Materials and Methods
2.1 Experimental animals
Zebrafish embryos were acquired from a breeding, captive stock population of wild-type WIK strain Zebrafish kept at the University of Exeter. Adult fish were fed on newborn Artemianauplii(ZM Premium Grade Artemia; ZM Ltd.) in the morning and TetraMin tropical flake food (TetraMin, Tetra Werke, Melle, Germany) in the afternoon. Adult fish were always fed in excess.

Zebrafish were housed in aquaria maintained at 28°C and a photoperiod of 12 h light: 12 h dark. Transition of light occurred for 30 minute periods in the morning and evening, to imitate dawn/dusk. Aquaria contained city of Exeter tap water that had undergone reverse osmosis (Osmonics E625 with cellulose membranes; GE Water and Process Technologies, Trevose, PA, USA) before being recomposed to standardised artificial freshwater using Analar grade mineral salts. This had final concentrations of 318mgL-1 CaCl22H2O, 133gL-1 MgSO47H2O, 133mgL-1 Tropic Marin Sea Salt, 70mgL-1 NaHCO3 and 6mgL-1 KCl; giving a conductivity of 200-300 μS.

Males and females were kept together and spawning was stimulated by the presence of light. Egg collection occurred an hour after spawning with the use of egg collection boxes. Fertilised and unfertilised eggs were separated using a dissection microscope (company). Fertilised eggs were placed under test conditions 3 hours after spawning. Approximately, 75 fertilised eggs were used for each concentration.
2.2 DNP exposures
Exposures were carried out for 72 h in glass petri dishes containing 600mL of test solution. Stock concentrations were prepared using deionised water and DNP (Sigma Aldrich) to a concentration of 6.4 mgL-1. Deionised water was used to ensure DNP was able to fully dissolve. This is facilitated by sonicating the stock solution for 30 minutes using an ultrasonic bath (company). Stock solution was diluted to 10µgL-1, 32µgL-1, 100µgL-1, 320µgL-1, 1mgL-1 using oxygenated artificial freshwater. Embryos were also solely exposed to oxygenated water as a control. Water was oxygenated by bubbling oxygen into it. New test solutions were prepared from stock solution and replaced every 24 h. Test solutions were acclimatized to the correct conditions before exposures were implemented.

The effect of exposure to DNP and hypoxic conditions were also investigated. Preliminary experiments were conducted on exposure to hypoxia to ascertain an appropriate oxygen concentration. This was found to be 80% oxygenation..??

Concentrations of 10µgL-1, 32µgL-1, 100µgL-1, 320µgL-1 were used with 80% oxygenated water as well as an oxygenated and 80% oxygenated control. Water was deoxygenated by Nitrogen bubbling. 80% oxygenated water was produced by mixing appropriate quantities of oxygenated and deoxygenated water.

Every 24 h after initial exposure, mortality, tail detachment, presence of pigmentation and oedema, ear, eye and somite development and the amount of tail movement were measured using the dissection microscope (company). At 48 h, the heartbeat and number hatched were also recorded. Curvature was noted at 72 h. Oxygen concentration was measured before and after solution was changed using an oxygen meter (company).
2.3 Recovery
The possibility of recovery of embryos from exposures to DNP, as well as hypoxia together with DNP, was also investigated. Embryos were exposed to 100µg/L DNP and 80% oxygenated water or 100µgL-1 DNP and oxygenated water for the first 24 hours before being transferred to either oxygenated or 80% oxygenated water. Three controls were used where embryos remained in either oxygenated or 80% oxygenated water for the entire duration of the experiment, or transferred from 80% oxygenated water to oxygenated water.
2.4 Embryo photographs
Embryos were dechorionated using forceps before being anaesthetised with Tricaine (pH7; company) to prevent movement. They were then mounted using 2% methyl cellulose (company) to allow straightforward manipulation of the embryo. Embryos were orientated according to standard procedure (head to the left). Photographs were taken using a dissection microscope (company) with a magnification of 2 together with NIS-Elements F.
2.4 Statistical analysis
Anova?

