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Abstract: The common smut of corn, caused by Ustilago maydis, reduces the yield and quality of
maize forage. When heavy infestations of corn smut occur, grain yields can be so severely decreased
that the most viable economic alternative may be to harvest and ensile the crop. Only a couple of
studies have attempted to investigate the influence of aerobic exposure on the nutritive value and
aerobic stability of silage, which is prepared from smut-infected maize. In this study, individual
whole corn plants were harvested by hand. The plants were distributed into three treatments: 0%
infected, 50% infected, and 100% infected. The fresh forage was ensiled in triplicate for a 90-day
period. Aerobic exposure lasted for 28 days. Samples were taken on the day of opening and on the
3rd, 7th, 14th, and 28th days. Near infrared spectroscopy (NIRS) calibration equations were used
for the prediction of qualitative indicators. Silage prepared from 100% smut-infected maize had
comparatively poor quality with dry matter loss, increasing pH and the low amount of starch. It
was also distinguished with significant temperature increases from days 15 to 18 of aerobic exposure.
Silage prepared from 50% smut-infected maize did not show significant quality changes over the
period of the experiment, although it had inferior quality compared to the silage prepared from
smut-free maize. While silage prepared from smut-infected maize had an overall worse quality than
silage prepared from non-infected maize, it should not have an adverse effect on livestock health or
production.

Keywords: maize silage; smut; Ustilago maydis; fermentation; aerobic exposure; nutritive value;
quality changes

1. Introduction

Silage preparation and storage are two of the most effective techniques for ensuring
animal feed supplies. Lactic acid bacteria (LAB) mainly convert water soluble carbohy-
drates (WSC) and also a little lignocellulolytic material into organic acids under anaerobic
conditions. Due to this acidification, the silage can be stored for a long period of time. Corn
is one of the most important forages crops used for ensiling [1,2].

Common smut is a disease caused by Ustilago maydis infections, and it is relatively
common in corn. It is influenced by unfavourable weather conditions, such as high
temperatures and droughts in the period of pollen scattering and filaments spreading.
The smut disease has a major impact on corn production globally [3] and can infect corn at
all phenological phases. The main symptoms of the disease are chlorosis, necrosis, tumour
induction [4], and galls growth [5]. In corn, common smut is mainly found in ears as fungal
structures called galls that are filled with black teliospores [6]. Smut galls consist of fungal
and host tissues. Young galls are white, firm, and covered with a semi-glossy periderm.
As galls begin to mature, interior tissues become semi-fleshy and streaks of black tissues
occur as teliospores begin to form. During further maturation, galls become a mass of
black powdery teliospores and the periderm ruptures, releasing the spores [4]. There is
no direct protection against the pathogen because the use of fungicides does not protect
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against corn smut infection, and the methods for controlling it are limited primarily to
seed dressings [7,8]. The protection against this pathogen is basically based on prevention.
Many methods for controlling corn smut have been recommended, such as well-balanced
soil fertility that can be obtained possibly based on soil tests. Excessive nitrogen available
in soil, accompanied sometimes by low phosphorus levesl, increases the chance for smut
infestations. Very dry weather conditions tend to aggravate this further. Furthermore, it
is important to avoid mechanical injuries to plants. Implements could cause small cuts
and wounds to the leaves and stalks, which then provide entry points for the fungus.
The protection against insects is also essential. This can be achieved in the early stage of
crop development by using insecticide seed treatments. In addition to these treatments,
a frequently mentioned control alternative is host resistance, which provides the most
advantageous solution against the pathogen [4].

Smut reduces the yield and quality of maize forage. The yield of infected plants can
be reduced by 28.0-61.3%. Losses vary with each growing year, location, and cultivar.
Ear development in infected plants may be impaired depending on the number, size, and
location of smut galls [9]. Thus, large galls, particularly those above the ear, can cause
barren corn plants, and multiple galls per plant also often reduce yields by 100% [4].
Fresh material from smut-infected maize was found to contain smaller quantities of N-free
extractives (NFE) and sugars than smut-free fresh material [8]. Richter et al. [10] state that
plants infected with maize smut had lower dry matter (DM) content and lower nutrients
content, and DM degradability and organic matter did not differ from healthy plants.

When heavy infestations of corn smut occur, grain yields can be so severely decreased
that the most viable economic alternative may be to harvest and ensile the crop [11,12].
However, there are very little research studies on the effects of common corn smut on the
palatability and nutritive value of corn silage. In particular, there is a paucity of studies
examining the changes of smut-infected maize silage quality when the silage is exposed to
air for longer than 7 days. The DM content is lower in infected silage as opposed to the silage
from healthy maize plants. This confirmed that the infection of maize stands with smut
(Ustilago maydis) results in lower DM contents (p < 0.05) in infected plants. Silage infested
with smut tends to have greater fibre, neutral detergent fibre (NDF), acid detergent fibre
(ADF), and crude protein (CP) contents but lesser non-structural carbohydrate contents
than noninfected silage. The smut infection of maize also influences the change in the
microbial composition of silage. This, in accordance with the differing DM content of silage
biomasses, affects the quality of fermentation [10]. Some research studies showed that
silages made with smut-infected maize did not have a harmful effect on the production
and health of cattle [8].

When the silo is opened for feed outs or after the removal of silage from the silo, silage
is exposed to air. At that time, fermentation acids and silage components are oxidized by
aerobic bacteria, yeasts, and moulds [13]. This process is characterized by an increase in
pH [14]. Silage that is rich in sugar and energy, free of butyric acid, and includes only low
concentrations of acetic acid spoil as soon as oxygen enters the material [13]. In general,
maize silage is more likely to be spoiled by aerobic deterioration than grass silage because it
typically includes higher amounts of lactic acid and lower amounts of acetic acid. Aerobic
deterioration is affected by various factors. Biochemical factors affecting aerobic stability
include the development of yeasts and moulds during plant growth, field wilting, storage,
and the concentration of undissociated acetic acid in silage [13].

