The Cardiac Myosin Activator, CK1122534, Increases Contractility in Adult Cardiac Myocytes
But Does Not Affect the Calcium Transient or Depend on Second Messenger Signaling
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INTRODUCTION

OBIJECTIVE

For each cell, ten or more contractility and calcium ratio transients at basal and after compound addition, were averaged and compared. Contractility average transients were
analyzed using the lonWizard analysis program to determine changes in diastolic length, and fractional shortening (% decrease in the diastolic length; FS). For FS, data are
normalized to basal values (basal equals 100%) and expressed as FS (% of basal). The averaged calcium ratio transients were analyzed to determine changes in fura-2 diastolic and
systolic ratios and the 75% time to baseline (T75). Statistics were performed using the Students t-test or ANOVA as appropriate.

Reagents:

CK1122534, a diarylurea, provided by the Cytokinetics Chemistry department. All other reagents are from Sigma.

Figure 3: Treatment with the B-blocker, propranolol, completely inhibited the
myocyte contractility response to 20 nM ISO. In contrast, myocyte contractility
response to CK1122534 in the presence of 1 uM propranolol was unchanged.
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Myocyte contractility experiments: 50 e ——————————
Ventricular myocytes were isolated from adult male SD rats (275-325g) using a collagenase digestion procedure and used within 5 hrs of isolation. Myocytes were warmed in 0
perfusion chambers, perfused with Tyrode buffer and field stimulated at 1 Hz. To determine contractility, myocytes were imaged through a 40x objective and the images were 1uM B-blocke TuM re
digitized at a sampling speed of 240 Hz. Frame grabber, myopacer, acquisition, and analysis software were obtained from lonOptix (Milton, MA). After an initial 1 min basal B d UM B-blocker
contractility period, compounds were perfused for 5 minutes before a 2 min washout period. 20nM 10 20nM 180 10uM 10uM e ——
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Myocytes were loaded with 2 uM fura-2, AM (Molecular Probes) and simultaneous contractility and fura-2 ratios determined using an lonOptix system modified for fluorescence Cohn IN, Goldstein SO, Greenberg BH, Lorell BH, Bourge RC, Jaski BE, Gottlieb SO, I
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