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This study was conducted to examine effects of resistant starch compared to fructooligosaccharide (FOS)
and zinc bacitracin (ZnB), on performance and ileum morphology in broilers. The experiment groups included a control (basal diet with no additive; CON), four groups receiving different levels of resistant starch
type 2 (1, 2, 3, and 4% added to basal diet; RS), a group receiving fructooligosaccharide (0.4% in basal diet;
FOS), and a group receiving Zinc bacitracin (50 mg/kg basal diet; ZnB). The findings on the day 35 indicated that the groups that received 2% and 3% RS were not significantly different from the FOS group and
the ZnB group in terms of feed intake. The largest body weight and the smallest feed conversion ratio was
found in the ZnB group (P<0.05). Body weights in the groups treated with 3% and 4% RS were not significantly different from the FOS group. The 3% and 4% RS groups had a greater villus height (P<0.05) and a
smaller crypt depth compared to the FOS group. These results demonstrated that while the ZnB group had a
better performance than other groups, it seems that adding 3% and 4% RS resulted in a performance similar
to adding FOS.
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INTRODUCTION
Antibiotic growth promoters (AGPs) are among the feed
additives used to enhance growth performance and inhibit
the growth of intestinal pathogens in poultry nutrition
(Suresh et al. 2017). In fact, AGPs enhance growth performance in birds by reducing the number and diversity of
normal bacteria in the intestine, thereby increasing
bioavailability of nutrients and decreasing deleterious microbial metabolites (Gadde et al. 2017). However, recent
concerns over antibiotic resistance in human body and tendency of consumers to eat healthy food have resulted in a
ban on application of AGPs into poultry feed (Castanon,
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2007; Khan and Naz, 2013; Alagawany et al. 2018). Thus,
a large number of studies are being conducted in an attempt
to find substitutes for AGPs, recommending probiotics,
prebiotics, synbiotics, organic acids, or herbs as replacements for AGPs (Dibner and Richards, 2005; Gadde et al.
2017). Recent years have witnessed greater focus on prebiotics as a feed additive for monogastric animals such as
human, poultry, and pigs, resulting in application of prebiotics in poultry with enhanced immune response and resistance against pathogens, which can further develop digestive system and increase intake of nutrients (Ganguly et
al. 2013). In fact, prebiotics can be regarded as indigestible
components of feed which resist digestion, and are fer-
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mented by cecum or intestinal bacteria to selectively promote or increase bacterial activity in hosts (Griggs and
Jacob, 2005; Hume, 2011; Ricke, 2015). Prebiotics come in
various types including fructooligosaccharides, mannanoligosaccharides, isomaltooligosaccharides, and glucooligosaccharides (Iji and Tivey, 1998). In line with properties
described for prebiotics such as fructooligosaccharide, another highly fermentable feed additive with potential prebiotics properties emphasized by researchers is resistant
starch (Clark and Slavin, 2013; Zaman and Sarbini, 2016).
“Resistant starch” refers to a part of consumed starch left
undigested by digestive enzymes in the small intestine,
which then escapes to the colon (Ashwar et al. 2016). Resistant starch comes in 5 types discussed in details by
Ashwar et al. (2016) and Lockyer and Nugent (2017).
Short-chain fatty acids (SCFAs) are among the final products of resistant starch fermentation that can inhibit pathogen growth (Topping et al. 2003). Resistant starch has been
recommended as an intestinal health factor that can change
microflora community of the digestive system (Raigond et
al. 2015; Ashwar et al. 2016). An experiment by M'Sadeq
et al. (2015) examining impacts of acetylated and butyralated high-amylose maize starch on broilers showed that
acetylated high-amylose maize starch reduced luminal pH
and increased SCFAs, thereby improving intestinal health
and growth performance in broilers challenged with
Eimeria and C. perfringens. In addition, experiments on
pigs and rats also confirmed enhanced health against pathogens as well as modified intestinal morphology (Kleessen et
al. 1997; Bhandari et al. 2009; Zhou et al. 2017). It seems
therefore that feed additives such as resistant starch and
prebiotics can be used to promote useful bacteria growth
and to reduce growth of pathogens, leading to modified
intestinal morphology which affects growth performance in
poultry (Yang et al. 2009). Few studies have examined effects of resistant starch on growth performance and intestinal morphology compared to the effects of prebiotics and
AGPs in broilers. Therefore, the present study attempts to
examine how different levels of resistant starch type 2
(high-amylose maize starch) affects growth performance
and ileum morphology in broilers and to compare these
effects with those of fructooligosaccharide as a prebiotic
and zinc bacitracin as an antibiotic growth promoter.