While some research studies have been carried out to investigate the chemical composi-
tion of silage prepared from smut-infected maize plants, only a couple of studies attempted
to investigate the influence of aerobic exposure on the nutritive value and aerobic stability
of silage prepared from smut-infected maize [8,10]. The studies concluded that silage
obtained from maize plants infected with Ustilago maydis generally had worse aerobic
stability and quality. However, the studies have been carried out in a short time period
(7 days of aerobic deterioration), which may not necessarily reflect the farm’s conditions.
The aim of the present study was to determine to what extent the presence of smut-infected
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maize influences the nutritional value of maize silage and the stability of maize silage
throughout the aerobic exposure period.

2. Materials and Methods
2.1. General

Individual whole corn (Zea mays L.) plants grown in Lithuanian Research Centre for
Agriculture and Forestry research fields in 2021 were harvested by hand. All plants were
“Duxxbury” (FOA 170) hybrids. This is an early hybrid grown for silage and grains. About
75 thousand plants per hectare were sown. During the pollen scattering and filaments
spreading period in July, the average temperature in Lithuania was 22.1 °C (medium peren-
nial air temperature—17.8 °C), and the amount of precipitation was at 58 mm (medium
perennial precipitation—84 mm). High temperatures and droughts in the period of pollen
scattering and the filament spreading stage influenced the development of Ustilago maydis
infections.

Approximately 44% of maize were infected in the field. The total damage to the cobs
by Ustilago maydis was assessed in the field by selecting five random locations in the maize
rows where the number of healthy, damaged and undeveloped cobs was counted within
a two-metre length [15]. Counts were made of the diseased and healthy cobs on five 2 m
lengths of rows selected randomly, and then they were corrected to a “per plot” basis.
Stalks were cut at around 15 cm above the soil surface, when corn kernels were in a milk
dough stage (R3-R4) and when the milk line was % to % down relative to the kernel. All
corn plants were divided into two groups: maize with an ear that was visibly and severely
infected with Ustilago maydis (Figure 1A) and maize with an ear that was not visibly infected
(Figure 1B).

Figure 1. Corn cobs: (A)—ear not visibly infected with corn smut; (B)—ear visibly and severely
infected with corn smut.

Maize plants were chopped to an average length of 2 cm in a forage chopper. The
plants were broken down into three treatments in total: 0% infected, 50% infected (compiled
from a homogenic mixture of equal parts of 0% infected and 100% infected plants), and 100%
infected. After thorough mixing, the fresh forage was ensiled in triplicate at approximately
1 kg (fresh weight) in polyethylene bags (28 cm x 40 cm, thickness of 100 and 130 pum, Status
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Innovations Co., Metlika, Slovenia) and sealed using a vacuum packing machine. After
the bags were filled with fresh matter, a temperature sensor (Tempmate. ®-S1 Single-Use
USB Data Logger, Heilbronn, Germany) was inserted in the middle of each bag. The data
loggers were set to record the temperature data of all sensors every 10 min during the
experimental phase, according to the method described by Ferrero et al. [16]. The sealed
bags were ensiled for 90 days before initial opening and kept in a lying position in ambient
temperatures (20-22 °C) and in darkness.

Before opening the bags, the gas concentration of CHy, O;, CO,, and H,S was deter-
mined in all treatments, using the GFM 400 Series Gas Analyser (UK). The analyser was
connected to the sample point by using a gas pipe. The flow of gas through the instrument
took place until the reading stabilised.

To start the inflow of oxygen, the bags were opened. The aerobic exposure stage lasted
for 28 days. Samples were taken on the day of opening and on the 3rd, 7th, 14th, and
28th days of aerobic deterioration. Three of the sensors were taken out after opening the
samples, and the rest were left during the aerobic stage.

2.2. Analysis

Maize silage samples were composited by hand and mixed thoroughly. Two hundred
grams from each composited and mixed sample were oven-dried at 65 + 5 °C temperature
to a constant weight and grounded in an ultra-centrifugal mill ZM 200 (Retsch, Germany)
to pass a 1 mm screen. Ground samples were analysed in triplicate for absolute DM DM
contents by drying maize samples at 105 °C for 48 h in a forced-air oven until the weight of
the samples was stable. Near infrared spectroscopy (NIRS) calibration equations (ADAS,
UK) were used for the prediction of CP, crude fat (CL), starch, crude fibre (CF), NDF, ADF,
metabolizable energy (ME), and net energy lactation (NEL) data by using an NIRS-6500
device with a sample spinning module (Foss-Perstorp, USA) and selecting wavelengths
between 400 and 2500 nm in reflectance spectra [17]. Then, dried samples were scanned in
three replications using cuvettes, and the acquired spectra were processed with equations
used in the device (ADAS, UK). Crude ash (CA) content was determined as the mass left
after sample incineration at 550 (£10) °C. The acidity (pH) of fresh (undried) silage samples
was measured in water extracts, in accordance with a potentiometric method, using a pH
meter (Horiba, UK).

2.3. Statistical Analysis

Statistical analysis was conducted using IBM SPSS Statistics, version 25. The nutritive
value indicators of different silage treatments were presented as mean =+ standard deviation
(SD) and significant differences between the days of aerobic exposure and between silage
with varying levels of smut damage were calculated using one-way ANOVA (Tukey’s post
hoc test). A value of p < 0.05 was considered statistically significant.

3. Results
3.1. Chemical Composition of the Harvested Maize Forage

The chemical composition of corn forages before ensiling is shown in Table 1. The
maize forage that was completely infected with smut (smut-infected maize (100%)), har-
vested at a dough stage, had the lowest amount of DM, CP, starch, and ADF at 308.6, 70.5,
172.4, and 201.4 g kg~ !, respectively. It also had the highest amount of CA with 48.5 g kg !
and CF with 243 g kg~!. The intact (smut-free) maize stood out with the highest amounts
of DM (333.1 gkg™!), CP (71.3 g kg 1), starch (257 g kg~ !), NDF (399.4 g kg '), and ADF
(2214 gkg™).
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Table 1. DM and chemical composition (DM basis) of freshly chopped whole-plant corn with different
Ustilago maydis infection rate (before ensiling).

