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Dear Author(s),
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Protocol Name: Conpokal
Date: June 25, 2020
Online Text/PDF Protocol
Please use this table to address changes that need to be made to the online text/PDF document. Both the online text and PDF are generated from the HTML template of your article. Since the PDF is generated from the HTML by our conversion software, it may contain formatting errors. For major structural changes or more than 10 spelling or grammatical mistakes, we will require re-upload of the entire document.     
	
	Protocol Step/Section
	Comment
	Requested Change (highlight in bold)

	1.
	Protocol step 2.3
	Fix the spacing around the dash. Step says “After 18-24 h of bacterial incubation, inoculate THY with 1 mL of bacterial suspension until an optical density of 0.6 – 0.7 is achieved (typical values for inoculation are 3 mL of THY with 1 mL of bacterial suspension per dish).”
	Please correct to “After 18 – 24 h of bacterial incubation, inoculate THY with 1 mL of bacterial suspension until an optical density of 0.6 – 0.7 is achieved (typical values for inoculation are 3 mL of THY with 1 mL of bacterial suspension per dish).”

	2.
	Protocol step 2.6
	Step says “Add 1 mL of basement membrane matrix solution in cell culture media to a cell culture dish and incubate (5% CO2) at 37 ˚C for 1 h. Aspirate the solution and wash the dish with cell culture media. Plate the required number of HEK 293 cells (e.g., 100,000 cells per 35 mm dish) and add 2 mL of cell culture media. Then, incubate (5% CO2) the cells at 37 ˚C for 48 h.”
	Please correct to “Add 1 mL of basement membrane matrix solution in cell culture media to each cell sample dish and incubate (5% CO2) at 37 ˚C for 1 h. Aspirate the solution and wash the dishes with cell culture media. Plate the required number of HEK 293 cells (e.g., 100,000 cells per 35 mm dish) and add 2 mL of cell culture media. Then, incubate (5% CO2) the cells at 37 ˚C for 48 h.”

	3.
	Protocol step 2.7
	Step says “After 48 h, add 2 µL of a fluorescent microtubule cytoskeleton dye (concentration of 1x) to each cell culture dish and incubate for 30 min. Aspirate the solution containing the dye, wash the cells 3x with PBS, and add 2 mL of cell culture media.”
	Please correct to “After 48 h, add 2 µL of a fluorescent microtubule cytoskeleton dye (concentration of 1x) to each cell sample dish and incubate for 30 min. Aspirate the solution containing the dye, wash the cells 3x with PBS, and add 2 mL of cell culture media.”

	4.
	Protocol step 2.8
	Step says “Add 1 µL of plasma membrane dye (concentration of 10 µM) to the media and incubate for 30 minutes. Wash the solution containing the dye 3x with PBS and add 2 mL of cell culture media.”
	Please correct to “Add 1 µL of plasma membrane dye (concentration of 10 µM) to the sample dishes and incubate for 30 minutes. Wash the solution containing the dye 3x with PBS and add 2 mL of cell culture media.”

	5.
	Protocol step 2.9.
	Step says “Counterstain the nucleus by adding 1 µL of a nucleic acid dye (concentration of 10 µM) solution to the media and incubate for 30 min. Wash the solution containing the dye 3x with PBS and add 2 mL of culture media.”
	Please correct to “Counterstain the nucleus by adding 1 µL of a nucleic acid dye (concentration of 10 µM) solution to the sample dishes and incubate for 30 min. Wash the solution containing the dye 3x with PBS and add 2 mL of culture media.”

	6.
	Protocol step 3.4 
	Add hyphen. Step says “If sample stage has built in clasps, use these, otherwise, use vacuum grease to stabilize the sample.”
	Please correct to “If sample stage has built-in clasps, use these, otherwise, use vacuum grease to stabilize the sample.”

	7.
	Protocol step 3.5.1
	Step says “Using gloves, mount the tip into the cantilever holder block by using the AFM chip mounting stage, tweezers, and a small screwdriver. Carefully place the AFM chip onto the mounting block and orient it such that it is centered. The cantilever, plus a very small portion of the AFM chip, should be in the visible, non-opaque portion of the mounting block.”
	Please correct to “Using gloves, mount the AFM chip into the glass block by using the AFM chip mounting stage, tweezers, and a small screwdriver. Carefully place the AFM chip onto the glass block and orient it such that it is centered. The AFM cantilever, plus a very small portion of the AFM chip, should be in the visible, non-opaque portion of the glass block.”

	8.
	Protocol step 3.5.2
	Step says “Secure the tip with the screwdriver by tightening the screw until the tip is snug against the holder-block. Check that the tip is oriented correctly using a stereo microscope or a handheld spyglass. Adjust as needed. Once properly oriented, place the block into the AFM head in the proper orientation and lock it in place.

