were deboned and a sample-slice (including BF and SM muscles), was taken transver-
sally from the caudal portion of ham to the middle of the femoral bone impression. The slice
was evaluated by a panel of trained experts. Evaluation was expressed according to [18] on a
scale ranging from 1 to 10 (1 = absence of the trait; 10 = maximum presence) for the following
parameters: texture, color dishomogenity and marbling for the lean portion; texture and thick-
ness for the fat portion. An overall score was attributed as a global evaluation of the ham,
expressed on a scale ranging from 1 to 10 (1 = very bad quality; 10 = optimal characteristics).
With the same techniques described before (Minolta colorimeter), color of the SM muscle and
of the subcutaneous fat was measured.

Subcutaneous fat samples (outer and inner layers) were taken from the skin-covered cured
fat in the overhanging area of the BF muscle and analyzed by gas chromatography as described
above (HRGC8560 Series Mega 2 gas chromatograph; Fisions Instruments) for fat from the
raw thighs. Subcutaneous fat was analyzed for peroxide value [19]. Purified lipid samples were
diluted in iso-octane and conjugated dienes and trienes were determined by measuring spe-
cific extinction at 232 and 268 nm (K232 and K268, respectively) [20].

As concerns the lean fraction, samples were taken from the BF muscle. Moisture and crude
protein were analyzed according to AOAC methods [17], sodium chloride content and prote-
olysis index (non-protein nitrogen/protein nitrogen) were determined according to [21-22].

Statistical analysis

Data were analysed using the STATISTICA 10 package [23]. Data were submitted to a linear
model using individual space allowance as the main effect. The statistical unit was the pen for
the growing (live weight, ADG, G:F) and behavioral parameters, the individual (pig or ham)
for carcass, and ham quality data. For carcass and meat quality parameters, a mixed model
with the pen as a random factor was tested. Since there were no differences with the results of
the linear model, the results of the linear model are included in the manuscript. For nonpara-
metric data (behavioral traits and sensory evaluation of hams), the Mann-Whitney test was
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used. The significance level for all statistical tests was set at P<0.05. All data are presented as
raw means * SE.

Results

Table 1 shows the ethogram of the two experimental groups. General behavior was affected by
space allowance, with pigs raised at 1.3m*/head spending an increased amount of time lying
(and, in particular, in lateral recumbency, P = 0.007 and P = 0.001, respectively) if compared
to pigs kept at lower space allowance. Besides, the group raised at increased space allowance
reduced the time spent in aimless exploration of the slatted pen floor (P = 0.001) and increased
the overall expression of other, mainly active, behaviors (such as drinking, walking and stand-
ing, P =0.01).

Results on growth performance and carcass traits are reported in Table 2. Overall, pigs
raised at increased space allowances showed more favourable growth parameters: higher BW
at the end of the zootechnical trial (P = 0.02), more favourable ADG and G:F both during the
last period of the trial (d 140-224, P = 0.002 and P = 0.03, respectively) and over the entire trial
(P =0.01 and P = 0.02, respectively). Tendential differences were observed also for BW at d
139 (P =0.1) and for ADG in the intermediate period (d 82-139, P = 0.1). Differences between
the experimental groups increased linearly, becoming more significant as the trial progressed:
the differences in BW were 0.1 (n.s.),1.2 (n.s.), 3.5 (P = 0.1) and 8.2 (P = 0.02) kilograms at day
1, 81, 139 and 224 respectively. As a consequence, the difference in ADG and G:F followed a
similar pattern: for ADG (P-value: n.s., 0.1, 0.002 in the three periods, P = 0.01 over the entire
trial) and for G:F (P-value: n.s., 0.1, 0.03, in the three periods, P = 0.02 over the entire trial). No
significant difference was observed between the groups in carcass traits (carcass weight, dress-
ing out percentage, lean meat percentage) or in the yield of the main lean cuts (thigh, shoulder
and loin). Backfat thickness was tendentially higher in the group raised at higher space allow-
ance (P =0.08).

The main meat quality attributes (post-mortem acidification, water-holding capacity and
tenderness) did not significantly differ between the experimental groups (Table 3). The only
difference observed was in the color of SM muscle, with muscles from pigs raised at increased
space allowance showing lower a* and Chroma values (P = 0.001 and 0.002, respectively), and
tendentially higher hue values (P = 0.06).

Table 1. Behavior of heavy pigs raised at different floor space allowances. Data are expressed as a percentage of
total observed behaviors.