DM Ccp CA Starch CF NDF ADF
Treatment
gkg!
Smut-free maize 333.1+3.7P 713+1.87° 40.8£0.82 2574 +72¢ 216.6 +4.4° 399.4 £82P 221.4 +44°
Smut-infected maize (50%) 329.1 +£52°P 7114192 41.1+11°2 2254 +10.6® 2175 +13.72 375.7 £9.42 202.3 + 7.5
Smut-infected maize (100%) 308.6 +5.02 7054+ 1.72 485+2.1P 172.4 41092 2430+ 6.7P 380.7 + 10.0 20 201.4 +29°2

Note. Values with different lowercase letters indicate significant differences among treatments. Values are
presented as mean =+ SD. Abbreviations: DM—dry matter; CP—crude protein; CA—crude ash; CF—crude fibre;
NDF—neutral detergent fibre; ADF—acid detergent fibre.

3.2. Nutritive Value of the Silage at the Opening and during Aerobic Exposure

Changes in the silage quality during the time period of aerobic exposure are presented

in Table 2.

Table 2. Effect of Ustilago maydis infection rates on fermentation patterns and the nutritive value of

the silage at the opening and during aerobic exposure.

Days of Aerobic Exposure
Item Treatment 0 7 14 28
Smut-free maize silage 301.2 +3.824 335.1+5.1° 351.0 & 5.7 ¢ 404.0 £3.7<C 496.0 +13.1 9¢
DMgkg™ Smut-infected maize silage (50%) 314.0 + 7.9 *AB 3277 +86% 328.0 + 6.7 B 317.0 + 6.1 B 344.0 + 5.6 B
Smut-infected maize silage (100%) 324.8 £ 598 328.0+7.0" 306.0 + 5.4 24 301.0 £ 8.524 289.0 + 6.224
Smut-free maize silage 410 4+0.04 4 4.00 4 0.054 4104 0.084 4.02 4 0.054 4104+ 0.054
pH Smut-infected maize silage (50%) 410 +0.044 410 +0.04 2 41240054 412+0.054 420+ 0.054
Smut-infected maize silage (100%) 430 +0.04 B 4.30 £ 0.03 B 430 +0.04 B 425 +0.04 B 5.30 + 0.04 B
Smut-free maize silage 93.8 +3.228 93.7+£1.0% 888+122 924+£04° 99.8 +3.1°4
CPgkg™! Smut-infected maize silage (50%) 935+ 038 89.3+45 92.8+0.8 91.6 + 1.1 90.0 £2.74
Smut-infected maize silage (100%) 872 +£26% 948 +09°? 914 +£31°? 90.5+1.8? 121.7 £ 6.9 8
Smut-free maize silage 2494044 245+ 034 233+254 227+034 23.1+09
CLgkg™! Smut-infected maize silage (50%) 26.8 4 0.8 B 24.8 4 0.3 %A 25.4 4 0.6 A 25.6 - 1.2 3B 247 +£0.72
Smut-infected maize silage (100%) 30.7 £ 0.5 ¢ 27.7 +0.7 B 3524+ 1.6 30.2 + 0.8 °C 235+£212
Smut-free maize silage 541 +57 529+ 15 55.7 £28 553 £1.9 550+ 138
CAgkg™! Smut-infected maize silage (50%) 54.1+12 50.3 +2.1 529 +0.7 53.1+4.8 484 + 344
Smut-infected maize silage (100%) 468 £2.8% 53.0 +£3.7P 535+ 2.6° 498 +46% 442 +13%
Smut-free maize silage 2459 4+ 7.9°8 202.3 +15.8 28 222.7 4+ 11.7 2C 216.9 + 1.5 217.9 4 10.7 28
Starch g kg™! Smut-infected maize silage (50%) 233.4 4 9.9 181.4 £9.128 188.7 £ 1238 196.2 + 14.0 28 200.1 = 20.2 2bAB
Smut-infected maize silage (100%) 162.5 4+ 18.2bA 117.3 4 8.4 94 139.8 4 2.7 bA 159.1 4 8.0 *A 166.7 + 15.3 P4
Smut-free maize silage 188.0 £5.6 2003 £ 8458 194.1 £5.0 197.0 +10.3 1934 +4.68
CFgkg™! Smut-infected maize silage (50%) 192.9 + 6.7 2 181.2 £ 7.12A 198.1 +3.4° 199.3 £19° 186.0 & 6.8 2bB
Smut-infected maize silage (100%) 199.8 + 6.8 b¢ 211.8 £5.1°E 2054 £52°¢ 189.9 +4.8° 138.0 £ 1.22A
Smut-free maize silage 390.0 + 14.14 409.2 £524 3974 +7.84 400.3 + 844~ 396.0 +3.7 A
NDF g kg~! Smut-infected maize silage (50%) 4032 +9.64 395.0 +14.4 A 4165+ 5.88 406.3 £5.14 4025+ 424
Smut-infected maize silage (100%) 4353+ 748 4662 + 458 4484 4+ 44€ 43054898 466.4 +12.1B
Smut-free maize silage 2102 +7.0 22244948 2172 £5.7 2162+ 1248 2129 + 44
ADF g kg™! Smut-infected maize silage (50%) 2022 +94 1904 +9.14 209.7 £ 54 210.6 4 2.1 AB 1933 £ 8.9
Smut-infected maize silage (100%) 204.2 £15.1 % 227.6 £ 6.9 B 2179 £4.2°¢ 192.9 £9.4 04 160.1 + 6.0 24
Smut-free maize silage 10.87 £0.14 10.71 £0.114 10.77 £ 0.06 ® 10.74 £0.16 10.79 £ 0.07 A
ME MJ/kg Smut-infected maize silage (50%) 10.88 =+ 0.07 abe 11.01 £ 0.12<B 10.74 + 0.05 2bB 10.73 4 0.08 @ 10.96 + 0.08 b<B
Smut-infected maize silage (100%) 10.71 4 0.09 10.50 + 0.10 24 10.61 + 0.03 24 10.89 +0.11° 11.67 4 0.02 B
Smut-free maize silage 6.57 = 0.08 6.45 = 0.08 AB 6.50 +0.05 P 6.47 +£0.12 6.51 +0.05 4
NEL MJ/kg Smut-infected maize silage (50%) 6.55 4 0.06 6.63 £0.13B 6.47 +0.04 B 6.46 +0.04 6.61 4+ 0.07 4
Smut-infected maize silage (100%) 6.45 + 0.07 be 6.27 £ 0.06 24 6.37 £ 0.02 2bA 6.57 £0.07 7.15 £ 0.02 4B

Note. Values with different uppercase letters indicate significant differences among treatments on the same
day during aerobic exposure. Values with different lowercase letters indicate significant differences among
days after opening for the same treatments. Values with no letters did not show significant differences among
treatments or days (p < 0.05). Values are presented as mean + SD. Abbreviations: SEM—standard error of means;
DM—dry matter; CP—crude protein; CL—crude fat; CA—crude ash; CF—crude fibre; NDF—neutral detergent
fibre; ADF—acid detergent fibre; ME—metabolizable energy; NEL—neto energy lactation.