NOTE: The orientation of the AFM chip within the holder is important so that the system lasers aim at the backside of the cantilever and reflect onto the photodetector correctly. Be careful not to overtighten the screws during the placement as this procedure could cause the AFM chip to break.”
	Please correct to “Secure the chip with the screwdriver by tightening the screw until the chip is snug against the glass block. Check that the AFM cantilever is oriented correctly using a stereo microscope or a handheld spyglass. Adjust as needed. Once properly oriented, place the glass block into the AFM head in the proper orientation and lock it in place.

NOTE: The orientation of the AFM chip within the glass block is important so that the system lasers aim at the backside of the cantilever and reflect onto the photodetector correctly. Be careful not to overtighten the screws during the placement as this procedure could cause the AFM chip, cantilever, or tip to break.”

	9.
	Protocol step 3.10
	Step says “NOTE: It is important not to crash the objective into the bottom of the sample dish which may also cause the sample dish to comes into contact with the AFM tip, potentially damaging it.”
	Please correct to “NOTE: It is important not to crash the objective into the bottom of the sample dish which may also cause the sample dish to come into contact with the AFM tip, potentially damaging it.”

	10.
	Protocol step 4.9
	Fix spacing around dash. Step says “A typical starting range for the laser power is 1 -3 %.”
	Please correct to “A typical starting range for the laser power is 1 - 3 %.”

	11.
	Protocol step 4.10
	Step says “If the sample is dim and the laser power is already high, open up the pinhole to increase the signal at the cost of decreasing the z-axis resolution.”
	Please correct to “If the sample is dim and the laser power is already high, open up the pinhole to increase the signal at the cost of decreasing the z axis resolution.”

	12.
	Protocol step 4.12
	Steps says “Select Scan option on the instrument’s software and begin data collection.”
	Please correct to “Select the Scan option on the instrument’s software and begin data collection.”

	13.
	Protocol step 5.8
	Step says “Finish data collection from the computer(s) and shut them down. Power off all instruments, accessories, peripherals, or other deices utilized for the experiment.”
	Please correct to “Finish data collection from the computer(s) and shut them down. Power off all instruments, accessories, peripherals, or other devices utilized for the experiment.”

	14.
	Abstract (and 7 other instances)
	Italicize instances of e.g. Sentence says “The added insight from paired instrumentation provides co-localization of measured mechanical properties (e.g., elastic modulus, adhesion, surface roughness) by AFM with subcellular components or activity observable through confocal microscopy.”
	Please correct to “The added insight from paired instrumentation provides co-localization of measured mechanical properties (e.g., elastic modulus, adhesion, surface roughness) by AFM with subcellular components or activity observable through confocal microscopy.”

Please correct all 8 instances.

	15.
	Introduction (and 2 other instances)
	Italicize instances of i.e. Sentence says Introduction/ Step says “CLSM has been employed for biological imaging since 1955 i.e., since its inception58,59.”
	Please correct to Please correct to “CLSM has been employed for biological imaging since 1955 i.e., since its inception58,59.”
Please correct all 3 instances.

	16.
	Protocol step 4.20
	Italicize instances of a priori. Step says “Alternatively, if a priori knowledge of the sample’s thickness exists, define the volume by selecting the middle plane, the one that appears the brightest and sharpest.”
	Please correct to “Alternatively, if a priori knowledge of the sample’s thickness exists, define the volume by selecting the middle plane, the one that appears the brightest and sharpest.”

	17.
	Discussion (and 1 other instance)
	Italicize instances of in situ. Sentence says “Conpokal is an advanced, effective technique for collecting high-quality images and in situ mechanical properties of live biomaterials in a liquid environment.”
	Please correct to “Conpokal is an advanced, effective technique for collecting high-quality images and in situ mechanical properties of live biomaterials in a liquid environment.”

Please correct all 2 instances.

	18.
	Discussion
	Sentence says “Lasers lines at 405 nm, 488 nm and 568 nm excitation wavelengths were used for live cell sample imaging, shown in Figure 3 and Figure 4.”
	Please correct to “Laser lines at 405 nm, 488 nm and 561 nm excitation wavelengths were used for live cell sample imaging, shown in Figure 3 and Figure 4.”



	19.
	Discussion
	Fix the spacing around the dash. Sentence says “The actual time to switch from AFM operation to confocal imaging was around 2-4 minutes for the images collected in Figure 2A and Figure 4B.”
	Please correct to “The actual time to switch from AFM operation to confocal imaging was around 2 - 4 minutes for the images collected in Figure 2A and Figure 4B.”

	20.
	Acknowledge-ments
	Sentence says “We acknowledge NIH COBRE funding under number 5P20GM130456-02.”
	Please correct to “We acknowledge NIH COBRE funding under number P20GM130456.”
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