(Wistar albino rats) 160-200 6-8
1
2 5t 1
2
3
31
32 (10 ) (100 )
10
33
34 33
35 centrifuge 2000 / 10
36 Supematant Whatman No.| suction
apparatus water bath 4
4
41 (Acute phase)
(Wistar albino rats) 48 6
8
1 05

2 5 I
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3 10 4
5 |
4 20 4
5 |
5 3 4
5
6 5 / 4
5
2 ether
AST, ALT, serum
triglyceride(STG), TNF-a ~ IL-ip hepatic
triglyceride(HTG), GSH MDA
(Histopathological examination) fat vacuole (Oil Red 0)
42 (Subacute phase)
(Wistar albino rat) 48 6
6
1 05 il
2 4 il
3 4 | 2 3
/ 1
4 4 | il 5
/ 1
5 4 2 15
/ Yot 25 1
6 4 | 2
1
2

triglyceride(STG), TNF-a IL-ip

AST, ALT, serum
hepatic
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triglyceride(HTG), GSH MDA
(Histopathological examination) fat vacuole (Qil Red 0)

 Deionized water, Sodium phosphate monobasic (NaHZO4H2y), Conc.NaOH,
Paraformalcehyde, Sodium phosphate dibasic (NaZHP04, 55 Dithiobenzoic acid,Sulfosalicylic
acid, Hydrochloric acid(HCL) solution, Trichloroacetic acid (TCA), Thiobarbituric acid(TAB),
NaCl, Glacial acetic acid, Sodim metaperiodate, 24 Pentonedione, HS04 Heptane, Trioleine
standard, Sinmarin, Ethanol, Diethylether
, Whatman No.1, Hot plate, Suction apparatus, Beaker,
Dropper, \Water bath Centrifuge, Autopipets, Spectrophotometer, Homogenizing vessel,
Refrigerated  centrifuge, Sonicator, Surgical equipment, Timer, Votex mixer , pH meter,
Microplate reacer, Laminar air flow hood, Glass homogenizer, Foild, Cuvettes, Eppendorf tube

6

6.1 diethylether

inferior vena cava eppendorf  be
6.2 inferior vena cava 0.9%NaCl
0.9%NaCl
63 o’ " ° '
6.4 homogenize
motor homogenizer hepatic triglyceride(HTG), GSH

MDA

65 eppendorf be serum centrifuge 3,000 rpm
10 AST, ALT, serumtriglyceride(STG), TNF-a  IL-1 p7
1

serumAST  ALT
reagent substrate  reagent
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IFCC{Intemational
Feceration of Clinical Chemistry) UV spectrophotometer 340 nm
1 reagent AST, ALT
2 incubate 3 C (Water bath)
3 100 1
4 (Absorbance) UV spectrophotometer 1,
2,3 4
5
AST  ALT
(STG)
1 reagent incubate
Blank Sample/Standard
Reagent 10ml 10ml
Redistilled water 10 pi -
Sample/Standard 10 pi
2 (Miver)  incubate (water bath)
5
3 UV spectrophotometer
500 nm

(HTG)(Mendez and Franklin, 1975)
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“saponification”
1
Liver homogenat(ml) Blank(ml) standard(jil)
Liver homogenate 05 - -
Standard - - 020,30 40
HD - 05 190,180,170 160
Heptane 20 20 -
ISopropanol 35 35
h2so 10 10
2 (Mier) 3 0.2
isopropanol 2 saponification reagent 0.6
(Mixer) 5
3 sodium metaperiodate  acetyl acetone 15
incubate 6 C (Water bath) 15
4 spectrophotometer 415nm
45
malondialdehyde(MDA)(Buege and Aust, 1978)
1 1
1 blank 1
2 TCA-TBA-HCL 3
3 Incubate 100 C (Water bath) 15
centrifuge 1,000 rpm 10
4 spectrophotometer
535 nm

blank
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glutathione(GSH)[Ellman(1959) Jollow, et a1 (1974)]