It was observed that the amount of DM decreased in the silage prepared from 100%
smut-infected maize. When comparing the silos of different infection levels, it was observed
that on day 0, the DM content of the silage prepared from 100% infected material was
significantly higher than that of the non-infected silage (p < 0.05), while the content of the
silage prepared from 50% infected silage was not significantly different from that of the
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two silos (p > 0.05). In the 100% smut-infected maize silos, the pH increased significantly
(p < 0.05). When comparing the silos of different infection levels, it was observed that the
pH was slightly higher in the 50% damaged silos than in the undamaged silos throughout
the entire period, but it was not statistically significant (p > 0.05). In the silos prepared from
the 100% damaged maize, the pH was significantly higher on all days compared to the
other treatments (p < 0.05).

The CP content of 100% infected silage increased significantly by 39.5% on day 28
(p < 0.05) The CP content of the 100% infected silage was significantly lower at day 0
(p < 0.05 compared to both silages).

In the silos prepared from 50% infected maize, the CL content decreased by 7.8% at
day 28 compared to day 0 (p < 0.05). In the silos made from 100% infected maize, the
CL content was the lowest on day 28 over the entire study period compared to a 0-14
days period. When comparing the silos with different infection levels, it was observed
that during the entire study period (except for day 28), the CL content was significantly
higher in the 100% smut-infected silos than in the non-infected (p < 0.05) and 50% infected
(p < 0.05) silos.

In the silos, prepared from 50% infected maize, a significant decrease in starch content
was observed on days 3, 7, and 14 (p < 0.05) compared to day 0, but it did not differ from
day 28 (p > 0.05). The 100% damaged silage had a significantly lower starch content on all
days from day 0 to day 14 compared to the undamaged silage and the 50% damaged silage
(p <0.05).

On day 14, a significant decrease was observed in the CF content in the 100% infected
silos compared to days 3 and 7 (p < 0.05), and on day 28, the fibre content was the lowest
during the entire study period and it decreased by 31% from day 0 (p < 0.05). When
comparing silos with different infection levels, it was observed that on day 3 the CF content
was significantly lower in the 50% infected silage than in the non-infected (p < 0.05) and the
100% smut-infected (p < 0.05) silages and on day 28 the CF content was lower by 28% in
the silos prepared from 100% infected maize than in the silos prepared from non-infected
maize, and it was 25% lower compared to the 50% infected maize silage (p < 0.05).

The NDF content of both intact and infected silos did not change statistically signif-
icantly over the study period (p < 0.05), although the NDF content of the 100% infected
silage was significantly higher on all days compared to the 50% infected and non-infected
silage (p < 0.05). The ADF content was lower in 50% smut-infected silage than that of the
other two silages on day 3 (p < 0.05), and on day 28, it was significantly lower than that
of the undamaged silage only (p < 0.05). The ADF content of the 100% infected silos was
significantly lower than that of the undamaged silage on day 14 (p < 0.05), and on day 28, it
was significantly lower than that of the two silages (p < 0.05).

The ME did not change significantly in silos during aerobic exposure. When comparing
silos with different infection levels, it was observed that on day 3, the ME content was
significantly higher in the 50% damaged silos than in the undamaged and 100% damaged
silos (p < 0.05). On day 28, the ME content was significantly different in all silos (the lowest
being in the non-infected silos and the highest in the 100% infected silos) (p < 0.05). The
NEL content increased significantly on day 14 compared to days 3 and 7 (p < 0.05) in the
100% infected silage, and it was the highest on day 28 compared to the entire study period
(p < 0.05).

3.3. Temperature of the Silage at the Opening and during Aerobic Exposure

The temperature development represented in Figure 2 shows the course of reheating.
In the healthy silos, the temperature did not change significantly during the first 18 days
of the study, but it increased significantly on days 21 (compared to days 0 and 3, p < 0.05;
compared to days 6, 9, 12, and 18, p < 0.05; compared to day 15, p < 0.05) and 24 (compared
to all days 0 to 18 p < 0.05), and on day 28, it was the highest during the entire study period
(compared to days 0 to 18, p < 0.05; compared to day 21, p < 0.05; compared to day 24,
p > 0.05).
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Silage temperature (°C)
— —_ —_ N N N N
I ®»® © o =B N »

—_
[e)}

dC

cB

abcA

Days of aerobic exposure

—o— Smut-free silage —— Smut-infected silage (50%)

—o— Smut-infected silage (100%) ----- Ambient temperature

Figure 2. Change in temperatures measured in silage during aerobic exposure while silage was
affected with different Ustilago maydis infection rates. Error bars represent SD. Note. Values with
different uppercase letters indicate significant differences among treatments on the same day during
aerobic exposure. Values with different lowercase letters indicate significant differences among days
after opening for the same treatments. Values with no letters did not show significant differences
among treatments or days (p < 0.05).

In the 50% damaged silos, on days 9, 12, and 15, the temperature decreased statistically
significantly (compared to days 0 and 3, p < 0.05); on day 18, the temperature was the
highest (compared to days 9, 12 and 15, p < 0.05, and compared to day, 6 p < 0.05); on days
21 and 24, the temperature decreased, but it was still significantly higher (compared to
days 6, 9, 12, and 15, p < 0.01); on day 28, it decreased and was not statistically different
relative to the temperature for the entire period.