MATERIALS AND METHODS
Experiment groups, diet, and management
The experiment has been approved by the Semnan University Committee of Animal Ethics and complied with Iranian
guidelines for animal welfare. In this experiment, 350 oneday old Ross 308 male chickens were randomly assigned to
7 groups with 5 replicates. The experiment groups included
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a control group (basal diet with no additive; CON), four
groups receiving different levels of resistant starch type 2
(1, 2, 3, and 4% added to basal diet; RS), a group receiving
fructooligosaccharide as prebiotic (0.4% in basal diet;
FOS), and a group receiving the antibiotic zinc bacitracin
(50 mg per kg basal diet; ZnB). The RS type 2 (highamylose maize starch) used in this study was obtained from
Ingredion ANZ Pty Ltd, New South Wales (Australia) and
the fructooligosaccharide (Raftilose® P95) was obtained
from Beneo-Orafti (Belgium). Raftilose, the source of fructooligosaccharide used in this study, was produced through
partial enzymatic hydrolysis of chicory inulin. Zinc bacitracin (Albac 150) was obtained from Ridley AgriProducts (Tamworth, NSW, Australia). We used MEGAZYME
kit (Megazyme, Bray, Ireland) to measure total starch content in broiler feed. The broiler diets were formulated based
on Ross 308 nutrient specifications, using UFFDA software
for the three periods starter (days 1-10), grower (days 1124), and finisher (days 25-35). Table 1 presents ingredient
and chemical composition of the basal diet. Birds were
placed in 150 cm × 100 cm pens. Each pen was equipped
with wood shavings. Vaccination was scheduled based on
veterinary recommendations. The broilers were fed ad libitum and received lighting under a 23 light/1-hour dark program. The temperature was set at 32 ˚C which gradually
reduced according to breeding standards.
Measuring growth performance parameters
Feed intake (FI), body weight (BW), and feed conversion
ratio (FCR) for each pen were recorded for starter (days 110), grower (days 11-24), finisher (days 25-35), and the
entire experiment (days 1-35) periods. FCR was calculated
as FI divided by BW. During these periods, the number and
weights of mortalities in broiler were recorded to adjust the
growth performance parameters. To assess dressing percentage (DP), two birds were randomly selected from each
replicate on day 35 and slaughtered by bleeding for 90 sec
caused by a single cut to sever the carotid artery and jugular
vein.
Measuring ileum morphology
Villus height, crypt depth, and villus height: Crypt depth
ratios were measured in order to investigate ileum morphology. On day 35, two birds from each replicate were
randomly selected and slaughtered by cervical dislocation.
A 1.5 cm section was cut from the middle ileum and
washed using NaCl 0.9%. We used a buffered 10% formol
solution for 8 hours to clean ileum samples that were later
washed three times in a 70% ethanol solution prior to storage at 4 ˚C. Then following the Feulgen method (Feulgren
and Rossenbeck, 1924), Schiff reagent was used to stain 0.5
cm2 sections from each ileum sample.
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Table 1 Ingredients and chemical composition of the experimental basal diets
Ingredients (g/kg)

Starter (1-10 d)

Grower (11-24 d)

Finisher (25-35 d)

Wheat

568.8

630

661.1

Soybean meal

302.2

208.15

139

Meat meal

28

48

68

Canola solvent

30

45

70

Canola oil

33.2

40

43.9

Limestone

11.9

7.4

4

Dicalcuim phosphate

9.24

5.32

0

Sodium bicarbonate

2

2

2

Salt

1.91

1.45

1

Vitamin premix1

2.5

2.5

2.5

Mineral premix2

2.5

2.5

2.5

L-lysine HCl

2.31

2.95

2.55

DL-methionine

3.46

3.15

2.31

L-threonine

1.98

1.58

1.14

Calculated composition
Metabolizable energy (kcal/kg)

2950

3050

3100

Crude protein (%)

24.15

21.10

20.50

Available phosphorous (%)

0.48

0.47

0.45

Met + Cys (%)

1.10

0.8

0.7

Lysine (%)

1.45

1.31

1.17

Total starch (%)

33.4

35.2

36.8

1

Vitamin premix provided per kilogram of diet: vitamin A (transretinyl acetate): 10000 IU; vitamin D 3 (cholecalciferol): 5000 IU; vitamin E (DL-α-tocopherol acetate): 50
IU; vitamin K 3 (bisulphate menadione complex): 3 mg; Thiamine (thiamine mononitrate): 3 mg; Riboflavin: 9 mg; Nicotinic acid: 50 mg; Pantothenic acid (D-calcium pantothenate): 15 mg; vitamin B 6 : 4 mg; D-biotin: 0.1 mg; Folic acid: 2 mg; vitamin B 12 (cyanocobalamin): 0.02 mg and Choline (choline chloride): 1000 mg.
2
Mineral premix provided per kilogram of diet: Iron (FeSO 4 ·7H 2 O): 55 mg; Iodine (Ca (IO 3 ) 2 ): 1.3 mg; Manganese (MnSO 4 ·H 2 O): 120 mg; Zinc (ZnO): 100 mg; Copper
(CuSO 4 ·5H 2 O): 16 mg and Selenium (Na 2 SeO 3 ): 0.3 mg.