Floor space allowance

1 m*/head 1.3 m*/head SE' P-value

Replications, n. 6 6

Sitting inactive 2.8 34 0.2 0.56
Lateral recumbency 29.4 354 0.9 <0.01
Sternal recumbency 33.7 32.3 0.8 0.20
Total recumbency 63.1 67.7 0.9 <0.01
Eating 8.9 9.2 0.6 0.91
Exploring of pen floor 22.0 15.0 0.7 <0.01
Social Interactions 2.2 3.1 0.3 0.52
Other (drinking, walking and standing) 1.0 1.6 0.1 0.01

! Standard Error

https://doi.org/10.1371/journal.pone.0212417.t001
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Table 2. Growth performance and carcass qualityof heavy pigs raised at different floor space allowances.

Floor space allowance

1 m*/head 1.3 m*/head SE! P-value
Pens, n° (replications) 6 6
Body Weight (BW), kg
Initial (d 1) 23.8 23.9 1.0 0.96
d 81 65.6 66.8 1.0 0.59
d 139 100.8 104.3 1.1 0.10
Final (d 224) 154.4 162.6 1.8 0.02
Average Daily Gain (ADG), kg/d
d1-81 0.516 0.529 0.006 0.27
d 82-139 0.606 0.647 0.012 0.10
d 140-224 0.631 0.686 0.010 <0.01
Overall ADG (d 1-224) 0.583 0.619 0.008 0.01
G:F (Gain-to-Feed ratio)
d1-81 0.345 0.353 0.004 0.28
d 82-139 0.269 0.287 0.005 0.10
d 140-224 0.206 0.223 0.004 0.03
Overall G:F (d 1-224) 0.256 0.271 0.004 0.02
Pigs, n” 30 30
Carcass Weight (CW, kg) 134.8 136.7 1.0 0.37
Dressing out, % 83.0 83.5 0.2 0.13
Backfat thickness, mm 22.6 24.0 0.4 0.08
Lean meat, % 52.6 51.7 0.3 0.16
Thigh, %CW 24.2 24.5 0.1 0.19
Shoulder, %CW 14.9 14.9 0.1 0.87
Loin, %CW 10.6 10.9 0.1 0.15
!Standard Error
https://doi.org/10.1371/journal.pone.0212417.1002
Table 3. Meat qualityof heavy pigs raised at different floor space allowances.
Floor space allowance
1 m*/head 1.3 m*/head SE! P-value
Pigs, n” 30 30
pH 45min. LL 6.53 6.46 0.03 0.24
pH 45min. SM 6.53 6.50 0.003 0.70
pH 24h. SM 5.79 5.73 0.02 0.17
Color SM muscle
L 40.1 41.1 0.4 0.18
a* 9.5 7.9 0.3 <0.01
b* 3.0 2.8 0.1 0.51
Hue 0.31 0.35 0.01 0.06
Chroma 10.0 8.5 0.3 <0.01
Drip loss, % 1.48 1.59 0.04 0.19
Cooking loss, % 19.6 20.6 0.3 0.14
Shear force (WBSF), N/cm 5.1 5.4 0.2 0.34
'Standard Error
https://doi.org/10.1371/journal.pone.0212417 1003
PLOS ONE | https://doi.org/10.1371/journal.pone.0212417  February 15, 2019 6/14


https://doi.org/10.1371/journal.pone.0212417.t002
https://doi.org/10.1371/journal.pone.0212417.t003
https://doi.org/10.1371/journal.pone.0212417

®PLOS | one

Space allowance for heavy pigs

With respect to the quality of subcutaneous fat from green hams (shown in Table 4), no sig-
nificant difference was observed in its fatty acid composition or in its overall unsaturation
level. The only exception recorded concerns o-linolenic acid (C18:3), which was significantly
higher (P = 0.01) in the experimental group reared at greater space allowance.

Table 5 shows the weight losses of the hams during the entire dry-curing process, the
instrumental color, and the results from the proximate and sensory analysis of the cured hams.
Hams from pigs raised at higher space allowance lost less weight during trimming (P = 0.004)
if compared to the control group. Instrumental color both of the lean and of the fat fraction
highlighted no significant difference between groups. As concerns sensory evaluation, despite
similar average results in the single parameters, the overall evaluation was significantly better
(P = 0.012) for cured hams from the group kept at 1.3 m*/head.

The quality of the fat from the dry-cured hams (acidic composition and oxidative status) is
shown in Table 6. The two experimental groups had similar fatty acid composition and unsa-
turation levels. However, the extinction coefficient measured at 232nm was significantly
higher in the control group than in the group kept at higher space allowance (P = 0.01).