Reheating was observed in silage prepared from 100% smut-infected silos. On day
15, the temperature increased significantly compared to days 3, 6, and 9, and on day 18, it
increased again (p < 0.05 compared to the days before). On days 21 and 24, the temperature
was the highest (p < 0.05 compared to the days before), and on day 28, the temperature
dropped significantly compared to days 21 and 24 (p < 0.05); however, it was still high
compared to the other days (p < 0.05).

When comparing silos with various infection levels, the temperature was significantly
higher on day 0 in the silos made from 50% infected maize compared to the healthy silos
(p < 0.05), although it was not significantly different from the 100% damaged silos (p > 0.05).
On day 3, the temperature in the 50% damaged silos continued to be significantly higher
than in the smut-free maize silage (p < 0.05). On day 15, the temperature was significantly
higher in the 100% infected silos compared to the 50% damaged silos (p < 0.05), but it was
not significantly different from the healthy silos (p > 0.05). On day 18, the temperature
in the 50% infected silos was significantly higher compared to the healthy silos (p < 0.05),
while the temperature in the 100% damaged silos was the highest compared to the other
silos (p < 0.005).

On day 21, the temperature in the intact silage was not different from the 50% damaged
silos, while the temperature in the 100% damaged silos continued to be significantly higher
compared to the other silos (p < 0.05). On days 21 and 24, the 100% damaged silos had the
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highest temperature, and it was approximately +4 °C higher compared to the other silos
(p <0.05).

3.4. Gas Concentration Measurements after the Opening of Samples

While comparing silage treatments with different smut infection levels, there were no
statistically significant differences found between CH,, O, CO,, and H,S gas concentra-
tions (p > 0.05) (Table 3). The maximum values of CH,; and H,S were found in smut-free
silage, while the maximum value of CO, was found in silage prepared from 100% smut-
infected maize (1.75 and the amount was 1.23 times higher; the maximum values were
then found in smut-free and 50% smut-infected silage, respectively). There was no oxygen
found in any of the treatments.

Table 3. Concentrations of gases in silage affected with different Ustilago maydis infection rates
(measured after 90 days of ensiling).

CH,4 0, CO, H,S
Treatment
ppm
Smut-free silage 36+£27 0 303.2 £ 1215 14 +£55
Smut-infected silage (50%) 1.8+26 0 430.8 £ 181.5 8+45
Smut-infected silage (100%) 26+25 0 531.0 £ 173.6 8+45

Note. Values are presented as mean & SD. Abbreviations: CHy—methane; O,—oxygen; CO,—carbon dioxide;
H,S—hydrogen sulphide.

4. Discussion

Maize smut (Ustilago maydis) is a fungal disease that, under unfavourable conditions,
can damage a large number of maize plants in the field, especially during droughts followed
by heatwaves. The disease affects all above-ground parts of the plant and produces a
large number of spores (teliospores), causing new infections. Several generations of these
teliospores can develop during the growing season. Maize smut reduces the yield and
quality of maize forage [8].

In the present study, an attempt was made to determine to what extent the presence
of smut-infected maize influences the nutritional value of maize silage and the stability of
maize silage throughout the aerobic deterioration stage.

4.1. Chemical Composition of the Harvested Maize Forage

The raw material of freshly harvested 100% smut-infected maize forage had signifi-
cantly lower amounts of DM and starch compared to other treatments. Other researchers
also obtained similar results of the intact maize forage [11,18]. The DM amount might have
been influenced by the fact that maize kernels did not achieve maturity due to Ustilago
maydis infection damage on corn cobs. This led to decreased grain yields and thus lower
ratios of grain to cob + stalk + leaf in the infected plants than in the non-infected plants [11].
Many studies report yield losses due to smut infection. A study by Potkariski and Weier-
miiller [8] stated that Ustilago maydis is able to metabolize all provided types of sugar, and
it is generally acknowledged that the maize fodder is depleted of carbohydrates due to
smut infections [8,19-21].

4.2. Nutritive Value of the Silage at the Opening and during Aerobic Exposure

In the current experiment, there was a trend of DM decreasing in the silage prepared
from 100 % smut-infected maize. Doleza et al. [10] and Richter et al. [22] also stated lower
DM content in smut-infected silage as opposed to the silage from healthy maize plants.
This confirmed that the infection of maize with Ustilago maydis results in lower DM content
of infected plant silage. Intact silage and silage prepared from 50% smut-infected maize
DM was increased by aerobic exposure due to evaporation of moisture and volatile organic
compounds as silage was not covered [23].
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It is obvious from the results, as shown in Table 2, that the smut infection of maize
plants also influenced the change in silage pH. After the initial opening, all silage samples
had pH values right above the threshold of 4 (Table 2). The pH increased significantly in
the silage prepared from 100% smut-infected maize, reflecting the faulty aerobic stability
influenced by poor fermentation qualities in the early stages of ensiling. However, the pH
was stable in the intact silage as well as in silage prepared from 50% smut-infected maize,
which indicated adequate fermentation. However, the observed difference between the
intact silage and silage prepared from 100% smut-infected maize pH levels differs from the
findings presented by Potkariski et al. [8], in which a silage stability test showed increasing
pH values in all samples (smut-infected and non-infected), with the exception of those with
the chemical additive. This might be influenced by the fact that the raw material of 100%
smut-infected maize stood out with a low amount of starch, as starch contents along with
the activity of epiphytic LAB determine the rate of decline in pH during the early stages of
ensiling, which is important for producing stable silage [24].

The amount of CP kept increasing during aerobic exposure in the silage prepared
from 100% smut-infected maize. In comparison, the CP was stable in the intact silage and
silage prepared from 50% smut-infected maize. The amount of CP tended to increase on a
DM basis as some easily oxidizable constituents of forage were quickly depleted [18,25].
Potkansi et al.’s [8] experiment showed very similar results for CP changes after the
stability test was performed, where it remained stable in smut-free silage (69.19 g kg~! DM
before the stability test and 69.31 g kg~! DM after) and increased in smut-infected silage
(75.87 g kg~! DM before and 87.35 g kg~! DM after).

The CL had a moderate decrease in all treatments and can be explained by oxidation
processes in fatty acids, which caused a substantial amount of ME [23]. The concentration
of Ustilago maydis infection in maize did not show effects on CA content as it remained
stable in all treatments during the period of aerobic exposure. The starch content remained
unchanged when silages were exposed to the air, which seems to be consistent with another
research study [23].

