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Toxicity and Safety of Super GelRed in Zebrafish Model

Purpose

@ To assess the toxicity and safety of Super GelRed in zebrafish model.

Treatment Window ~ Endpoints

6hpf-72hpf Survival rate; Phenotypes; Macrophage mig

ration;

hpf, hours post fertilization.

Parameters
@ Zebrafish Strain: TG(zlyz:EGFP) transgenic lines

€ Route of Administration: Soaking in fish water

€ Animal Number: 60 total embryos for each condition.
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Result

Time (hours) | Vehicle Control | Super GelRed 0.3X Super GelRed 1X | Super GelRed 3X
100H — — —m
100.00 100.00 100.00 100.00
= Ly 6 100.00 100.00 100.00 100.00
£ oo o) gs::rf(';eme . | 100.00 100.00 100.00 100.00
= =~ Super GelRed 1X 100.00 100.00 100.00 100.00
S 401 = Super GelRed 3X 24 100.00 100.00 100.00 100.00
@ 20+ Survival 100.00 100.00 100.00 100.00
rate(%) 100.00 100.00 100.00 100.00
T B 2 = 48 60 T2 48 100.00 100.00 100.00 100.00
hours 100.00 100.00 100.00 100.00
:gr;entage of Embryos with Defects after Super GelRed Treatment 100.00 100.00 100.00 100.00
BN Normal 72 100.00 100.00 100.00 100.00
X 80 o 100.00 100.00 100.00 100.00
"g 60
E - Time(hours) - Vehicle Control Super GelRed 0.3X Super GelRed 1X Super GelRed 3X
c Mean | SEM N | Mean | SEM N Mean | SEM N Mean | SEM N
@ 20 100% 0 60 | 100% 0 60 | 100% 0 60 | 100% 0 60
g 6 100% 0 60 | 100% 0 60 | 100% 0 60 | 100% 0 60
RN LI N R N 24 100% 0 | 60 | 100% 0 60 | 100% 0 | 60 | 100% 0 60
& Day1 Day2 Day3 48 100% 0 60 | 100% 0 60 | 100% 0 60 | 100% 0 60
Super GelRed . 72 100% 0 60 | 100% 0 60 | 100% 0 60 | 100% 0 60

Figure 1. Atime-course plot of percent survival + SEM in vehicle control vs.Super GelRed for 72 h, n = 20 (n refers to the number of independent
experimental observations, each evaluating the survival of approx.60 embryos).



Zebrafish treated with Super Gelred present normal development.
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Figure 2. Zebrafish treated with Super Gelred present normal development. M £ 3
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Materials and Methods
Zebrafish Care and Maintenance
Adult zebrafish were maintained at 28.5 °Con a 14 h light/10 h dark cycle (ref1). Five to six pairs of zebrafish were set up for nature mating every time. On average, 200-300 embryos
were generated. Embryos were maintained at 28.5°C in fish water (0.2% Instant Ocean Salt in deionized water). The embryos were washed and staged according to (ref2). The
sstablishment and characterization of the TG(zlyz:EGFP) transgenic lines has been described elsewhere (ref3). The zebrafish facility at Shanghai Research Center for Model
Organisms is accredited by the Association for Assessment and Accreditation of Laboratory Animal Care (AAALAC) International.
Zebrafish Embryo Toxicity Testing
During toxicity experiments, zebrafish embryos were treated with uremic solution from 6-hpf (hours post fertilization) to 72-hpf and mortality was recorded every 24h. Dead zebrafish
was defined as the absence of heartbeat under a dissecting stereomicroscope (Nikon SMZ745; Japan). Mortality curves were generated using GraphPad Prism 5.0 (GraphPad
Software, San Diego, CA, USA). Data from at least three independent experiments were used for statistical analysis.
Zebrafish in vivo macrophage migration assays
TG(zlyz:EGFP) transgenic zebrafish embryos (6-hpf) were treated with vehicle control (fish water) and Super Gelred (0.3X, 1X and 3X) for 72h in a 12-well plate format (twenty
smbryos per well) (BD Falcon). All embryos were incubated at 28.5 °C. After treatment, embryos were washed with fish water three times and anaesthetized with 0.016% MS-222
tricaine methanesulfonate, Sigma-Aldrich, St. Louis, MO) and the number of macrophages recruited to the body trunk was counted.
Image acquisition
Embryos and larvae were analyzed with Nikon SMZ18 Fluorescence microscope and subsequently photographed with digital cameras. A subset of images was adjusted for levels,
orightness, contrast, hue and saturation with Adobe Photoshop 7.0 software (Adobe, San Jose, California) to optimally visualize the expression patterns. Quantitative image analyses
orocessed using image based morphometric analysis (NIS-Elements D4.6, Japan) and ImageJ software (U.S. National Institutes of Health, Bethesda, MD, USA,

Wttp:/rsbweb.nih.gov/ijf). Inverted fluorescent images were used for processing. Positive signals were defined by particle number using ImageJ. 10 animals for each treatment were
juantified and the total signal per animal was averaged.

Statistical analysis

All data are presented as mean + SEM. Statistical analysis and graphical representation of the data were performed using GraphPad Prism 5.0 (GraphPad Software, San Diego,

CA). Statistical significance was performed using a Student's t test, ANOVA, or 2 test as appropriate. Statistical significance is indicated by *, where P < 0.05, and ***, where P <
).0001.
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