Photographs were taken from at least 10 villi and 10
crypts taken from each section under a stereo microscope.
We then utilized Visilog 6.3 Viewer Lite (Noesis, Saint
Aubin, France) (Catalá-Gregori et al. 2007) to measure
villus height and crypt depth.
Statistical analysis
The experiment was conducted based on a completely random design with 7 groups, 5 replicates each containing 10
broilers. The data obtained from the experiment were analyzed using the ANOVA in SAS (SAS, 2008). The comparison of means was done through Duncan’s multiple
range test at the level of 0.05. Probability values of less
than 0.05 (P<0.05) were considered significant. Before performing statistical analysis of data, all data were tested by a
normality test.

RESULTS AND DISCUSSION
Growth performance
Feed intake
Table 2 presents the results for effects of different levels of
RS on FI in broilers compared to FOS and ZnB.
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The results indicate no significant difference between the
experiment groups during the starter period (days 1-10).
However, the smallest and the greatest FI were respectively
observed in the CON group and the 4% RS group. For the
grower period (days 11-24), the FI values for the 3% and
4% RS groups were not significantly different from the
FOS and the ZnB groups. In addition, broilers receiving 1%
RS showed no significant difference from the CON group.
During the finisher period (days 25-35), again the greatest
FI was found in the 4% RS group (P<0.05). The FOS group
had the lowest level of FI over the finisher period, showing
a significant difference from the 2% and 4% RS groups.
The results for the entire experiment period (days 1-35)
demonstrated the highest level of FI for the 4% RS group
(P<0.05) while the smallest FI was found in the CON group
with a significant difference from all other groups except
for the 1% RS group (P<0.05). No significant difference
was observed between the 2% and 3% RS groups, the FOS
group, and the ZnB group.
Body weight
Table 2 presents the results on effects of different levels of
RS, compared to FOS and ZnB, on the broilers’ BW.
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Table 2 Effect of resistant starch, fructooligosaccharide and zinc bacitracin on feed intake (g), body weight (g) and feed conversion ratio of broilers1
Dietary treatment
Item
CON
1% RS
2% RS
3% RS
4% RS
FOS
ZnB
SEM
P-value
Feed intake
Starter, 1-10 d
277.6
285.0
285.2
286.8
288.6
285.8
287.2
3.47
0.585
1299.0a
6.68
< 0.001
Grower, 11-24 d
1219.0c
1213.6c
1255.6b
1288.2a
1299.8a
1298.0a
1613.4bc
4.92
0.001
Finisher, 25-35 d
1622.2bc
1630.8bc
1639.2b
1630.0bc
1670.2a
1599.4c
c
c
b
b
a
b
Total period
3118.8
3129.4
3180.0
3205.0
3258.6
3183.2
3199.6b
8.11
< 0.001
Body weight
297.6a
1.48
< 0.001
Starter, 1-10 d
245.6d
253.0d
270.4c
280.8bc
293.4ab
273.2c
cd
d
bc
b
b
a
Grower, 11-24 d
810.0
793.2
826.6
843.8
850.2
893.6
896.6a
7.21
< 0.001
1148.4a
12.49
< 0.001
Finisher, 25-35 d
960.2d
994.0d
1055.0c
1132.8ab
1096.0bc
1094.2bc
d
d
c
b
b
b
2342.6a
19.98
< 0.001
Total period
2015.8
2040.2
2152.0
2257.4
2239.6
2261.0
Feed conversion ratio
0.97c
0.013
< 0.001
Starter, 1-10 d
1.13a
1.13a
1.06b
1.02bc
0.99bc
1.05b
ab
a
a
a
a
b
Grower, 11-24 d
1.51
1.53
1.52
1.53
1.53
1.45
1.45b
0.009
0.016
1.41d
0.018
< 0.001
Finisher, 25-35 d
1.69a
1.64a
1.56b
1.44d
1.53bc
1.46cd
1.37d
0.011
< 0.001
Total period
1.55a
1.53a
1.48b
1.42c
1.46b
1.41c
1
Values are the means of 5 pens of 10 birds per pen.
CON: control; RS: resistant starch; FOS: fructooligosaccharide and ZnB: zinc bacitracin.
The means within the same row with at least one common letter, do not have significant difference (P>0.05).
SEM: standard error of the means.