Discussion

Space allowance per head can be varied by varying either the pen size or the number of pigs in
a pen. However, in the second case, an effect of group size on the experimental outcomes can-
not be ruled out [24, 25]. Petherick [26] pointed out that group members time-share space,
therefore the amount of free space to be shared is dependent not only on the space allowance
per individual, but also on group size. Another confounding effect is that rearing systems offer-
ing increased space allowances often imply also an enriched environment (e.g., straw, access to
an outdoor area) [27, 28]. Nevertheless, to the best of the Authors” knowledge, in the literature
the number of studies investigating the effects of space allowance without the confounding
effect of group size and enriched environments is very limited. In the present study, we aimed

Table 4. Quality of subcutaneous fat of green hams from heavy pigs raised at different floor space allowances.

Hams, n.
Samples, n.
Fatty acid composition, %
C:14
C:16
Cl6:1
C18:0
C18:1
Cl18:2
Cl18:3
C20:4
SFA(Saturated Fatty Acids)

MUFA(Monounsaturated Fatty Acids)
PUFA(Polyunsaturated Fatty Acids)

Iodine number

IStandard Error;

https://doi.org/10.1371/journal.pone.0212417 1004

Floor space allowance

1 m*/head 1.3 m*/head SE! P-value

30 30 /

14 14 /
1.60 1.59 0.02 0.87
23.6 23.7 0.1 0.87
2.51 2.30 0.06 0.10
12.1 12.2 0.2 0.73
43.2 42.9 0.2 0.58
12.9 13.2 0.2 0.42
0.48 0.59 0.02 0.01
0.57 0.59 0.02 0.33
38.2 38.3 0.2 0.88
47.5 47.0 0.2 0.29
14.3 14.7 0.2 0.33
64.6 65.2 0.3 0.38
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Table 5. Weight losses, instrumental color, proximate and sensory analysis of dry-cured hams from heavy pigs
raised at different floor space allowances.

Floor space allowance

1 m*/head 1.3 m*/head SE! P-value
Hams, n. 30 30
Ham weight losses, %
After trimming 16.4 15.4 0.2 <0.01
After salting’ 3.78 391 0.07 0.33
Cured ham* 32.4 31.9 0.5 0.59
Samples, n. 14 14
Proximate analysis
Moisture, % 59.8 59.6 0.2 0.67
Crude Protein, %DM 27.3 27.6 0.2 0.34
Proteolysis Index, % 25.5 25.8 0.5 0.79
Sodium Chloride, % 6.15 6.22 0.09 0.69
Instrumental color
SM muscle
L* 35.9 34.8 0.4 0.22
a* 12.9 13.0 0.2 0.79
b* 5.5 5.5 0.2 1.00
Hue 0.40 0.40 0.01 091
Chroma 14.1 14.2 0.2 0.85
Subcutaneous fat
L* 73.2 74.6 0.3 0.06
a* 4.2 4.1 0.2 0.78
b* 4.0 4.2 0.2 0.61
Hue 0.77 0.79 0.03 0.77
Chroma 5.8 5.8 0.2 0.99
Sensory analysis
Lean fraction
Texture 7.9 8.1 0.2 0.67
Color inhomogeneity 1.7 1.5 0.3 0.77
Marbling 3.0 2.4 0.4 0.45
Fat fraction
Texture 8.1 7.9 0.2 0.54
Thickness 6.9 7.3 0.3 0.78
Overall evaluation 6.6 7.1 0.1 0.02

! Standard Error

# expressed as a percentage of trimmed weight

https://doi.org/10.1371/journal.pone.0212417.t005

at eliminating any bias due to group size (especially with respect to productive and behavioral
data) by using different pen dimensions and keeping group size constant (5 pigs/pen).
Our results show that under our experimental conditions increased space allowance posi-

tively affected pigs’ behavior, with an increased degree of calmness (greater time spent resting
in lateral recumbency, reduced time spent exploring the pen floor). The increased space allow-
ance was calculated in order to give pigs the possibility to lay down all at the same time [7],
and it may have prevented (or, at least, reduced) sleep disruption by other pen-mates. This, in
turn, could have increased the pigs’ possibility to carry out longer (and/or synchronized)
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Table 6. Quality of dry-cured hams from heavy pigs raised at different floor space allowances: Lean and fat portion.