The NDF content of the 100% infected silage was significantly higher on all days
compared to the 50% infected and non-infected silage. According to Filya and Sucu [26]
in the 90 days of ensiling, no significant difference was observed in the NDF of maize
silages (p > 0.05). This finding suggests that lowering the quantity of NDF in the silage
prepared from 100% smut-infected maize during aerobic exposure was a result of smut
infection in maize as other research shows only a small increase in NDF in the intact maize
silage [18,23]. ADF is partly reduced at the process of ensiling as hemicellulose is sensitive
to lower pH and is partially hydrolyzed under acidic conditions [27]. However, the content
of ADF decreased more prominently in the silage prepared from 100% smut-infected maize.
These results are likely to be related to the scale of the maize smut infection of the plant.
Previous research did not show significant changes in the ADF amount of the healthy
silage [18].

The amount of ME and NEL did not change significantly during the time of aerobic
exposure in the intact silage and silage prepared from infected plants. These results are in
line with those of previous studies [18,23], which were obtained by investigating infection-
free maize. As for maize silage infected with Ustilago maydis, there are insufficient data
reflecting the changes in energy indicators.

Some of the changes noted in the chemical composition of smut-infected silage are
similar to those noted in drought-stressed corn silage. Drought stress decreases the grain
content and thereby causes increased NDF and decreased non-structural carbohydrate
content [11]. In the present study, maize plants were not partitioned into grain, cob, stalk,
and leaves. However, visual observation and laboratory analyses (NDF, ADEF, and starch)
suggest that smut-infected corn had a lesser grain content than noninfected corn. This
would be expected because of the effects of smut on grain yields.
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4.3. Temperature of the Silage at the Opening and during Aerobic Exposure

An increase in silage temperature is seen as a convenient indicator for the extent and
intensity of aerobic deterioration [18]. The energy released by the aerobic degradation of
WSC in plant respiration is responsible for the elevation in temperature [23]. In this experi-
ment, the temperature of the silage, prepared from 100% smut-infected maize, increased
drastically after 15 days of aerobic exposure due to the fact that common smut gall tissue
can be colonized by mycotoxigenic fungi and contaminated with mycotoxins [6]. The aero-
bic exposure of silage can induce the growth of mould and mycotoxin formation [28-30]. It
has to be considered that the ambient temperature was 17-20 °C during this trial, which
provides good conditions to spoilage organisms such as aerobic yeasts mostly being active
at 20-30 °C [31].

Temperature development also expresses DM losses because microbial respiration
is an exothermic process [32]. These results further support the idea that Ustilago maydis
infections influenced the significant decrease in DM in silage prepared from 100% smut-
infected maize.

Gas concentration measurements did not show any statistically significant differences.

5. Conclusions

The results of this investigation identified that silage prepared from 100% smut-
infected maize is distinguished by a decrease in dry matter and crude fibre content and
an increase in pH over the time of aerobic exposure. It also had a lower amount of starch
than other treatments and experienced significant reheating after opening. While it had an
overall worse quality than silage prepared from non-infected maize, it should not have an
adverse effect on livestock health or production. Silage prepared from 50% smut-infected
maize did not show significant quality changes over the period of the aerobic exposure;
however, it had inferior quality compared to the silage prepared from smut-free maize,
which shows that even a moderate infestation with smut can aggravate the quality of the
silage. These findings suggest that, in general, increasing maize contagion levels with
Ustilago maydis will negatively impact the quality and aerobic stability of maize silage. This
study enhanced our understanding of the effects of Ustilago maydis infection on maize silage
quality relative to aerobic deterioration as the primary concern, paying particular attention
to a long period of aerobic exposure. However, further research is needed to gain a better
understanding of maize smut effects on maize silage nutrition and fermentation quality.

Author Contributions: Conceptualization, L.M.-V,, E.V. and A.M.; methodology, L. M.-V. and AS,;
software, E.V,; validation, L.M.-V. and E.V,; formal analysis, L.M.-V.; investigation, L.M.-V.; writing—
original draft preparation, L.M.-V. and E.V.; writing—review and editing, A.S., A.M. and J.C. All
authors have read and agreed to the published version of the manuscript.

Funding: Part of this research was supported by the long-term research program “Biopotential
and quality of plants for multifunctional use” implemented by the Lithuanian Research Centre for
Agriculture and Forestry.

Data Availability Statement: Not applicable.

Conflicts of Interest: The authors declare no conflict of interest.

1. Guan, H,; Yan, Y.; Li, X,; Li, X,; Shuai, Y.; Feng, G.; Ran, Q.; Cai, Y.; Li, Y.; Zhang, X. Microbial communities and natural
fermentation of corn silages prepared with farm bunker-silo in Southwest China. Bioresour. Technol. 2018, 265, 282-290. [CrossRef]

[PubMed]

2. Duniere, L.; Sindou, J.; Chaucheyras-Durand, F.; Chevallier, I.; Thévenot-Sergentet, D. Silage processing and strategies to prevent
persistence of undesirable microorganisms. Anim. Feed. Sci. Technol. 2013, 182, 1-15. [CrossRef]

3. Galicia-Garcia, PR.; Silva-Rojas, H.V.; Mendoza-Onofre, L.E.; Zavaleta-Mancera, H.A.; Cérdova-Téllez, L.; Espinosa-Calderon, A.
Selection of aggressive pathogenic and solopathogenic strains of Ustilago maydis to improve Huitlacoche production. Acta Bot.
Bras. 2016, 30, 683-692. [CrossRef]


http://doi.org/10.1016/j.biortech.2018.06.018
http://www.ncbi.nlm.nih.gov/pubmed/29908496
http://doi.org/10.1016/j.anifeedsci.2013.04.006
http://doi.org/10.1590/0102-33062016abb0097

Agronomy 2023, 13,111 11 of 12

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

Frommer, D.; Veres, S.; Raddcz, L. Susceptibility of stem infected sweet corn hybrids to common smut disease. Acta Agrar. Debr.
2018, 74, 55-57. [CrossRef]