The results for the starter period (days 1-10) showed the
largest BW in the ZnB group, with significant differences
from other groups except for the 4% RS group. The 2% and
3% RS group were not significantly different from the FOS
group. The smallest BW for the grower period (days 11-24)
was found in the 1% RS group, showing no significant difference from the CON group. During the grower period, the
greatest BW was observed in the ZnB group with no significant difference from the FOS group. The greatest BW
during the finisher period (days 25-35) was observed in the
ZnB group with significant difference (P<0.05) from all
other groups except for the 3% RS group. Furthermore, the
FOS group showed no significant difference from the 2%,
3%, and 4% RS groups. The CON group had the smallest
BW during the finisher period, showing no significant difference from the 1% RS group. For the entire experiment
period, the greatest BW was found in the ZnB group
(P<0.05). The broilers in the FOS group had greater BW
than the broilers in the 1% and 2% RS groups (P<0.05).
However, the FOS group showed no significant difference
from the 3% and 4% RS groups. Although the smallest BW
was that of the CON group, it was not significantly different from that of the 1% RS group.
Feed conversion ratio
Table 2 shows the result on effects of the different levels of
RS, compared to FOS and ZnB, on FCR in broilers. Over
the starter period (days 1-10), the smallest FCR was observed in the ZnB group, showing no significant difference
from the 3% and 4% RS groups. No significant difference
was found between the FOS group and the 2%, 3%, and 4%
RS groups in terms of FCR. The CON group and the 1%
RS group had the largest FCR.
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During the grower period (days 11-24), the ZnB and the
FOS groups had the smallest FCR, showing significant difference (P<0.05) from all other groups except for the CON
group. The RS groups were not significantly different in
terms of FCR.
Over the finisher period (days 25-35), the ZnB group had
the smallest FCR, showing no significant difference from
the FOS and the 3% RS groups. Over the entire experiment
period, the smallest and the greatest FCR values were found
in the ZnB and the CON group, respectively. The FOS
group showed no significant difference from the 3% RS
group.
Dressing percentage
Table 3 presents the results on the effects of different levels
of RS, compared to FOS and ZnB, on DP in broilers. The
ZnB group had the greatest DP (P<0.05). The 4% RS group
and the FOS group showed significant gain in DP compared
to the 1%, 2%, and 3% RS group and the CON group
(P<0.05). The smallest DP was found in the CON group,
showing no significant difference from the 1%, 2%, and 3%
RS groups.
Ileum morphology
Table 4 presents the results for effects of different levels of
RS, compared to FOS and ZnB, on ileum morphology in
broilers. The greatest villus height was observed in the ZnB
group (P<0.05). The broilers treated with RS, except for the
1% RS group, had significant increase in villus height compared to the CON group. Moreover, among the groups that
received RS, the 3% and 4% RS groups had significant
increase in villus height (P<0.05) compared to the FOS
group.
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Table 3 Effect of resistant starch, fructooligosaccharide and zinc bacitracin in dressing percentage of broilers1
Dietary treatment
Item
CON
1% RS
2% RS
3% RS
4% RS
FOS
Dressing percentage
68.34c
68.82c
69.02c
69.14c
70.12b
70.18b

ZnB
71.80a

SEM
0.18

P-value
< 0.001

1
Values are the means of 5 pens of 10 birds per pen.
CON: control; RS: resistant starch; FOS: fructooligosaccharide and ZnB: zinc bacitracin.
The means within the same row with at least one common letter, do not have significant difference (P>0.05).
SEM: standard error of the means.

Table 4 Effect of resistant starch, fructooligosaccharide and zinc bacitracin on ileum morphology of broilers1
Dietary treatment
Item
CON
1% RS
2% RS
3% RS
4% RS
FOS
ZnB
Villus height, μm
842.07e
861.84de
898.18cd
927.66bc
954.10b
882.01de
1005.10a
Crypt depth, μm
178.23a
169.38ab
147.96c
146.89c
148.32c
158.46bc
128.26d
e
e
bc
b
b
cd
7.84a
Villus height:crypt depth
4.72
5.08
6.08
6.32
6.44
5.57

SEM
12.41
3.67
0.26

P-value
< 0.001
< 0.001
< 0.001

1
Values are the means of 5 pens of 10 birds per pen.
CON: control; RS: resistant starch; FOS: fructooligosaccharide and ZnB: zinc bacitracin.
The means within the same row with at least one common letter, do not have significant difference (P>0.05).
SEM: standard error of the means.