1 05
1 blank 1

2 4 % sulfosalicylic acid 05 (mixer)

centrifuge 1,000 rpm 1
3 05 0.1 mM dithiobenzoic acid in 0.1 M PBS pH
8 45 (Mixer)
4 spectrophotometer 412 nm

blank distilled water + 0.1 mM dithiobenzoic acid
4 Ysulfosalicylic acid

TNCCELISA
TNF-a 96-well strip plate  coated
Anti-rat TNF-a incubate ~ serum  TNF-a  incubate antibocly
TNF-a antiboay Substrate
Substrate TNF-a
absorbance ELISA plate reacer 450 nm ahsorbance
TNF-a standard curve
1 standard Standard Diluent Buffer  Reconstitute stancard 5,000 pg/mL
r 01 eppendorftube  Standard Diluent Buffer 0.4
label 1,000 py/Rt TNF-a
2 tube  0.25 appendrop tube 6 tube
tube  Standard Diluent Buffer 0.25 label 500, 250, 125, 625,

312 156 pyRt TNF-a
3 incubate huffer 50 i

4 standard 0, 156, 31.2, 625, 125,250 100 pi
5 Standard Diluent Buffer 50 pi 0p " Hpi
biotinylated anti-TNF-a ~ plate  incubate 1 30
wash buffer 4
6 Streptavidin-HRP reagent 100 pi  incubate 45
Wash buffer 4

7 Stabilized Chromogen 100 pi
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30
8 stop solution 100 pi absorbance
450
IL-ip ELISA
IL-Ip 96-well strip plate  coated
Anti-rat [L-Ip incubate ~ serum  IL-ip  incubate antibody
IL-ip antibody Substrate
substrate IL-ip absorbance
ELISA plate reader 450 nm absorbance
IL-ip standard curve
1 standard Standard Diluent Buffer - Reconstitute standard 10,000 py/mlL
0.12 appendrop tube  Standard Diluent Buffer 0.48
label 2,000 pg/mL ralL-ip
2 be 03 appendrop tube 6 tube
tube  Standard Diluent Buffer 0.3 label 1,000, 500, 250, 125,
625, 3L.2 pymL ralL-ip
3 Standard Diluent Buffer 50 pi 50 plae
incubate 3 U wash buffer 4
4 biotinylated anti- IL-ip 100pi  incubate 1
wash butfer 4
5 Streptavicin-HRP reagent 100 pi  incubate Rl
wash buffer 4
6 Stabilized Chromogen 100 pta
3
1 stop solution 100 pi absorbance
450 nm8

8 (Histopathological lesion)
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(Humason, 1979)

1 (Specimen)
(NaCl  0.9%)
2 (Fixation)
10%
(,252)
3 ( ashing)
(Washing) 10 %
(Tap water)
4 (Dehydration)
A (embedding
media)
(clehyarrant)
0%, %%
(Shrinkage)

5 (Clearing)
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)
(Clearing agent) , , ,
6 ) (Infiltration)
, ]
] ) ) 4
]
1 ) (Embedding)
) )
)
(Embeacding)
) (Dispensor)
(Sectioning)
] (Microtome)
1-20 6
(Rotary  microtome) (Sliding
microtome)
(Affix) (Water bath)
(Frozen section)
(Frozen section)

(Cryostat or cryocut)
-20
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-80
(Embedding media)
-20
LIECACM 1800 6 coated slide
AMount)
(Resin mounting media)
1 ) ! !
2
3 1
(Frozen section)
Hematoxylin&Eosin(H&E) 9
(Hematoxylin) (Basic dye)
(Eosin)
1 (Deparaffinization)
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(Hydration)
2
5% 2 10%
5
(Primary stain)
6
5
(Differentiation)
1% 1dip
(1 dip 1 )
(Neutralization)
(LiC03 4 dip
5
(Counterstain)
1
(Dehydration)
9%5%
2 2
(Clearing)
3 5
(Mounting)
Oil Red 0 (Humason, 1979)
Oil Red 0 fat globule  lipid

30

100%
2

5 dip

(ermount)

(Bright red)



31

-

3 Propylene glycol 5

4 Ol Red 0 10

5 85% Propylene glycol 3

6

1 1

8

9

(Periodic Acid Schiff- PAS ) (Humason, 1979)
1
H&E

2 5

3 5

4 ! 3

5 3 3

6 10

1 1

8 , 9
9

91

(Mean) £ (Stancard

error of the mean) One-way
analysis of variance (ANOVA) Tukey’s test

P<0.05

92
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