CHAPTER III

MATERIALS AND METHODS
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volumetric pressure transducer (45RS5 4A, Grass instruments Co.) that connected to

recorder. Abdomen was explored in paracostal incision, carefully found out left ureter
and cannulated with polyvinyl catheter (PV 190) for urine collection.

Before clearance studies, fluid replacement was done with 0.9% NaCl in
volume 10 mlkg.bw. Clearance study was started by injection solution containing p-
aminohippuric acid (PAH) (Sigma chemical company). 1.2 gm% and inulin (In)
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(Sigma chemical company) 5 gm% in normal saline solution that was administered 0.5
mlkg.bw. Then the sustaining solution composed of PAH 1.2 gm% and inulin 0.5
gm% was infused with a constant peristaltic infusion pump (Eyela Model 3) at a rate of
1.5 ml/min for 60 minutes continuously to stabilize plasma inulin and PAH
concentration.

Experimental Protocol

with arterial blood sampling at
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rate of 1 ml/min iods of 30 miifiutes each in the
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Thai red cross) in 3 ml of 0.9% NaCl via right femoral vein after 30 minutes of 0.9%

NaCl infusion. After venom injection, blood and urine were collected every 15 minutes

for 1 hour.

Group III : Six dogs were used in this group. The protocol was started by sample
collection for control period, followed by pretreated with intravenous injection of
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verapamil (M.W. = 491.1, Sigma chemical company) 0.2 mg/kg.bw. via the left
femoral vein. Afier that, the sustaining solution was performed at the dose of 6
Hg/kg.bw. in 0.9% NaCl at a rate of 1 ml/min throughout the experiment period. One
30 minutes in the pretreated with verapamil period was collected. Crude cobra venom
was injected intravenously in a single dosc of 250 pg/kg.bw. after verapamil
pretreatment for 30 minutes. Four observation periods of 15 minutes each in the
Group IV : Five dogs were sed in this identical to group I was
followed, except that animal Was mjected with cardiotoxic fraction XIII of cobra venom

siwed Crtad) in 0.9% NaCl atithe dose of 75% LDy, in mice
(1.05 mg/kg.bw.) via rightfémefal $éin. | Blood and tine were collected cvery 15

Group V : Four dogs wer nocol was the same as group IL
Cardiotoxic fraction XIII of ‘instead of crude cobra venom.
After 30 minutes in the contrgl period, anim #¢ pretreated with verapamil 0.2
mg/kg.bw. and infused int 6 mg/kg.bw. diluted in 0.9% NaCl
at a rate of 1 ml/min iod. Blood and urine were
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Figure A. Scheme of experiment
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At the end of the experiment, the left kidney was excised stripped of surrounding fat
and tissue stored it in ice-cold normal saline and weighing.

All steps of cell membrane preparation has been done at temperature 0-4°.
mmmmmwmmmz-smnmm
_ in ice-cold homogenizing medium;

1 itol, 5 mM histidine, pH 7.5 and
» u@scﬁﬁuﬂywmmm
. ncentratios gm tissue/15 ml.  Afler that
i Polter Elvejham homogenizer by using
'... The homogenate was

platiclhigh refrigerated centrifuge
at 0-4%c to remove cell debris. The
supernatant was centrifuged #gair ﬂ* * ﬁn- ) minutes to obtain cell membrane
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forapmoduflﬂ-limds, Then the amount of dye in each
bhudwmdewmmndumgbyspecwophotmnﬁter. Cardiac output was calculated as
described by Hamilton et al. (1948).
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Inulin concentration in plasma and urine were determined by the anthrone
method which modified the method of Young and Raisz (1952). Determination of
PAH concentration in plasma and urine were carried out by the method of Bratton and
Marshall (1939) as described by Smith (1962).
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spectrophotometer (UV 1201, uv-vis spectrophotometer). The activity of the enzyme
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the method of Lowry, Rosebrough, Farr, and Randall using bovine serum albumin
(Sigma chemical Company) dissolved in normal salinc as a standard.

1. 2.5 ml of urine sample was transferred to the flask and added 1 gm of
potassium oxalate powder (M.W.=184.24 gm/mol) to precipitate the calcium which

neutralization of the urine. &\ L
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2. 1 drop of 1% phex ﬁ/r*.- indicator solution (M.W.=318.33 gm/mol) in
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standard 0.05 N sodium & ‘ﬁ’! | 'i-t- hurette, to the solution of sample
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volatile base. Then a knows volume of stan i of that required for the
stoichiometric reaction, B%Emﬁmmh:ﬁo&zm“sﬂdﬂdinﬂwmm
mixture Thumﬂ § dcid arfimGniudn (FLS - ith standard 0.05 N
! volume of titrant require to reach the end

Normality of TA or NH," =0. aOH x Vo of used
Volume of urine (2.5 ml)

Urinary of TA or NH," excretion = Normality of TA or NH," x urine flow rate
= HEq/min/kg.bw.
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Calculation
Mean arterial blood pressure (MAP) =Pq+ 1/3 (P, - Py)
Glomerular filtration rate (GFR) =UpV
PV
Effective renal plasma flow (ERPF)
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Renal vascular resistance / =M .
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All the data are presented as the mean+SEM. Statistical significance of
diﬁ‘ermmbetmpuiodinﬂnmemmdeﬁmimdhyﬂwp&edtm The
unpaired t-test was used to estimate the statistical significance of the difference between
group means. P-values less than 0.05 was considered significant.
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