Samples, n.
Fatty acid composition (%)
C:14
C:16
Cl6:1
C18:0
C18:1
Cl18:2
Cl18:3
SFA(Saturated Fatty Acids)
MUFA(Monounsaturated Fatty Acids)
PUFA(Polyunsaturated Fatty Acids)
Lipid oxidation
Peroxide value, meqO,
Ky,
Kaes'

'Standard Error

Floor space allowance

1 m*/head 1.3 m*/head SE! P-value
14 14 /
1.37 1.36 0.02 0.73
22.8 23.0 0.2 0.75
2.37 2.41 0.07 0.95
11.5 11.5 0.2 0.94
43.4 439 0.2 0.17
11.3 11.0 0.2 0.40
0.17 0.17 0.004 0.51
37.0 37.1 0.3 0.94
50.3 50.7 0.3 0.51
12.6 12.3 0.2 0.38
15 13 1 0.49
5.0 4.0 0.2 0.01
0.20 0.17 0.01 0.14

¥ specific extinction coefficient measured at 232 and 268 nm according to [20]

https://doi.org/10.1371/journal.pone.0212417.1006

sleeping bouts. Vermeer et al. [8] used synchronized lying as an indicator of improved welfare,
due to the fact that pigs, when possible, prefer to synchronize their behavior. In our study, also
awake behavior was positively affected by increased space allowance: pigs showed a significant
reduction in pen floor exploration, a behavior that, given the slatted floor and therefore the
absence of rooting material, if over-expressed should be interpreted as a stereotypy [29,30].
Positive effects of increased space allowance on general behavior were observed also by Jensen
et al. [24], who described increased exploration of rooting materials. Contrarily, Cornale et al.
[31] observed no differences in behaviour, but lower fecal cortisol concentration in uncrowded
pigs. However, it is worth noting that in both studies high space allowances were obtained by
reducing group size. Lastly, as mentioned above, Vermeer et al. [8] observed an increased syn-
chronization of resting periods and improved usage of functional areas, both behaviours indi-
cating a reduced competition for resources (laying space or functional areas) and therefore an
improved welfare of the animals.

As concerns growth parameters, overall ADG was in agreement with the recommendations
for the Italian heavy pig production (i.e., approximately 600 g/d on the whole production
cycle). Following specifications [6], this production requires animals of at least 9 months of
age at slaughter, and weighing on average 160 + 10 kg per lot. Rearing animals intended for
dry-cured ham production therefore requires restricted feeding during the last phase, leading
to sensibly less favorable growth parameters than those observed in most pig-producing coun-
tries, which typically market lighter (and younger) pigs. Regardless of the peculiarities in the
Italian production system, our results show an improvement in growth parameters in the
group raised at higher space allowances. Similar results were previously observed in pigs
weighing up to 100kg [32, 33]. However, it’s interesting to note that in the present study differ-
ences between the experimental groups became more significant as the trial progressed. This
aspect, although to the Authors’ knowledge has never been reported before, may indicate that
space constraints may limit resources sharing by pigs (e.g., access to feed or to a resting area),
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and these effects might become more severe as animals grow up. A similar effect was observed
also by Flohr et al. [34], who studied the effect of the removal of pigs from a group and
observed that relieving stock pressure and providing additional floor space resulted in
improvements in gain, suggesting that the allometric method is valid also for the prediction of
floor space needs for heavy pigs. With respect to overall growth parameters, the only similar
study carried out on Italian heavy pigs [12] found tendentially higher final BW in pigs kept at
high space allowance (however, in the mentioned study group size was not constant). Other
studies were carried out using lighter pigs (below 100 kg BW): Jensen et al. [35] found a ten-
dential improvement in ADG for pigs kept at higher space allowances, whereas Gonyou et al.
[36] separately analyzed the effects of group size and space allowance and found that both
reduced group size and increased floor space area lead to higher ADG. It should however be
noticed that, given the limited number of animals used in the present study and the small
group size (due to the behavioural observations they were subjected to), the improvement in
growth parameters should be regarded as indicative and might not be as evident if transposed
to on-farm environment. Despite these limitations, under our experimental conditions the
animals kept at lower space allowance took on average 7 days more (234.5 vs. 227.5 days) to
reach the same slaughtering BW (162.5kg).

Carcass traits were not affected by space allowance, despite the differences we observed in
growth parameters. Given the specialty nature of the derived meat products, in this kind of
study the assessment of carcass, meat and subcutaneous fat quality is necessary (even when dif-
ferences in such parameters are not to be expected), in order to show that the typical features
of the raw material (and, therefore, of the dry-cured products) are not affected. This is particu-
larly true when differences in growth rates (which could in turn affect carcass, meat and fat
quality) are observed.

