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Abstract

Parathyroid hormone PTH decreases pho
bi carbonate reabsorption by the proxi mal
transcellular NaGlabamd pNlal@Oi s medi at ed b
membr ane Na/ H exchanger, NHE-NMB@nd aOK®&s ol
cells, a cell l ine of renal proxi mal tubu
regul ating factors of NHE-3 are smestiple.
NHE-3 activity, NHE- 3 mRNA abundahce, NHE
acutely inhibits NHE-3 in OKP cells via a
involving protein kinase A and C.tdhe pur
study the chronic effect of PTH on NHE-3
abundance.

We used OKP cell as the exrpemaement m
of intracellular pH was accompl i sdhyeed i n cC ¢
BCECF. Na/ H exchanger activity whs assaye
Na-dependent pHi recovery fromahfactd | oa

of PTH in different concentrati oemnaln Na/ H



tubul ar cell . We checked the ef fdantceof PTF
i n OKP cell

The results showed that therHE-wW8s no
activity or NHE-3 protein abund&nctéaeby PTH!
maj or effect of PTH is for Ca & P, not fo
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Western bl ot NHE- 3
Dr. Al pern (OKP cel |l s)
(450mg/ dL) 10% (fetal bovine serum) 10

100mg/ ml streptomycin Dul becco’s modi fi ec
3T 5% CO2
(passage)

24
pH
pH pH 2‘-,b7i‘S
(2-carboxyethyl)-5,6-carboxyfluorescein (
(coverslip) 10mM BCECF- AM©acé8boxymet hyl

cuvette
(spectrofluorometer) (SLM 8000 C Rocheste
450 nm 530 nm 500 nm/ 450 nm
pH ratio nigericin technique p I

pH
Na 130, K 5.0, Ca 1.1, Mg 1.
Hepes (N-2-hydroxyethyl piperazind-N"-2-et
choline N a
N- met hyl -D-glucammonium hydroxi de pH 7. 4

p H 13 mM nigericin 4 p
6. 4-6.6 nigericin 1%
30
p H p Hi

(dpHi /dt)
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(Western Blotting)
48 PBS 3

RI PA ( NaCl 150mM Tris HCI [pH7.4] 5
EGTA 5 mM b-glycerophosphate 50 mM NaF 50
mM phenyl methyl sul fonyl fluorideMPMSF] 1
Triton X-100 1% Na deoxychol ate 1% SDS O
| eupeptin 5 mg/ml aprotinin 68 s/ ml)
10,000 g 15 RI PA 3 mg prote
(Bradford 1976) 2X SDS |l oading buffer (
[ pH6. 8] 1% SDS 10% gl ycerol 1% 2- mercapto

SDS- PAGE(polyacryl amide gel el ectrophore

el ectrotra@sfemitdrocel l ul ose 5 %
0.05% Tween 20 PBS bl ocking 1
lug! mi anti- OKP- NHE- 3 1 0. 1%
20 PBS 15 1 5 2 1/5000 hor ser ac
peroxidase-|l abeled sheep anti-rabbit I gG
PBS enhanced
chemiluminescence (ECL) ECL kit Amer s h
OKP 24
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