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3. Effect of PDES inhi - on cell proliferation

pulmonary arterial reprostinil (1)lM)
suggests they img llostazol (1 v reprostinil

- 10% FBS

_ ~ -@— 10%FBS + 1uM Trep
esterase type 3 (PDE3), a major regulator of _ P*+<0.001 compared to FBS

‘ P levels in the lung, whose activity appears
reased in pulmonary hypertension.!

% Cell proliferation

XPERIMENTAL APPROACHES

Distal pulmonary arterial smooth muscle cells (PASMCs)
Isolated from the lungs of patients (n=6) suffering from
I monary arterial hypertensionidRAkl)andirar S Figure 3. Cilostazole potentiates the anti-proliferative

tail artery were used for these experiments. : i ini = i ) ab
y P ab=cigy qnc_l P | ' e jeneratg el effects of treprostinil in distal human PASM?ZS derived

* CAMP measurement : Cyclic AMP levels were assessed ‘ a
in cultured human PASMCs using ELISA kit from R&D
systems (Abingdon, UK). Cells were grown in DMEM/F12 , ‘ ) m 0<0.001 with respect to the control
containing 10% FBS to 70% confluence before being ~ | . d 4 w = .

| ] i ) . 7 . 3 - = . . .
stimulated for varying times with treprostinil (TREP; 1 % Cyclic AMP level ~ | j il treatment, but %‘rb‘l’smg dropped within b almos , g L OfPDESINRIbItor on (R
KUM) or in combination with 1 uM cilostasole (PDE3 basal value. We k ' S'Is due to ctivity of the phms hodiest Ienzy S whi 2ak down 100+

inhibitor), given 1 hr prior to treprostinil. Results are (PDE 1, 3, Q, *
expressed as pmol of cyclic AMP per mg of total protein. ‘

*» High activity of 3 was ¢ ed as we 0bsS

* Cell proliferation assay : Human PASMCs from IPAH treprostinil and the PDE3 inhibitor, cilostazole th ini ation was ¢
patients were grown for 24 hrs in DMEM/F12 containing 24 hrs compared.

10 % FBS and starved for 48 hr in media alone. Cells C/

were then stimulated with 10% FBS = treprostinil (1uM), * Highactivity of PDE3 might explain in part the inef

cilostazole (1 uM or 10 uM) or in combination. Cells were proposethat a PDE3inhibitor might potentiate PGI,

counted after 4 days using ADAM-MC cell counter .
(Korea). * In our study we demonstrated that cilostazole coulo

effects of treprostinil suggesting that this combination : ® -+ 10 uM Cilostazol

* Myography : To assess whether PDE3 inhibition could | B Control
potentiate relaxation to treprostinil, rat tail arteries % Cilostazol is already in clinical use for intermittent ' 0 . -1 i L
(~2mm long) were mounted onto an isometric myograph exercise tolerance and favorably modifies the plasma g additional beneficial effects in disea -10 9 -8 -7 6 -5 4

(500A JP Trading, Denmark). After a normalisation associated with atherosclerosis2 and could be possib gent for IPAH. Treprostinil (log M)

procedure \_/essels Hels Contracted.wnh 1 PM _ - Figure 4. Cilostazole potentiates the relaxation response
phenylephrine followed by sequential application of of treprostinil.
increasing doses of treprostinil = cilostazole (10 uM). REFER ‘
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