Morrison, E.N.; Emery, R.J.N,; Saville, B.J. Fungal derived cytokinins are necessary for normal Ustilago maydis infection of maize.
Plant Pathol. 2017, 66, 726-742. [CrossRef]

Abbas, HK; Shier, W.T.; Plasencia, J.; Weaver, M.A.; Bellaloui, N.; Kotowicz, ] K.; Butler, A.M.; Accinelli, C.; de la Torre-Hernandez,
M.E.; Zablotowicz, R.M. Mycotoxin contamination in corn smut (Ustilago maydis) galls in the field and in the commercial food
products. Food Control 2017, 71, 57-63. [CrossRef]

Lambie, S.C.; Kretschmer, M.; Croll, D.; Haslam, T.M.; Kunst, L.; Klose, J.; Kronstad, ].W. The putative phospholipase Lip2
counteracts oxidative damage and influences the virulence of Ustilago maydis. Mol. Plant. Pathol. 2017, 18, 210-221. [CrossRef]
Potkanski, A.; Grajewski, J.; Twaruzek, M.; Selwet, M.; Miklaszewska, B.; Blajet-Kosicka, A.; Szumacher-Strabel, M.; Cieslak, A;
Raczkowska-Werwiriska, K. Chemical composition, fungal microflora and mycotoxin content in maize silages infected by smut
(Ustilago maydis) and the effect of biological and chemical additives on silage aerobic stability. J. Anim. Feed Sci. 2010, 19, 130-142.
[CrossRef]

Aydogdu, M.; Boyraz, N.; Kaya, Y. Effect on Yield Losses on Maize (Zea mays L.) Caused by Smut Disease (Ustilago maydis (DC)
Corda). J. Turk. Phytopath. 2015, 44, 23-30. Available online: https://www.researchgate.net/publication /322831486 (accessed on
20 April 2022).

Dolezal, P.; Nedelnik, J.; Skladanka, J.; Moravcovd, H.; Vyskocil, I.; Dvorackovd, J.; Kalhotka, L.; Zeman, L.; Havlicek, Z.; Postulka,
R.; et al. Quality of maize silage fermentation process infected with Ustilago maydis. In Proceedings of the International Symposium
on Forage Quality and Conservation, Sao Pedro, Brazil, 15-18 November 2011; Zopollatto, M., Daniel, J.L.P,, Nussio, L.G., de
Séa Neto, A., Eds. Available online: https://www.isfqcbrazil.com.br/proceedings/2011/quality-of-maize-silage-fermentation-
process-infected-with-ustilago-maydis-84.pdf (accessed on 21 April 2022).

Cole, N.A.; Rush, C.M.; Greene, L.W. Influence of Corn Smut on the Palatability and Digestibility of Corn Silage. Prof. Anim. Sci.
2001, 17, 287-294. [CrossRef]

Smith, D.R.; White, D.G. Diseases of Corn. In Corn and Corn Improvement, 3rd ed.; Sprague, G.F.,, Dudley, ] W., Eds.; American
Society of Agronomy, Crop Science Society of America, Soil Science Society of America: Madison, WI, USA, 1988; p. 715.
[CrossRef]

Wilkinson, ].M.; Davies, D.R. The aerobic stability of silage: Key findings and recent developments. Grass Forage Sci. 2013, 68,
1-19. [CrossRef]

Pahlow, G.; Hiinting, K. Garungsbiologische Grundlagen und biochemische Prozesse der Silagebereitung. In Praxishandbuch
Futter- und Substratkonservierung, 8th ed.; Deutsche Landwirtschafts-Gesellschaft e.V: Frankfurt am Main, Germany, 2011;
pp- 73-82.

European and Mediterranean Plant Protection Organization. PP 1/019(4) Seed-Borne Cereal Fungi; European and Mediterranean
Plant Protection Organization: Paris, France, 2020.

Ferrero, F.; Tabacco, E.; Piano, S.; Casale, M.; Borreani, G. Temperature during conservation in laboratory silos affects fermentation
profile and aerobic stability of corn silage treated with Lactobacillus buchneri, Lactobacillus hilgardii, and their combination. J.
Dairy Sci. 2021, 104, 1696-1713. [CrossRef] [PubMed]

Serva, L.; Marchesini, G.; Chinello, M.; Contiero, B.; Tenti, S.; Mirisola, M.; Grandis, D.; Andrighetto, I. Use of near-infrared
spectroscopy and multivariate approach for estimating silage fermentation quality from freshly harvested maize. Ital. ]. Anim. Sci.
2021, 20, 859-871. [CrossRef]

Gerlach, K.; Ro8, F.; Weif3, K.; Biischer, W.; Stidekum, K.-H. Changes in maize silage fermentation products during aerobic
deterioration and effects on dry matter intake by goats. Agric. Food Sci. 2013, 22, 168-181. [CrossRef]

Weiermiiller, J.; Akermann, A.; Laudensack, W.; Chodorski, J.; Blank, L.M.; Ulber, R. Brewers’ spent grain as carbon source for
itaconate production with engineered Ustilago maydis. Bioresour. Technol. 2021, 336, 125262. [CrossRef]

Ruan, X.; Ma, L.; Zhang, Y.; Wang, Q.; Gao, X. Dissection of the Complex Transcription and Metabolism Regulation Networks
Associated with Maize Resistance to Ustilago maydis. Genes 2021, 12, 1789. [CrossRef]

Cuervo-Parra, J.A.; Pérez Espana, V.H.; Zavala-Gonzalez, E.A.; Peralta-Gil, M.; Aparicio Burgos, J.E.; Romero-Cortes, T. Tri-
choderma Asperellum strains as potential biological control agents against Fusarium verticillioides and Ustilago maydis in maize.
Biocontrol Sci. Technol. 2022, 32, 624-647. [CrossRef]

Richter, G.H.; Flachowsky, G.; Schneider, A.; Wirth, R.; Schwartze, J.; Jahreis, G. Investigations about the influence of blister
smut (Ustilago zeae) on feed value of maize for silage making. Wirtsch. Futter 1994, 40, 161-169. Available online: https:
/ /agris.fao.org/agris-search/search.do?recordID=DE95A0964 (accessed on 21 April 2022).