In this study, overall meat quality was not affected by the experimental treatment. In her
review on stress reactions at slaughter (regardless of BW), Terlouw [37] hypotesized that pigs
reared in an enriched environment (with larger pens and straw bedding), being less active and
reactive during transport and lairage, might have higher glycogen levels at slaughter, possibly
resulting in decreased pH. In the present study, the only difference observed was in SM muscle
color, with muscles from pigs raised at increased space allowance showing lower redness and
lower Chroma values (i.e., lower difference from a grey of the same lightness) if compared to
the control group. However, these differences are of difficult interpretation considering that
no alteration in the rate of postmortem glycolysis was found between the experimental groups.

Overall, fatty acid composition of the raw subcutaneous fat (total MUFA, PUFA and SFA
content) did not differ between the experimental groups, despite the differences in growth
parameters described above. The only significant difference was detected for linolenic acid
content, which reached greater values in the group kept at higher individual space allowances.
However, these differences did not affect the overall level of unsaturation (i.e., the oxidative
stability) of green hams, as highlighted by iodine number, which did not differ between the
experimental groups. Linoleic acid content and iodine number fell within the limits imposed
by Parma Ham production rules [6]. The information available on the influence of housing
density on fatty acid profiles is scarce [38,11] and differences in linolenic acid content were
never observed before, although the mentioned papers studied different housing systems and
lower slaughtering BW. In particular, Patton et al. [38] observed that adipose tissue from pigs
provided less space was more saturated and was composed of higher percentages of PUFA.
Such differences were not observed in the present study, similarly to Serrano et al. [11], who
observed only differences due to gender and no difference due to housing density in the fatty
acid composition of the outer layer of the subcutaneous fat.
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Trimming is a traditional procedure aimed at obtaining the desired shape of the thighs. The
lower relative weight loss after trimming observed for hams deriving from pigs kept at the
higher space allowance can be attributable to the higher fat thickness of the thighs themselves
depending, in turn, on the tendentially higher subcutaneous fat thickness observed in the pigs
of this group, despite the similar body weight at slaughtering and carcass weight.

The higher overall sensory evaluation obtained by dry-cured hams from this group might
be due to the numerically lower marbling score and higher fat thickness in these hams if com-
pared with the control group. In fact, excessive marbling in the lean fraction may slow down
salt penetration [39], whereas a minimum thickness of the subcutaneous fat is prescribed by
the production specifications [6] in order to protect the lean portion from excessive proteolysis
during the long dry-curing process.

Chemical analysis of the lean fraction (moisture, proteolysis index and salt) confirmed the
compliance of the dry-cured hams to the production specifications, without differences
between the experimental groups, with the only exception of the extinction coefficient mea-
sured at 232nm (K,3,), which was significantly lower in the group kept at higher space allow-
ance. This absorbance is due to the formation of conjugated dienes (CD) deriving from the
oxidation of linoleic acid. The formation of CD, which parallels the production of hydroperox-
ides, occurs at the early stages of lipid oxidation [40, 41]. These intermediates are then
expected to decompose to secondary products, which, in the present study, have not been
investigated. Although such a difference could be positively regarded (since it indicates a
reduced presence of primary oxidation products), it is difficultly ascribable to the different
space allowances at which animals were kept. Overall, it is worth noting that the slight differ-
ence in fatty acid composition (of the green hams) and in lipid oxidation (after dry-curing) did
not impair the suitability of the thighs for dry-curing or the quality of the final product. Besides
the positive effects on animal welfare due to the fact that pigs are allowed to rest more comfort-
ably, it should be highlighted that the adoption of higher individual floor space allowances can
improve the production parameters even in restricted-fed animals, without having any detri-
mental effect on meat or ham quality.

Conclusions

The absence of specific requirements for individual space allowance of heavy pigs (about 160
kg BW) can result in the adoption of the minimum floor area required by the EU law (1 m*/
head for all pigs weighing more than 110 kg), although such a provision does not keep into
account the basic needs of heavier pigs especially in terms of space for resting. Our data suggest
that, in the case of Italian heavy pigs, the adoption of higher individual floor space allowances
(1.3 m*/head) can have positive effects on animal welfare (increased possibility to rest) and
improve their productive parameters, without negative effects on the suitability of the thighs
for dry-curing or on the quality of the final product. However, given the experimental condi-
tions under which the present trial was carried out (small group size), further on farm investi-
gations might be necessary to corroborate the differences observed in terms of growth
parameters and behavioural traits.

Author Contributions
Conceptualization: Giovanna Martelli.

Data curation: Luca Sardi.

Formal analysis: Eleonora Nannoni, Luca Sardi.

Investigation: Eleonora Nannoni, Giovanna Martelli, Giulia Rubini, Luca Sardi.

