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	Supplementary Table S2. Checklist of 53 essential criteria for the reporting of methods for aquatic intermittent-flow respirometry by Killen et al., 2021.



  
	
	
	
	
	

	Number
	Criterion and Category
	    Response
	Value (where required)
	Units

	
	EQUIPMENT, MATERIALS, AND SETUP
	
	
	

	1
	Body mass of animals at the time of respirometry
	Body mass was measured immediately after respirometry: for sea urchins using the ovoid formula from Elliott et al. (2012); for O. nigra by volumetry; for O. sp. II, measuring disk diameter and height with a calliper and calculating the volume using the cylindrical formula .
	species-specific
	mL

	2
	Volume of empty respirometers
	Total setup volume.
	 465 mL (sea urchins); 251 mL (brittle stars)
	 mL

	3
	How chamber mixing was achieved
	Recirculation using a peristaltic pump.
	
	

	4
	Ratio of net respirometer volume (plus any associated tubing in mixing circuit) to animal body mass 
	Ratio optimized for this study following Killen et al. (2021), Aliende-Hernández et al. (2024), Fernández-Vilert et al. (2025).
	 11
	 

	5
	Material of tubing used in any mixing circuit
	Silicone tubing; acrylic (methacrylate) chamber.
	
	

	6
	Volume of tubing in any mixing circuit
	Tubing volume.
	 65 mL
	 mL

	7
	Confirm volume of tubing in any mixing circuit was included in calculations of oxygen uptake
	Yes, chamber volume plus recirculation tubing volume included.
	
	

	8
	Material of respirometer (e.g., glass, acrylic, etc.)
	Acrylic.
	 
	 

	9
	Type of oxygen probe and data recording
	Qubit oxygen sensor, Logger Pro 3.16.1 from Vernier Software Technology.
	
	

	10
	Sampling frequency of water dissolved oxygen
	Dissolved oxygen was monitored continuously using an optical DO sensor throughout the duration of the experiment.
	1 Hz 
	 Hz

	11
	Describe placement of oxygen probe (in mixing circuit or directly in chamber)
	In the recirculation circuit, measuring water exiting/entering the chamber.
	
	

	12
	Flow rate during flushing and recirculation, or confirm that the chamber returned to normoxia during flushing
	Flush: 5 min; recirculation: 7 min; closed: 10 min
	 5-10
	 min per cycle

	13
	Timing of flush/closed cycles
	5 min flush, 7 min recirculation, 10 min closed
	 5-10
	 min per cycle

	14
	Wait (delay) time excluded from closed measurement cycles
	5 min initial acclimation
	 5
	 min

	15
	Frequency and method of probe calibration (for both 0 and 100% calibrations)
	Calibrated before each experiment for 0% and 100% O2.
	
	

	16
	State whether software temperature compensation was used during recording of water oxygen concentration
	Yes, Logger Pro applies temperature compensation.
	 
	 

	
	MEASUREMENT CONDITIONS
	
	
	

	17
	Temperature during respirometry
	Progressive temperature increase experiment.
	
	

	18
	How temperature was controlled
	With an external sensor: the S132 Temperature Sensor, component of the Q-box AQUA system. It has a resolution of 0.03 °C (0 to 40 °C). 
	 
	 

	19
	Photoperiod during respirometry
	The room light was switched on during the oxygen consumption measurements. After the measurements and the feeding time provided for the individuals to eat, the light was switched off.
	