Briining, D.; Gerlach, K.; Weif$, K.; Stidekum, K.-H. Effect of compaction, delayed sealing and aerobic exposure on maize silage
quality and on formation of volatile organic compounds. Grass Forage Sci. 2018, 73, 53-66. [CrossRef]

Yuan, X.; Guo, G.; Wen, A.; Desta, S.T.; Wang, ].; Wang, Y.; Shao, T. The effect of different additives on the fermentation quality,
in vitro digestibility and aerobic stability of a total mixed ration silage. Anim. Feed Sci. Technol. 2015, 207, 41-50. [CrossRef]
Tabacco, E.; Righi, F.; Quarantelli, A.; Borreani, G. Dry matter and nutritional losses during aerobic deterioration of corn and
sorghum silages as influenced by different lactic acid bacteria inocula. J. Dairy Sci. 2011, 94, 1409-1419. [CrossRef] [PubMed]
Filya, L; Sucu, E. The effects of lactic acid bacteria on the fermentation, aerobic stability and nutritive value of maize silage. Grass
Forage Sci. 2010, 65, 446—455. [CrossRef]


http://doi.org/10.34101/actaagrar/74/1664
http://doi.org/10.1111/ppa.12629
http://doi.org/10.1016/j.foodcont.2016.06.006
http://doi.org/10.1111/mpp.12391
http://doi.org/10.22358/jafs/66276/2010
https://www.researchgate.net/publication/322831486
https://www.isfqcbrazil.com.br/proceedings/2011/quality-of-maize-silage-fermentation-process-infected-with-ustilago-maydis-84.pdf
https://www.isfqcbrazil.com.br/proceedings/2011/quality-of-maize-silage-fermentation-process-infected-with-ustilago-maydis-84.pdf
http://doi.org/10.15232/S1080-7446(15)31642-9
http://doi.org/10.2134/agronmonogr18.3ed
http://doi.org/10.1111/j.1365-2494.2012.00891.x
http://doi.org/10.3168/jds.2020-18733
http://www.ncbi.nlm.nih.gov/pubmed/33309357
http://doi.org/10.1080/1828051X.2021.1918028
http://doi.org/10.23986/afsci.6739
http://doi.org/10.1016/j.biortech.2021.125262
http://doi.org/10.3390/genes12111789
http://doi.org/10.1080/09583157.2022.2042196
https://agris.fao.org/agris-search/search.do?recordID=DE95A0964
https://agris.fao.org/agris-search/search.do?recordID=DE95A0964
http://doi.org/10.1111/gfs.12288
http://doi.org/10.1016/j.anifeedsci.2015.06.001
http://doi.org/10.3168/jds.2010-3538
http://www.ncbi.nlm.nih.gov/pubmed/21338806
http://doi.org/10.1111/j.1365-2494.2010.00763.x

Agronomy 2023, 13,111 12 of 12

27.

28.

29.

30.

31.

32.

Filya, I. Nutritive value and aerobic stability of whole crop maize silage harvested at four stages of maturity. Anim. Feed Sci.
Technol. 2004, 116, 141-150. [CrossRef]

Venslovas, E.; Merkeviciatée-Venslove, L.; Mankeviciene, A.; Kochiieru, Y.; élepetiené, A.; Ceseviciené, J. The prevalence of
mycotoxins and their relation to nutrient composition of maize and grass silage. Zemdirbyste-Agriculture 2021, 108, 147-152.
[CrossRef]

Borreani, G.; Tabacco, E.; Schmidt, R.J.; Holmes, B.J.; Muck, R.E. Silage review: Factors affecting dry matter and quality losses in
silages. J. Dairy Sci. 2018, 101, 3952-3979. [CrossRef] [PubMed]

Ogunade, I.M.; Arriola, K.G,; Jiang, Y.; Driver, ].P.; Staples, C.R.; Adesogan, A.T. Effects of 3 sequestering agents on milk aflatoxin
M1 concentration and the performance and immune status of dairy cows fed diets artificially contaminated with aflatoxin B1. J.
Dairy Sci. 2016, 99, 6263—6273. [CrossRef] [PubMed]

Ashbell, G.; Weinberg, Z.G.; Hen, Y,; Filya, I. The effects of temperature on the aerobic stability of wheat and corn silages. J. Ind.
Microbiol. Biotechnol. 2002, 28, 261-263. [CrossRef]

Andrieu, B.; Demey, V. On-farm corn silage investigation: Multi-analyses on silage practices, silage quality and its effect on
aerobic stability. In Proceedings of the XVII International Silage Conference, Piracicaba, Brazil, 1-3 July 2015; Daniel, J.L.P,,
Morais, G., Junges, D., Nussio, L.G., Eds. Available online: https:/ /www.isfqcbrazil.com.br/proceedings/2015/Proceedings-of-
the-XVII-International-Silage-Conference-Brazil-2015.pdf (accessed on 10 May 2022).

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


http://doi.org/10.1016/j.anifeedsci.2004.06.003
http://doi.org/10.13080/z-a.2021.108.019
http://doi.org/10.3168/jds.2017-13837
http://www.ncbi.nlm.nih.gov/pubmed/29685272
http://doi.org/10.3168/jds.2016-10905
http://www.ncbi.nlm.nih.gov/pubmed/27265172
http://doi.org/10.1038/sj.jim.7000237
https://www.isfqcbrazil.com.br/proceedings/2015/Proceedings-of-the-XVII-International-Silage-Conference-Brazil-2015.pdf
https://www.isfqcbrazil.com.br/proceedings/2015/Proceedings-of-the-XVII-International-Silage-Conference-Brazil-2015.pdf

	Introduction 
	Materials and Methods 
	General 
	Analysis 
	Statistical Analysis 

	Results 
	Chemical Composition of the Harvested Maize Forage 
	Nutritive Value of the Silage at the Opening and during Aerobic Exposure 
	Temperature of the Silage at the Opening and during Aerobic Exposure 
	Gas Concentration Measurements after the Opening of Samples 

	Discussion 
	Chemical Composition of the Harvested Maize Forage 
	Nutritive Value of the Silage at the Opening and during Aerobic Exposure 
	Temperature of the Silage at the Opening and during Aerobic Exposure 

	Conclusions 
	References