The smallest villus height was found in the CON group
with no significant difference from the 1% RS group and
the FOS group. The ZnB group had the smallest crypt depth
(P<0.05). The 2%, 3%, and 4% RS groups were not significantly different from the FOS group in terms of crypt depth.
The greatest crypt depth was found for the CON group
(P<0.05), showing significant difference from all groups,
except for the 1% RS group. As far as villus height: crypt
depth ratio is concerned, our results found the greatest ratio
in the ZnB group (P<0.05). Of the groups that received RS,
the 2%, 3%, and 4% RS groups had significant increase in
this ratio (P<0.05) compared to the CON and the 1% RS
groups. In addition, a significant increase in this ratio was
observed in the 3% and 4% RS groups compared to the
FOS group. The smallest ratio was observed in the CON
group.
Growth performance
Results found for different periods showed greater FI in the
RS groups than in the CON group, although the FI difference between the CON group and the 1% RS group was
smaller compared to other groups. In line with our findings,
M'Sadeq et al. (2015) reported a greater FI in broilers receiving acetylated and butyralated high-amylose maize
starch compared to their control group. In addition, in an
experiment on the effects of potato’s retrograded resistant
starch (S. Tuberosum and S. Phureja) and the prebiotic
mannan-oligosaccharide, Ariza-Nieto et al. (2012) reported
no significant difference between the experiment groups in
terms of FI. In this experiment, over the entire experiment
period (35 days), the groups receiving 2% and 3% RS did
not show any significant difference from the FOS and the
ZnB groups. However, M'Sadeq et al. (2015) reported a
smaller FI in broilers treated with antibiotic than broilers
receiving acetylated and butyralated high-amylose maize
starch over a period of 35 days.
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Clark and Slavin (2013) noted that resistant starch and
fructooligosaccharide as feed additives did not reduce feed
intake, and their experiment as well as the one conducted
by M'Sadeq et al. (2015) found that the broilers that received acetylated and butyralated high-amylose maize
starch did not show decreased FI compared to their respective control group. As resistant starch is indigestible and
has been referred to as fiber by several authors, it has been
suggested that birds that receive resistant starch consume
more feed to compensate for loss of their energy while it
has also been suggested that high fiber levels can increase
FI (M'Sadeq et al. 2015).
Regarding the observations on FI for broilers treated with
FOS in this experiment, it should be noted that previous
studies on effects of fructooligosaccharide on broilers have
produced inconsistent results, as adding 2, 4, and 8 grams
of fructooligosaccharide per kilogram (Xu et al. 2003), 5
g/kg fructooligosaccharide (Shang et al. 2015), and 500
mg/kg fructooligosaccharide (Emami et al. 2012) produced
no significant difference between the fructooligosaccharide
groups and the control groups in terms of FI, while
Williams et al. (2008) reported a significant drop in FI for
broilers treated with 0.6 g fructooligosaccharide per kg.
However, in this experiment we did not observe any reduction in FI for broilers receiving FOS similar to those
receiving 2%, 3%, and 4% RS compared to the control
group over the entire experiment period (35 days), although
the smallest FI over the finisher period was observed in the
FOS group.
Regarding BW, the results suggested that the 2%, 3%,
and 4% RS groups as well as the FOS group had a greater
BW than the CON group, while no considerable difference
was found between the 1% RS group and the CON group in
terms of BW and even in terms of DP. The greater BW may
be attributed to increased FI in the 2%, 3%, and 4% RS
groups.
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M'Sadeq et al. (2015) also reported a greater BW in
broilers receiving acetylated and butyralated high-amylose
maize starch than the broilers in the control group, although
the difference was not significant. In addition, challenged
broilers treated with acetylated and butyralated highamylose maize starch had a significant body weight gain
compared to the control group. Huff et al. (2015) examined
three types of resistant starch (HI Maize 260, unmodified
potato starch, and fresh raw russet potato) in broilers and
reported a higher body weight in E. coli challenged broilers
receiving unmodified potato starch under cold stress compared to the other experiment groups, although the body
weights of broilers that received HI-Maize 260 was not
significantly different from those of the broilers treated
with unmodified potato starch. Ariza-Nieto et al. (2012)
observed no significant difference in terms of daily body
weight gain in broilers receiving retrograded resistant starch
(S. Tuberosum and S. Phureja) and the mannanoligosaccharide compared to the control group.
However, this improved growth performance in the
broilers receiving resistant starch and those receiving fructooligosaccharide can be attributed to enhanced innate immune function as well as increased production of SCFAs
which can be absorbed through hindgut and act as a source
of energy for tissues (Adhikari and Kim, 2017). SCFAs can
also actively induce changes in the intestinal mucus
(Montagne et al. 2003). Authors of some previous studies
have reported no change in body weights of broilers receiving fructooligosaccharide (Emami et al. 2012; Shang et al.
2015), while Xu et al. (2003) found significant body weight
gain in broilers receiving 4% fructooligosaccharide in their
feed compared to the broilers in the control group.
In this experiment, the antibiotic group always had a
greater BW and DP compared to the other groups. Several
studies reported body weight gain in broilers that received
AGPs like zinc bacitracin (Engberg et al. 2000; Yang et al.
2007). In fact, this improved growth is attributable to modified bacterial community in the intestine, as Engberg et al.
(2000) suggested zinc bacitracin can reduce coliform count
in ileum and boost amylase and lipase activity.
The findings regarding FCR indicated that the RS groups
had smaller FCR than the CON group while the FOS group
had a better FCR than the RS groups. However, as noted in
the results section, the FCR of the ZnB group was smaller
than the other groups. But M'Sadeq et al. (2015) found no
significant difference between the experiment groups (acetylated and butyralated high-amylose maize starch) in both
cases of disease-challenged (Eimeria and C. Perfringens)
and unchallenged broilers. In addition, while they observed
no significant difference between the experiment groups in
terms of FCR, the antibiotic group had the smallest FCR.

