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1- Down regulation
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Table 1- Ingredients and chemical analyses of the experimental diet offered to lambs

Shes olge 1o ookl 390 yludo
Ingredient, % Amount
ooy 40
Alfalfa hay

# 20
Barley

pus 9
Wheat grain

&yd 8
Corn

g oS 54
Soybean meal

PAS pogans 9
Wheat bran

X8y Al 3
Beet pulp

Cane molasses

MM_ uL—’)S'-’ 0.48
Sodium bicarbonate

Kai 03
Salt

S iy S 04
Calcium carbonate

95 0.6
Zeolite

((ane ge 5 b pualing ) ol JSo 19

Vitamin-mineral premix*
oy lhewd OLS 5
Nutrient composition (g/kg)

Sid odle 899
Dry matter

B ooy 14.0
Crude protein

prdgilio BB (6551 245
Metabolizable energy (Mcal/kg DM)

Pe on 19
Ether extract

S5

Ash 8.5

TEach kg of the vitamin-mineral premix contained: vitamin A (50,000 IU), vitamin D3 (10,000
1U), vitamin E (0.1 g), calcium (196 g), phosphorus (96 g), sodium (71 g), magnesium (19 g),
iron (3 g), copper (0.3 g), manganese (2 g), zinc (3 g), cobalt (0.1 g), iodine (0.1 g), selenium
(0.001 g).
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Table 2- temperature cycle used in cDNA synthesis

sy Lo oles
Step Temperature (°C)  Time (m)
Skl st 37 1
Primer binding

cDNA cils _ 50 60
cDNA synthesis

Enzyme inactivation

Real — Time PCR 1%, oalisl 590 slo )55l JIgs =3 Jguia
Table 3- Sequence of primers used in Real — Time PCR

b $J6T g 05 Sl aylecd STl slos Jgas Jibo
é)e ;e Pri nf;)r seguﬁ:an ce Genebank accession Temp binding Product size
q number primer (°C) (bp)
59.8
GAPDH F 5-GGCACAGTCAAGGCAGAGAA -3’ AJ431207.1 7
R 5- TCTCGCTCCTGGAAGATGGT -3°
o33 05,8
1t . 5-TGCTGCGACTTCATCATCAACG-3'R F S81783.1 508 133
p1-adrenergic 5- CGATCTTCTTCACCTGCTTCTG -3’ '
receptor
o33 05,8
2 L ‘F 5- TGCAGACGGTCACCAACTAC -3’
B2-adrenergic R 5- TCACGCACAGGGTCTCAATG -3’ NM_001130154.1 59.8 191

receptor
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Table 4- Temperature cycle used in Real — Time PCR

sy o> ol
Steps Temperature (°C) Time ()
(LSS 5L 1) ol sy (gl g3l olg) 95 30
First step (one time repeat) Denaturation
(s sl puol) 95 10
(1,55 1 35) pgd alsyo Denaturation
Second step (35 times repeat) '(A‘)"%')i JI_‘*"J') 598 10
nnealin
(J}L»wwg) 72 10
Denaturation
55-95 10
(1S5 )k B1) pyw > o Py
Third step (81 times repeat) Extension dgdign Jlosl s 2ol 315 o 0 05 2 2 il a2 &5 2 5l

Temperature decrease 0.5 °C per cycle from 2 cycle

JJ}M@ )JL\" osls 9 ));L;o JS\«J g‘aj‘) (ST P g 4.1>).o )A*

In the third stage create the melt curve and the data analyze
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Table 5- main effect of feeding regimens and length of Zilpaterol Hydrochloride (ZH) supplementation on 1 and 32 adrenergic
gene expression in muscle

Lol gl

Main effects

o3l BL &5 (oo ol
1 adrenergic gene expression

S350 B2 0f (oo ol
{32 adrenergic gene expression

Gras yloj Gie
Supplementation length

22 39 0.30 0.96
0d
21 0.67 2.10
21d
42 ;

% 0.50 1.90
42d
P-value 0.38 0.13
SEM 0.19 0.40
Spae i)
Feeding regimen
“ys) 0.51 1.33
Daily
lon 1loff 0.54 2.00
2on 2off 0.41 1.63
P-value 0.86 0.51
SEM 0.19 0.40

aomale )5 435,01 P2 g PLis o ol 3 LS 9,08 Sl Brme ) 9 B pe loj e Mlite 316 Jgaa
Table 6- Interaction effect of feeding regimens and length of Zilpaterol Hydrochloride (ZH) supplementation on 1 and $2
adrenergic gene expression in muscle

i 2155, 42 35,
alllae 3y90 o od 21d 42d P-value
Items 2on lon  &ljs, 20n lon &l 2on lon
20ff 1off  daily 20ff 1off  daily 20ff loff  daily

S5 BL 0 (o 1.44
B1 adrenergic gene 0.24 0.44 1.40 2.19 2.05 0.16 1.04 2.44 0.49
expression

Lol ellas
il (sl 1.37 138 115 1.38 115 115 1.38 1.89  1.36
Standard error
0550 B2 55 o ol
B2 adrenergic gene 0.60 0.61 0.68 0.79 0.87 1.50 0.86 1.20 0.45 0.80
expression

Lol ellas
bl sl 035 035 035 079 076 076 040 040 0.0

Standard error

G (il 3 sl 00 13 B2 0255 (05 Gl > el el
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1- Western Blot Analysis
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