	

	20
	If (and how) ambient water bath was cleaned and aerated during measurement of oxygen uptake (e.g., filtration, periodic or continuous water changes)
	Aeration of the ambient bath during the measurements, to ensure that oxygen in the chamber and the bath is replaced during flushing, and removes metabolic CO2 produced by the animals. After each day of the experiment, the water was replaced
	 
	 

	21
	Total volume of ambient water bath and any associated reservoirs
	20 L
	20
	L

	22
	Minimum water oxygen dissolved oxygen reached during closed phases
	Maintained above the experimental limit
	Measured per trial
	 mg/L

	23
	State whether chambers were visually shielded from external disturbance
	Partially shielded
	
	

	24
	How many animals were measured during a given respirometry trial (i.e., how many animals were in the same water bath)
	1 animal
	 1
	 individual

	25
	If multiple animals were measured simultaneously, state whether they were able to see each other during measurements
	N/A
	
	

	26
	Duration of animal fasting before placement in respirometer
	22 hours
	 22
	 hour

	27
	Duration of all trials combined (number of days to measure all animals in the study)
	4 days per each experiment (control and treatment) for each species.
	
	

	28
	Acclimation time to the laboratory (or time since capture for field studies) before respirometry measurements
	48 h
	 48
	 hour

	
	BACKGROUND RESPIRATION
	
	
	

	29
	State whether background microbial respiration was measured and accounted for, and if so, the method used (e.g., parallel measures with empty respirometry chamber, measurements before and after for all chambers while empty, both)
	Yes, measured with blank runs with empty chamber before each experimental condition.
	
	

	30
	State if background respiration was measured at the beginning and/or end, state how many slopes and for what duration
	Before each day of the experiment, 3 cycles per day.
	 
	 

	31
	State how changes in background respiration were modelled over time (e.g., linear, exponential, parallel measures)
	Background respiration was measured in blank runs, and the resulting oxygen consumption was subtracted from the measured VO₂ of the animal.
	
	

	32
	Level of background respiration (e.g., as a percentage of SMR)
	Calculated as VO2 animal – VO2 blank.
	 
	 

	33
	Method and frequency of system cleaning (e.g., system bleached between each trial, UV lamp)
	Daily cleaning with distilled water and ethanol between experimental conditions and between species.
	
	

	
	STANDARD OR ROUTINE METABOLIC RATE
	
	
	

	34
	Acclimation time after transfer to the chamber, or alternatively, time to reach the beginning of metabolic rate measurements after introduction to the chamber
	5 min
	
	

	35
	Time period, within a trial, over which oxygen uptake was measured (e.g., number of hours)
	10 min closed per cycle, 3 cycles.
	 
	 

	36
	Value taken as SMR/RMR (e.g., quantile, mean of the lowest 10 percent, mean of all values)
	Difference between final VO2 and background VO2
	
	

	37
	Total number of slopes measured and used to derive metabolic rate (e.g., how much data were used to calculate quantiles)
	3 cycles per individual.
	 
	 

	38
	Whether any time periods were removed from calculations of SMR/RMR (e.g., data during acclimation, periods of high activity [e.g., daytime])
	Initial 5 min acclimation.
	
	

	39
	r2 threshold for slopes used for SMR/RMR (or mean)
	Not specified, assume the default Logger Pro software value.
	 
	 

	40
	Proportion of data removed due to being outliers below r-squared threshold
	N/A
	
	

	
	DATA HANDLING AND STATISTICS
	
	
	

	50
	Sample size
	6 - 8 individuals per species and condition. When the collection of the individuals, they were measured in situ with a caliper, only those with the study size were then used for the experiments.
	
	

	51
	How oxygen uptake rates were calculated (software or script, equation, units, etc.)
	VO2 = DOSlope*(Vr-Va)*60/m-BackgroundVO2
	 
	VO2: oxygen consumption (mg/kg/hour)                                                                                 DOSlope: rate of decrease of DO (mg/L/min)                                                                              Vr: respirometer volume (mL)                                                                                Va: volume of experimental animal (mL)
m: animal weight (g)
BackgroundVO2: VO2 measured with empty chamber


	52
	Confirm that the volume (mass) of the animal was subtracted from the respirometer volume when calculating oxygen uptake rates
	Yes, included in calculations.
	
	

	53
	State whether analyses accounted for variation in body mass and describe any allometric mass-corrections or adjustments
	 Yes, values normalized by body mass.
	 
	 



