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Fig. 1. Dose-dependent mortality of celecoxib-exposed embryos at 48 and 72 hours post-fertilization (hpf). DMSO, dimethyl sulfoxide. The number in the histogram represents the number of embryos analyzed. ***p < 0.001. The embryo mortality was analyzed with use of Chi square test.
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Fig. 2. The incidence of pericardial edema (A) and heart rate (B) in dimethyl sulfoxide (DMSO)- and 25 μM celecoxib-treated embryos at 48 hours post-fertilization (hpf). The number in the histogram represents the number of embryos analyzed. Summary data are shown as mean ± SD. ***p < 0.001. The incidence of pericardial edema was analyzed with use of Chi square test and heart rate was analyzed with use of unpaired two-tailed Student’s t-test.
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Fig. 3. Bright-field images showing the heart conﬁguration in dimethyl sulfoxide (DMSO)- and 25 μM celecoxib-treated embryos at 72 hours post-fertilization (hpf).
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Fig. 4. Celecoxib exposure prevents the formation of heart valve. (A, B) Confocal images showing the valve and endocardial morphology in control (A) and 25 μM celecoxib-treated embryos (B) at 85 hpf. (C) Summary of the heart valve formation in dimethyl sulfoxide (DMSO)- and 25 μM celecoxib-treated embryos at 85 hours post-fertilization (hpf). The experiments were performed 3 times. The number in the histogram represents the number of embryos analyzed. The percent of valve formation was analyzed with use of Chi square test. ***p < 0.001. a, atrium; v, ventricle. 
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Fig. 5. Bright-field images showing the gross morphology of 72 hpf zebrafish embryos treated with DMSO (A), 25 μM celecoxib (B), DMSO + 20 μM PGI2 (C), 25 μM celecoxib + 20 μM PGI2 (D), DMSO + 15 μM PGF2α (E), 25 μM celecoxib + 15 μM PGF2α (F), DMSO + 5 μM U46619 (G), and 25 μM celecoxib + 5 μM U46619 (H). Scale bar: 500 μm. DMSO, dimethyl sulfoxide; hpf, hours post-fertilization; PGI2, Prostaglandin I2; PGF2(, Prostaglandin F2(.
[image: image6.png]*
*
*
Al
S s § % & ©
= (ea1b3p)
O obuy buidoo] pesH
o
©
L
@)
)
@)
N
>
a)

SC560

DMSO

SC560

***x

140/160
DMSO

| |
Q @) @) o o
S o © < « ©

L (%) 8ne/ WesH yim soliquig

SC560

DMSO





Fig. 6. Exposure of the cyclooxygenase-1 inhibitor SC560 leads to defects in heart development of zebrafish embryos. (A, B) Bright-field images showing the morphology of the atrium and ventricle in control (A) and 20 μM SC560-treated embryos (B) at 72 hours post-fertilization (hpf). The dashed white lines show the outline of the heart. a, atrium; v, ventricle. (C) Summary of the angle between the midline and atrioventricular canal in dimethyl sulfoxide (DMSO)- and 20 μM SC560-treated embryos at 72 hpf. (D, E) Confocal images showing the morphology of the heart valve in DMSO- (D) and 20 μM SC560-treated embryos (E) at 96 hpf. Scale bar: 20 μm. (F) Summary of heart valve formation in DMSO- and SC560-treated embryos at 96 hpf. The experiments were performed 3 times. The number in the histogram represents the number of embryos analyzed. Results are shown as mean ± SD.  ***p < 0.001. The percent of valve formation was analyzed with use of Chi square test, and the heart looping angle was analyzed using unpaired two-tailed Student’s t-test. a, atrium; v, ventricle.
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Fig. 7. SC560 exposure causes defects in vascular development of zebrafish embryos. (A-C) Confocal images showing the trunk vascular morphology of 30 hours post-fertilization (hpf) Tg(flk1:GFP) zebrafish embryos in control (A)，25 μM celecoxib- (B) and 20 μM SC560-treated embryos (C). At 30 hpf, intersegmental vessels (ISVs)  in dimethyl sulfoxide (DMSO) embryos  navigated to the dorsal roof of the neural tube to form the dorsal longitudinal anastomotic vessel (DLAV) (A). Celecoxib treatment did not obviously affect the formation of ISVs and DLAV (B). In contrast, SC560 treatment resulted in the growth defects of ISVs and the absence of DLAV (red arrowhead, C). White arrowheads in (A) and (B) point to the DLAV. Arrows indicate ISVs. Scale bar: 100 μm.