PLOS ONE | https://doi.org/10.1371/journal.pone.0212417  February 15, 2019 11/14


https://doi.org/10.1371/journal.pone.0212417

®PLOS | one

Space allowance for heavy pigs

Methodology: Eleonora Nannoni, Giovanna Martelli, Luca Sardi.

Project administration: Luca Sardi.

Supervision: Giovanna Martelli, Luca Sardi.

Validation: Eleonora Nannoni.

Writing - original draft: Eleonora Nannoni, Giovanna Martelli, Luca Sardi.

Writing - review & editing: Eleonora Nannoni, Giovanna Martelli, Luca Sardi.

References

1. Kornegay ET, Notter DR. Effects of floor space and number of pigs per pen on performance. Pig News
Info. 1984; 5: 23-33.

2. Weng RC, Edwards SA, English PR. Behaviour, social interactions and lesion scores of group-housed
sows in relation to floor space allowance. Appl Anim Behav Sci. 1998; 59: 307-316.

3. Spoolder HAM, Edwards SA, Corning S. Legislative methods for specifying stocking density and conse-
quences for the welfare of finishing pigs. Livest Prod Sci. 2000; 64: 167—173.

4. EFSA (European Food Safety Authority). Opinion of the Scientific Panel on Animal Health and Welfare
on a request from the Commission related to welfare of weaners and rearing pigs: effects of different
space allowances and floor types—Adopted on September 13" 2005. Annex to The EFSA J. 2005; 268:
1-19. https://doi.org/10.2903/j.efsa.2005.268

5. European Council (EC). Council Directive 2008/120/EC of 18 December 2008 laying down minimum
standards for the protection of pigs (codified version). OJEU. 2008; L47: 5-13.

6. Consortium for Parma Ham. Prosciutto di Parma (Parma Ham), Protected Designation of Origin -Speci-
fications and Dossier.1992. Available from: http://www.prosciuttodiparma.com/pdf/en_UK/
Specifications.pdf (cited 10 July 2018)

7. Petherick HD, Baxter SH. Modelling the static spatial requirements of livestock. In: MacCormack JAD
editor. Modelling, design and evaluation of agricultural buildings. Aberdeen, UK: Scottish farm build-
ings investigations unit, 1981. p.75-82.

8. Vermeer HM, de Greef KH Houwers HWJ. Space allowance and pen size affect welfare indicators and
performance of growing pigs under Comfort Class conditions. Livest Sci. 2014; 159: 79-86.

9. Pastorelli G, Musella M, Zaninelli M, Tangorra F, Corino C. Static spatial requirements of growing-finish-
ing and heavy pigs. Livest Sci. 2006; 105: 260—264.

10. DiPasquale J, Nannoni E, Del Duca |, Adinolfi F, Capitanio F, Sardi L et al. What foods are identified as
animal friendly by Italian consumers? ltal J Anim Sci. 2014; 13: 782-789. https://doi.org/10.4081/ijas.
2014.3582

11.  Serrano MP, Camara L, Morales JI, Berrocoso JD, Lépez Bote CJ, Mateos GG. Effect of gender, hous-
ing density and the interaction on growth performance and carcass and meat quality of pigs slaughtered
at 110 kg body weight. Span J Agric Res. 2013; 11: 89-99, https://doi.org/10.5424/sjar/2013111-2869

12. RossiR, Costa A, Guarino M, Laicini F, Pastorelli G, Corino C. Effect of group size-floor space allow-
ance and floor type on growth performance and carcass characteristics of heavy pigs. J Swine Health
Prod. 2008; 16: 304—311.

13. Martelli G, Boccuzzi R, Grandi M, Mazzone G, Zaghini G, Sardi L. The effects of two different light inten-
sities on the production and behavioural traits of Italian heavy pigs. Berl Munch Tierarztl Wochenschr.
2010; 123(11/12):457-462.

14. CIE (Commission Internationale de I'Eclairage). Colorimetry. Pubbl. n. 15, Wien, Austria: Bureau Cen-
tral de la CIE; 1976, 78pp.

15. Honikel KO. Reference methods for the assessment of physical characteristics of meat. Meat Sci.
1998; 49: 447-457. PMID: 22060626

16. Folch J, Lees M, Sloane Stanley GH. A simple method for the isolation and purification of total lipids
from animal tissues. J Biol Chem. 1957; 226: 497-509. PMID: 13428781

17. AOAC (Association of Official Analytical Chemists). Official methods of analysis. 17th ed. Arelington,

VA: Assoc Off Anal Chem; 2000.