320

Ileum morphology
Ileum morphology can be used as an important index for
intestinal health and nutrient absorption (Xu et al. 2003;
Shang et al. 2015). Carbohydrates that pass through the
gastrointestinal tract can be fermented by bacteria (Shang et
al. 2015) and since resistant starch remains unaffected by
digestive enzymes, it can be expected to get fermented by
bacteria (Fuentes Zaragoza et al. 2011). As the final product of resistant starch fermentation, SCFAs (acetate, propionate, butyrate, and lactate) can reduce pH and inhibit
pathogen growth (Ma and Boye, 2017), and resistant starch
seems to be more capable of producing butyric acid than
other SCFAs (Leeson et al. 2005; Fuentes Zaragoza et al.
2011), and like fructooligosaccharides, it can be butyrogenic (Pryde et al. 2002). However, the host must have
certain bacteria to degrade resistant starch and increase butyric acid production (Yang et al. 2017). Kleessen et al.
(1997) suggested that increased amount of SCFAs caused
by intake of resistant starch type 2 is attributable to promoting the growth of Bifidobacterium and Lactobacillus. This
experiment showed an increase in Lactobacillus count for
the groups that received RS, particularly at 4% RS (data not
shown). SCFAs, and in particular butyric acid, have been
suggested to play a role in growth and development of the
small intestine through epithelial cell proliferation. These
changes therefore can affect the intestinal mucus (Xu et al.
2003).
Increased crypt depth or reduced villus height may suggest the presence of toxic agent in the body while reduced
villus may inhibit nutrient absorption. Although the ZnB
group in this study had a greater villus height than the other
groups, our results for the RS groups shows that the 3% and
4% RS group had a greater villus height and smaller crypt
depth compared to the FOS and the CON groups, which can
indicate that, similar to fructooligosaccharide, resistant
starch can also undergo bacterial fermentation in the ileum
and this can increase villus height and surface area for nutrient absorption (Shang et al. 2015). As noted above, the
3% and 4% RS groups outperformed the CON group in
terms of growth performance.
In addition, M'Sadeq et al. (2015) reported greater villus
height and smaller crypt depth in the jejunum of broilers
treated with acetylated and butyralated high-amylose maize
starch on day 24 in comparison to the broilers of the control
group.
Deeper crypts indicate faster tissue turnover which, in
turn, results in greater need for nutrients and slower growth,
as observed in the CON group and the 1% RS group. In
fact, deeper crypts and shorter villi in the control group
suggest lowered nutrient absorption, reduced resistance
against pathogen, and thus poorer growth performance.

Iranian Journal of Applied Animal Science (2019) 9(2), 315-322

Lotfi et al.

Similarly, M'Sadeq et al. (2015) observed the smallest
villus height and the greatest crypt depth on day 24 in the
control group. Consistent with our findings, they also found
that on days 15 and 24, the antibiotic group had greater
villus height and smaller crypt depth.
Our experiment revealed a significant (P<0.05) increase
in villus height: crypt depth ratio for the ZnB group when
compared to the other experiment groups, similar to the
findings of M'Sadeq et al. (2015) who reported a significant
increase in this ratio in the jejunum of the antibiotic group
on day 24.
The RS groups in this experiment exhibited a significant
increase in villus height: crypt depth ratio in the ileum
compared to the control group, which is in line with ArizaNieto et al. (2012) who noted a significant increase in villus
height: crypt depth ratio in the jejunum of broilers treated
with potato’s retrograded resistant starch (S. Tuberosum
and S. Phureja) compared to the control group. Furthermore, M'Sadeq et al. (2015) observed an insignificant increase in the villus height: crypt depth ratio on day 24 in the
jejunum of broilers that received acetylated and butyralated
high-amylose maize starch compared to the control group.
However, Ariza-Nieto et al. (2012) noted a significant increase in the villus height: crypt depth ratio in the duodenum of broilers that received the resistant starch S. Tuberosum potato compared to broilers that received mannanoligosaccharide.
In this experiment, we found a significant (P<0.05) increase in the villus height: crypt depth ratio in the ileum of
the broilers that received 3% and 4% RS compared to the
group treated with FOS.

