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Extended abstract

Background: Heat stress is one of the most important challenges in the livestock breeding industry
of Iran, especially in sheep farming. Excessive increase in body temperature under such conditions
is associated with a decrease in feed consumption and energy retention, resulting in reduced
livestock production, a prolonged fattening period, and the feed consumed for weight gain being
used to deal with heat stress, imposing significant economic losses. Therefore, the selection of
efficient management and nutritional solutions is of particular importance. Research has shown
that altering the dietary cation-anion difference (DCAD) levels under heat stress conditions can
compensate for the high excretion of minerals and reduce feed consumption and the negative
effects of heat stress by increasing dietary electrolytes and changing blood acid-base balance. On
the other hand, as the price of animal feed increases progressively, the addition of nutrients that
are low in price and smooth the challenges caused by heat stress can be a good option to achieve
yield from the usual feed consumption under normal conditions. Consequently, investigating the
effects of changing the levels of DCAD on livestock, while providing a suitable view for breeders,
provides appropriate solutions for experts in the field of dietary design. In this regard, this study
aimed to elucidate the effects of varying DCAD levels on organic matter digestibility, blood
parameters, and rumen fermentation parameters in male Zandi lambs under heat stress.

Methods: To investigate the objective of the present study, 40 male Zandi lambs, averaging 39 kg
in body weight, were randomly assigned to five treatment groups, each with eight replicates. The
diets were formulated to contain different concentrations of DCAD (150, 300, 450, 600, and 750
mEq/kg dry matter). The experimental period lasted 100 days following a 21-day adaptation phase.
For the chemical composition of the diets, daily samples of the diet were collected and analyzed
according to the guidelines of AOAC. Sodium, potassium, and chlorine levels were measured using
an atomic absorption spectrometer, and daily dry matter intake was measured and calculated taking
into account the remainder. Blood parameters were measured according to AOAC methods.
Ruminal fluid osmolality was measured using an osmometer, and volatile acids were analyzed
according to the guidelines. N-ammonia levels were also determined using salicylate hypochlorite
analysis. The temperature-humidity index was evaluated to investigate heat stress. Analyses and
statistics were also performed using SAS 9.4 software with the GLM method, and the least
significant difference (LSD) test method was used for Post Hoc comparisons of means.

Results: The findings of this study showed that the temperature-humidity index was continuously
above 75 during the test period, emphasising the presence of heat stress. The rectal temperature of
the control group was not significantly different from the other groups. There was a statistically
significant difference between the treatments containing different levels of DCAD in terms of dry
matter intake, nutrient intake, and apparent digestibility (P < 0.05). Dry matter intake, crude protein
digestibility, and dry matter digestibility were significantly lower in the control group than in the
other treatments (P < 0.05). In addition, ruminal pH was notably lower in the control group than in
the other treatments (P < 0.05). However, rumen fermentation parameters, such as butyric acid,
buffering capacity, acetic acid, propionic acid, the combined total of acetic acid and propionic acid,
and the acetic acid to propionic acid ratio, were unaffected by varying DCAD concentrations (P >
0.05). Blood glucose parameters revealed significant differences between treatments (P < 0.05),
and the control group demonstrated the most significant impact on blood glucose levels.
Conversely, no significant differences (P > 0.05) were observed for other blood markers, including
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potassium, magnesium, chlorine, nitrogen balance, and phosphate. The highest levels of calcium
and sodium were observed in the control group, and the highest level of cholesterol was associated
with the fifth group, with the highest level of DCAD (P < 0.05).

Conclusion: Overall, the findings showed that manipulating the level of DCAD significantly
affected rumen pH, but it did not statistically impact the concentration of volatile fatty acids and,
as a result, rumen fermentation. Numerically, however, the control group contained the highest
levels of ammonia and total volatile fatty acids. The observed decrease in ammonia concentration
with increasing DCAD levels increases rumen acidity, which creates a favorable environment for
the synthesis of more volatile fatty acids; therefore, these levels are lower in the control group. The
direct relationship between dry matter intake, crude protein digestibility, and dry matter
digestibility and increased DCAD levels indicates that lambs under heat stress conditions can
maintain their apparent digestibility and performance by increasing the level of DCAD. In general,
since most of the studied parameters and biochemical metabolites of the sheep's blood did not
change significantly and were in the normal range, this could be the reason for the relative
adaptation of native sheep to heat stress conditions. On the other hand, increasing the DCAD level
could partially solve the problems caused by heat stress.
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Figure 1. The daily average temperature-humidity index (THI), drybulb temperatures (Td), and wet-bulb
temperatures (Tw)
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Table 2. The monthly average temperature-humidity index (THI)
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Table 3. Effects of the dietary cation—anion difference on plasma metabolites and nitrogen balance of male lambs
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Table 4. Effects of DCAD on the rumen fermentation parameters of male lambs

(Sis 03lo mEq/kg ) 04,5

Groups (mEg/kg DM) Laay oS
Povalue (V8 )exionS () plezogS (D) pgwog)S (1Vr) g3 0g)S (100¢) Jgleg)S Items
Group 5, +750 Group 4, +600 Group 3, +450 Group 2, +300 Group 1, +150
0.04 6.82a 6.71ab 6.64ab 6.68ab 6.54b PH
0.33 73.40 72.65 7136 7221 75.15 VFA
Total VFA
0.44 54.12 55.13 58.22 56.55 61.46 (/) <ol
Acetate (%)
0.24 17.83 18.01 18.53 19.10 19.44 (A),‘"Uﬁ?ﬁ
Propionate(%)
0.75 13.04 13.04 13.10 13.31 13.60 (/) s
Butyrate (%)
0.84 0.30 0.31 0.33 0.33 0.34 (/) ;.g\‘)‘)”’
Valeric (%)
0.06 1.01 0.84 0.98 0.96 1.14 (/)‘_{)"'H”f‘
Isovaleric(%)
0.86 3.01 3.08 3.10 320 3.74 Slgggn/ b
Acetate/propionate
0.32 110.23 111.00 111.50 112.00 112.50 Jl:s"’“
Ammonia

S oosle g pals pan clbls YL F 095 ( wSep
(P < ele0) o ol 1y Kid odle Bpne 5 pbB piigp

ad Cobl p Snl ) 0y a5 amd e L B Jgd>

i CulilB g Suid 23l b puao 3 DCAD w3l
mad Sl 5 Sis odle Bpuan (gl gxe &ilyuss
P < '/'a) L5 odaline calise dlb)lm.) 0 PB 9y
BEl Pl> L)"bs)" Naa.b w.uﬁ 9 Sis oo d).\.a.n .(a Jab
(P < e1-0) w39 joml peF B jsbar S oS

25 gy mead Cubls g T odle pan ol «Sis ool Grae oy ol g 95l gl Sl -0 Jous
Table 5. Effects of dietary cation and anion difference on dry matter intake, organic matter digestibility, and crude

protein digestibility
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