PLOS ONE | https://doi.org/10.1371/journal.pone.0212417  February 15, 2019 12/14


https://doi.org/10.2903/j.efsa.2005.268
http://www.prosciuttodiparma.com/pdf/en_UK/Specifications.pdf
http://www.prosciuttodiparma.com/pdf/en_UK/Specifications.pdf
https://doi.org/10.4081/ijas.2014.3582
https://doi.org/10.4081/ijas.2014.3582
https://doi.org/10.5424/sjar/2013111-2869
http://www.ncbi.nlm.nih.gov/pubmed/22060626
http://www.ncbi.nlm.nih.gov/pubmed/13428781
https://doi.org/10.1371/journal.pone.0212417

®PLOS | one

Space allowance for heavy pigs

18.

19.

20.

21.

22,

23.

24,

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

Sardi L, Nannoni E, Grandi M, Vignola G, Zaghini G, Martelli G. Meat and ham quality of Italian heavy
pigs subjected to different illumination regimes. Berl Munch Tierarztl Wochenschr. 2012; 125: 463—468.
https://doi.org/10.2376/0005-9366-125-463 PMID: 23227763

AOAC (Association of Official Analytical Chemists). Official Methods of Analysis. 18" ed. Gaithesburg,
MD: Assoc. Off. Anal. Chem.; 2006.

European Commission. Commission implementing regulation (EU) No 299/2013 of 26 March 2013
amending Regulation (EEC) No 2568/91 on the characteristics of olive oil and olive-residue oil and on
the relevant methods of analysis. OJEU. 2013; L90: 52—70.

Baldini P, Bellatti M, Camorali G, Palmia F, Parolari G, Reverberi M et al. Caratterizzazione del pro-

67:149-159.

Careri M, Mangia A, Barbieri G, Bolzoni L, Virgili R Parolari G. Sensory property relationships to chemi-
cal data of Italian type dry-cured ham. J Food Sci. 1993; 58: 968—972.

StatSoft, Inc. Electronic Statistics Textbook. Tulsa, OK. 2013. Available from: http://www.statsoft.com/
textbook/ (cited 10 July 2018).

Jensen MB, Studnitz M, Pedersen LJ. The effect of type of rooting material and space allowance on
exploration and abnormal behaviour in growing pigs. Appl Anim Behav Sci. 2010; 123: 87-92. https://
doi.org/10.1016/j.applanim.2010.01.0

Kim KH, Kim KS, Kim JE, Kim DW, Seol KH, Lee SH et al. The effect of optimal space allowance on
growth performance and physiological responses of pigs at different stages of growth. Animal 11;2017:
78-485. https://doi.org/10.1017/S1751731116001361

Petherick JC. Spatial requirements of animals: Allometry and beyond. J Vet Behav. 2007; 2: 197-204,
https://doi.org/10.1016/j.jveb.2007.10.001

Klont RE, Hulsegge B, Hoving-Bolink AH, Gerritzen MA, Kurt E, Winkelman-Goedhart HA et al. Rela-
tionships between behavioral and meat quality characteristics of pigs raised under barren and enriched
housing conditions. J Anim Sci. 2001; 79: 2835-2843. PMID: 11768112

Van De Weerd HA, Docking CM, Day JEL, Edwards S.A. The development of harmful social behaviour
in pigs with intact tails and different enrichment backgrounds in two housing systems. Anim Sci 2005;
80: 289-298. https://doi.org/10.1079/ASC40450289

Scipioni R, Martelli G, Volpelli LA. Assessment of welfare in pigs. It J Anim Sci. 2009; 8(sup1): 117-137,
https://doi.org/10.4081/ijas.2009.s1.117

Nannoni E, SardiL, Vitali M, Trevisi E, Ferrari A, Ferri ME et al. Enrichment devices for undocked heavy
pigs: Effects on animal welfare, blood parameters and production traits. It J Anim Sci., Forthcoming.
https://doi.org/10.1080/1828051X.2018.1472531

Cornale P, Macchi E, Miretti S, Renna M, Lussiana C, Perona G, Mimosi A. Effects of stocking density
and environmental enrichment on behavior and fecal corticosteroid levels of pigs under commercial
farm conditions J Vet Behav 2015; 10: 569-576. https://doi.org/10.1016/j.jveb.2015.05.002

Pearce GP, Paterson AM. The effect of space restriction and provision of toys during rearing on the
behaviour, productivity and physiology of male pigs. Appl Anim Behav Sci. 1993; 36: 11-28.