CONCLUSION
Our results indicated that supplementing broiler basal diet
with 2%, 3%, and 4% RS leads to enhanced growth performance compared to the CON group while on the other
hand, the 3% and 4% RS groups had also better growth
performance than the group that received the FOS. This
enhanced growth performance in the broilers that received
RS can be attributed to modified ileum morphology (increased villus height and reduced crypt depth). The broilers
treated with ZnB showed a better growth performance than
the broilers in the RS groups, but one should also note improved intestinal health of broilers that received RS, which
could result from modified intestinal microflora and morphology. It should also be noted that it is not clear whether
resistant starch has effects similar to those of fructooligosaccharide, and therefore further studies are need in this
area. Future research can compare distinct levels of prebiotics to various types of resistant starch supplemented to different basal diets used for different strains of broilers.

321

ACKNOWLEDGEMENT
The authors wish to acknowledge the assistance of Mr.
Rashidi the CEO of Tehran Targol Pars, in supplying resistant starch. We are also thankful to Prof. Mingan Choct
(University of New England) for his invaluable and helpful
insight in conducting this study.

REFERENCES
Adhikari P.A. and Kim W.K. (2017). Overview of Prebiotics and
Probiotics: Focus on Performance, Gut Health and Immunity–
A Review. Ann. Anim. Sci. 17, 949-966.
Alagawany M., El-Hack M.E.A., Farag M.R., Sachan S., Karthik
K. and Dhama K. (2018). The use of probiotics as eco-friendly
alternatives for antibiotics in poultry nutrition. Environ. Sci.
Pollut. Res. 25, 1-8.
Ariza-Nieto C., Rodriguez D., Ariza-Nieto M. and Afanador G.
(2012). Effects of resistant starch of common and native potato on broiler performance. FASEB J. 26, 824-825.
Ashwar B.A., Gani A., Shah A., Wani I.A. and Masoodi F.A.
(2016). Preparation, health benefits and applications of resistant starch: A review. Starch Stärke. 68, 287-301.
Bhandari S., Nyachoti C. and Krause D. (2009). Raw potato starch
in weaned pig diets and its influence on postweaning scours
and the molecular microbial ecology of the digestive tract. J.
Anim. Sci. 87, 984-993.
Castanon J. (2007). History of the use of antibiotic as growth
promoters in European poultry feeds. Poult. Sci. 86, 24662471.
Catalá-Gregori P., García V., Madrid J., Orengo J. and Hernández
F. (2007). Response of broilers to feeding low-calcium and total phosphorus wheat-soybean based diets plus phytase: Performance, digestibility, mineral retention and tibiotarsus mineralization. Canadian J. Anim. Sci. 87, 563-569.
Clark M.J. and Slavin J.L. (2013). The effect of fiber on satiety
and food intake: A systematic review. J. Am. Coll. Nutr. 32,
200-211.
Dibner J. and Richards J. (2005). Antibiotic growth promoters in
agriculture: History and mode of action. Poult. Sci. 84, 634643.
Emami N.K., Samie A., Rahmani H. and Ruiz-Feria C. (2012).
The effect of peppermint essential oil and fructooligosaccharides, as alternatives to virginiamycin, on growth performance,
digestibility, gut morphology and immune response of male
broilers. Anim. Feed Sci. Technol. 175, 57-64.
Engberg R.M., Hedemann M.S., Leser T. and Jensen B.B. (2000).
Effect of zinc bacitracin and salinomycin on intestinal microflora and performance of broilers. Poult. Sci. 79, 1311-1319.
Feulgren R. and Rossenbeck H. (1924). Mikroskopischchemischer Nachweis einer Nucleinsäure vom Typus der
Thymonucleinsäure und die-darauf beruhende elektive Färbung von Zellkernen in mikroskopischen Präparaten. HoppeSeyler’s Z. Physiol. Chem. 135(5), 203-248.
Fuentes Zaragoza E., Sánchez Zapata E., Sendra E., Sayas E.,
Navarro C., Fernández López J. and Pérez Alvarez J.A.

