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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	Example
	1.1
	Step says “Centrifuge lysate at 2,000 x g.”
	Please correct to “Centrifuge lysate at 4,000 x g.”

	1.
	Introduction
	An additional important feature of the NTA technique is that it allows the analyst to achieve number-weighted size measurements, which is required in the context of the EC nanomaterial definition.
	An additional important feature of the NTA technique is that it allows the analyst to achieve number-weighted size measurements, which are required in the context of the EC nanomaterial definition.

	2.
	Introduction
	A laser beam is pased
	A laser beam is passed

	3.
	Introduction
	NTA can also be used to track the aggregation behavior of particles that are generally colloidally unstable (the particles must, however, be colloidally stable over the measurement time scale)13,14. If users want to check the system performance this can be easily done by measuring size standard materials as frequently as wanted.
	NTA can also be used to track the aggregation behavior of particles that are generally colloidally unstable (the particles must, however, be colloidally stable over the measurement time scale)13,14. NTA is an absolute method and no system calibration is required on the instrument used in this work. If users want to check the system performance this can be easily done by measuring size standard materials as frequently as wanted.

	4.
	Introduction
	The NTA instrument used is easy to operate with quick analysis time (under 10 min per sample).
	The NTA instrument is easy to operate with quick analysis time (under 10 min per sample).

	5.
	Introduction
	For high quality measurements with good data repeatability and reproducibility, number of factors should be considered in both sample preparation as well as in instrument operation.
	For high quality measurements with good data repeatability and reproducibility, a number of factors should be considered in both sample preparation as well as in instrument operation.

	6.
	Introduction
	Round 2 involved analyzing 100 nm latex on the same NTA instrument after training as a simple test in order to determine that the instrument was set up correctly and the users had a good knowledge on how to use the instrument. Round 3 involved the analysis of 60 nm gold nanoparticles on the same NTA instrument after training.
	Round 2 involved analyzing 100 nm latex using a new instrument with common configuration as a simple test in order to determine that the instrument was set up correctly and the users had a good knowledge on how to use the instrument. Round 3 involved the analysis of 60 nm gold nanoparticles on the new instrument with common configuration, after training. 



	7.
	2.1.1
	Switch on the hardware and software. Connect the NTA instrument, syringe pump and the computer.
	Connect the NTA instrument, syringe pump and the computer. Switch on the hardware and software.



	8.
	2.1.2
	Remove the laser module and using a tissue and compressed air completely dry the glass surfaces and the low volume flow cell (LVFC) internal channels, tubing, and fluidic ports.
	Remove the laser module from the NTA and using a tissue and compressed air completely dry the glass surfaces and the low volume flow cell (LVFC) internal channels, tubing, and fluidic ports.

	9.
	4.3
	3.  If there are more than three particles in the field of view, this implies a problem with the water purity or the cleaning process and, therefore, the cleaning process needs to be repeated or the water needs to be replaced or filtered. 

4. Disconnect the syringe from the inlet tubing and replace it with a syringe full of air only.
	3. …  If there are more than three particles in the field of view, this implies a problem with the water purity or the cleaning process and, therefore, the cleaning process needs to be repeated or the water needs to be replaced or filtered. 

4. Remove the laser module from the instrument

5. Disconnect the syringe from the inlet tubing and replace it with a syringe full of air only.


	10.
	5.1
	Repeat step 2.2.2. Connect a syringe containing 1 mL of the 60 nm gold nanoparticles dispersion made in step 1.1 to the Luer port. Inject 750 µL of the sample into the LVFC via the inlet tubing with the laser module viewed outside the instrument to ensure no bubbles are introduced.
	Repeat step 2.2.2. Connect a syringe containing 1 mL of the 60 nm gold nanoparticles dispersion made in step 1.1 to the Luer port. Slowly inject 750 µL of the sample into the LVFC via the inlet tubing with the laser module viewed outside the instrument to ensure no bubbles are introduced.

	11.
	5.2
	Load the laser module and initialize the camera by clicking on Start Camera in the software interface.
	Load the laser module back to the NTA instrument and initialize the camera by clicking on Start Camera in the software interface.

	12.
	Data Analysis
	All data analysis is done within the v 3.4 software (see Table of Materials), no additional manual conversions or calculations are used.
	All data analysis was done within the v 3.4 software (see Table of Materials), no additional manual conversions or calculations are used.

	13.
	Data Analysis 1.2
	Automatically process the particle tracking analysis videos by pressing the Process button in the software. Leave all the processing parameters on their automatic settings and export the data as a .csv format results file with the full particle size distribution and additional metadata describing the measurement setup.
	Automatically process the particle tracking analysis videos by pressing the Process button in the software. Leave all the processing parameters set to automatic and export the data as a .csv format results file with the full particle size distribution and additional metadata describing the measurement setup.

	14.
	Data Analysis 1.3
	Read the mode results and the associated standard deviation from the PDF report.
	Read the mode size results and the associated standard deviation from the PDF report.

	15.
	Cleaning and drying 4
	1.  After use, flush the system thoroughly with clean water to remove all traces of sample from the tubing and optical surfaces. 

2.  Load a syringe of air through the system to empty the tubing and the LVFC.
	1.  After use, flush the system thoroughly with clean water to remove all traces of sample from the tubing and optical surfaces. Cleaning effectiveness can be monitored by observation of the amount of particles in the field of view. 

2. Remove the laser module from the NTA instrument. 
3. Load a syringe of air through the system to empty the tubing and the LVFC.

	15.
	Figure 5
	Mode size results from all NTA benchmarking partners for 60nm gold ILC round 3 analyzed on the same NTA instrument.
	Mode size results from all NTA benchmarking partners for 60 nm gold ILC round 3 analyzed on the same NTA instrument.

	16.
	Representative Results
	To verify the particle size as provided by the manufacturer a small number (N=82) of particles were analyzed by Transmission Electron Microscopy (TEM).
	To verify the particle size, as provided by the manufacturer, a small number (N=82) of particles were analyzed by Transmission Electron Microscopy (TEM).

	17.
	Discussion 
	NTA is a technique that can achieve the hydrodynamic spherical equivalent diameter of particles and can be used for particle by particle real-time visual analysis of complex polydispersed systems ranging from 10 nm – 30 nm, to 1 µm – 2 µm in size (depending on the sample properties and instrument configuration).
	NTA is a technique that can measure the hydrodynamic spherical equivalent diameter of particles and can be used for particle by particle, real-time visual analysis of polydispersed systems ranging from 10 nm – 50 nm, to approximately 1000 nm in size (depending on the sample properties and instrument configuration).

	
	
	There is some inconsistent capitalisation in mentions of the ILC Rounds in the Results and Discussion sections eg. Round 3, round 3 etc.
	Could it be Round throughout?

	
	Figure 1, Figure 4 and Figure 5 not clear
	
	New figures have been updated. Please do not overexpand or stretch these
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