Street BR, Gonyou HW. Effects of housing finishing pigs in two group sizes and at two floor space allo-
cations on production, health, behavior, and physiological variables. J Anim Sci 2008; 86: 982—-991.
https://doi.org/10.2527/jas.2007-0449 PMID: 17965323

Flohr JR, Tokach MD, DeRouchey JM, Woodworth JC, Goodband RD, Dritz SS. Evaluating the removal
of pigs from a group and subsequent floor space allowance on the growth performance of heavy-weight
finishing pigs. J Anim Sci 2016; 94: 4388—4400. https://doi.org/10.2527/jas.2016-0407 PMID:
27898847

Jensen T, Kold C, Vinther NJ, D’Eath RB. The effect of space allowance for finishing pigs on productivity
and pen hygiene. Livest Sci. 2012; 149: 33—40, https://doi.org/10.1016/j.livsci.2012.06.018

Gonyou HW, Stricklin WR. Effects of floor area allowance and group size on the productivity of growing/
finishing pigs. J Anim Sci. 1998; 76: 1326—1330. https://doi.org/10.2527/1998.7651326x PMID:
9621938

Terlouw C. Stress reactions at slaughter and meat quality in pigs: genetic background and prior experi-
ence: A brief review of recent findings. Livest Prod Sci 2005; 94: 125—-135. https://doi.org/10.1016/j.
livprodsci.2004.11.032

Patton BS, Huff-Lonergan E, Honeyman MS, Kerr BJ, Lonergan SM. Effects of space allocation within
a deep-bedded finishing system on pig growth performance, fatty acid composition and pork quality.
Animal. 2008; 2: 471-478. https://doi.org/10.1017/S1751731107001280 PMID: 22445050

PLOS ONE | https://doi.org/10.1371/journal.pone.0212417  February 15, 2019 13/14


https://doi.org/10.2376/0005-9366-125-463
http://www.ncbi.nlm.nih.gov/pubmed/23227763
http://www.statsoft.com/textbook/
http://www.statsoft.com/textbook/
https://doi.org/10.1016/j.applanim.2010.01.0
https://doi.org/10.1016/j.applanim.2010.01.0
https://doi.org/10.1017/S1751731116001361
https://doi.org/10.1016/j.jveb.2007.10.001
http://www.ncbi.nlm.nih.gov/pubmed/11768112
https://doi.org/10.1079/ASC40450289
https://doi.org/10.4081/ijas.2009.s1.117
https://doi.org/10.1080/1828051X.2018.1472531
https://doi.org/10.1016/j.jveb.2015.05.002
https://doi.org/10.2527/jas.2007-0449
http://www.ncbi.nlm.nih.gov/pubmed/17965323
https://doi.org/10.2527/jas.2016-0407
http://www.ncbi.nlm.nih.gov/pubmed/27898847
https://doi.org/10.1016/j.livsci.2012.06.018
https://doi.org/10.2527/1998.7651326x
http://www.ncbi.nlm.nih.gov/pubmed/9621938
https://doi.org/10.1016/j.livprodsci.2004.11.032
https://doi.org/10.1016/j.livprodsci.2004.11.032
https://doi.org/10.1017/S1751731107001280
http://www.ncbi.nlm.nih.gov/pubmed/22445050
https://doi.org/10.1371/journal.pone.0212417

:@.’ PLOS | ONE Space allowance for heavy pigs

39. Schivazappa C, Degni M, Nanni Costa L, Russo V, Buttazzoni L, Virgili R. Analysis of raw meat to pre-
dict proteolysis in Parma ham. Meat Sci. 2002; 60: 77-83. https://doi.org/10.1016/S0309-1740(01)
00109-7 PMID: 22063108

40. Pefa-Ramos EA, Xiong YL. Whey and soy protein hydrolysates inhibit lipid oxidation in cooked pork
patties. Meat Sci 2003; 64: 259-263. https://doi.org/10.1016/S0309-1740(02)00187-0 PMID: 22063011

41. Frankel EN. Methods to determine the extent of oxidation. In: Frankel EN, editor, Lipid Oxidation. 2nd
ed. Cambridge, UK: Woodhead Publishing; 2014. pp. 99-128.

PLOS ONE | https://doi.org/10.1371/journal.pone.0212417  February 15, 2019 14/14


https://doi.org/10.1016/S0309-1740(01)00109-7
https://doi.org/10.1016/S0309-1740(01)00109-7
http://www.ncbi.nlm.nih.gov/pubmed/22063108
https://doi.org/10.1016/S0309-1740(02)00187-0
http://www.ncbi.nlm.nih.gov/pubmed/22063011
https://doi.org/10.1371/journal.pone.0212417