Iranian Journal of Applied Animal Science (2019) 9(2), 315-322

Effects of Resistant Starch in Broilers

(2011). Resistant starch as prebiotic: A review. Starch Stärke.
63, 406-415.
Gadde U., Kim W., Oh S. and Lillehoj H.S. (2017). Alternatives
to antibiotics for maximizing growth performance and feed efficiency in poultry: a review. Anim. Health. Res. Rev. 18, 2645.
Ganguly S., Dora K.C., Sarkar S. and Chowdhury S. (2013). Supplementation of prebiotics in fish feed: A review. Rev. Fish
Biol. Fish. 23, 195-199.
Griggs J. and Jacob J. (2005). Alternatives to antibiotics for organic poultry production. J. Appl. Poult. Res. 14, 750-756.
Huff G., Huff W., Rath N., El-Gohary F., Zhou Z. and Shini S.
(2015). Efficacy of a novel prebiotic and a commercial probiotic in reducing mortality and production losses due to cold
stress and Escherichia coli challenge of broiler chicks. Poult.
Sci. 94, 918-926.
Hume M. (2011). Food safety symposium: potential impact of
reduced antibiotic use and the roles of prebiotics, probiotics,
and other alternatives in antibiotic-free broiler production.
Poult. Sci. 90, 2663-2669.
Iji P. and Tivey D. (1998). Natural and synthetic oligosaccharides
in broiler chicken diets. World's Poult. Sci. J. 54, 129-143.
Khan R. and Naz S. (2013). The applications of probiotics in poultry production. World's Poult. Sci. J. 69, 621-632.
Kleessen B., Stoof G., Proll J., Schmiedl D., Noack J. and Blaut
M. (1997). Feeding resistant starch affects fecal and cecal microflora and short-chain fatty acids in rats. J. Anim. Sci. 75,
2453-2462.
Leeson S., Namkung H., Antongiovanni M. and Lee E. (2005).
Effect of butyric acid on the performance and carcass yield of
broiler chickens. Poult. Sci. 84, 1418-1422.
Lockyer S. and Nugent A.P. (2017). Health effects of resistant
starch. Nutr. Bull. 42, 10-41.
Ma Z. and Boye J.I. (2017) Research advances on structural characterization of resistant starch and its structure-physiological
function relationship: A review. Crit. Rev. Food Sci. Nutr. 58,
1059-1083.
Montagne L., Pluske J. and Hampson D. (2003). A review of interactions between dietary fibre and the intestinal mucosa, and
their consequences on digestive health in young non-ruminant
animals. Anim. Feed Sci. Technol. 108, 95-117.
M'Sadeq S.A., Wu S.B., Swick R.A. and Choct M. (2015). Dietary
acylated starch improves performance and gut health in necrotic enteritis challenged broilers. Poult. Sci. 94, 2434-2444.
Pryde S.E., Duncan S.H., Hold G.L., Stewart C.S. and Flint H.J.
(2002). The microbiology of butyrate formation in the human
colon. FEMS Microbiol. Lett. 217, 133-139.

322

Raigond P., Ezekiel R. and Raigond B. (2015). Resistant starch in
food: A review. J. Sci. Food Agric. 95, 1968-1978.
Ricke S. (2015) Potential of fructooligosaccharide prebiotics in
alternative and nonconventional poultry production systems.
Poult. Sci. 94, 1411-1418.
SAS Institute. (2008). SAS®/STAT Software, Release 9.2. SAS
Institute, Inc., Cary, NC. USA.
Shang Y., Regassa A., Kim J.H. and Kim W.K. (2015). The effect
of dietary fructooligosaccharide supplementation on growth
performance, intestinal morphology, and immune responses in
broiler chickens challenged with Salmonella enteritidis
lipopolysaccharides. Poult. Sci. 94, 2887-2897.
Suresh G., Das R.K., Kaur Brar S., Rouissi T., Avalos Ramirez
A., Chorfi Y. and Godbout S. (2017). Alternatives to antibiotics in poultry feed: molecular perspectives. Crit. Rev. Microbiol. 44, 318- 335.
Topping D.L., Fukushima M. and Bird A.R. (2003). Resistant
starch as a prebiotic and synbiotic: State of the art. Proc. Nutr.
Soc. 62, 171-176.
Williams J., Mallet S., Leconte M., Lessire M. and Gabriel I.
(2008). The effects of fructo-oligosaccharides or whole wheat
on the performance and digestive tract of broiler chickens. Br.
Poult. Sci. 49, 329-339.
Xu Z., Hu C., Xia M., Zhan X. and Wang M. (2003). Effects of
dietary fructooligosaccharide on digestive enzyme activities,
intestinal microflora and morphology of male broilers. Poult.
Sci. 82, 1030-1036.
Yang X., Darko K.O., Huang Y., He C., Yang H., He S., Li J., Li
J., Hocher B. and Yin Y. (2017). Resistant starch regulates gut
microbiota: Structure, biochemistry and cell signalling. Cell.
Physiol. Biochem. 42, 306-318.
Yang Y., Iji P. and Choct M. (2007). Effects of different dietary
levels of mannanoligosaccharide on growth performance and
gut development of broiler chickens. Asian-Australasian J.
Anim. Sci. 20, 1084-1091.
Yang Y., Iji P. and Choct M. (2009). Dietary modulation of gut
microflora in broiler chickens: A review of the role of six
kinds of alternatives to in-feed antibiotics. World's Poult. Sci.
J. 65, 97-114.
Zaman S.A. and Sarbini S.R. (2016). The potential of resistant
starch as a prebiotic. Crit. Rev. Biotechnol. 36, 578-584.
Zhou L., Fang L., Sun Y., Su Y. and Zhu W. (2017). Effects of a
diet high in resistant starch on fermentation end products of
protein and mucin secretion in the colons of pigs. StarchStärke. 69, 1-7.

Iranian Journal of Applied Animal Science (2019) 9(2), 315-322

