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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.
	1.1.2
	Step says: “Use a relay mirror (Figure 1, M1)…”
	Please correct to: “Use two relay mirrors (Figure 1, M1 and M2)…”

	2. 
	1.1.4
	Step says: “Optimize the knobs on each mirror of the periscope iteratively to achieve the highest transmitted laser power.”
	Please correct to: “Optimize the knobs on each mirror, M1 and M2, iteratively to achieve the highest transmitted laser power.”

	3.
	1.1.5
	Step says: “Put the fluorescence target alignment cap on the empty objective seat and adjust the knobs of the bottom mirror of the periscope to center the spot. Then, introduce the extension tube for the target and tune the knobs of the top mirror of the periscope to center the spot.” 
	Please correct to: “Put the fluorescence target alignment cap on the empty objective seat and adjust the knobs of M1 to center the spot. Then, introduce the extension tube for the target and tune the knobs of M2 to center the spot.”

	4.
	1.2.1
	Step says: “Place a flip mirror after the condenser to direct the transmitted laser to the photodiode module.”
	Please correct to: “Place a beam splitter cube after the condenser to direct the transmitted laser to the photodiode module.”

	4.
	1.2.2
	Step says: “… a built-in EOM at 8 MHz …”
	Please correct to: “… a built-in EOM at 20 MHz ….”

	5.
	1.2.2
	Step says: “…, but the recent version has a Stokes beam of 1032 nm.”
	Please correct to: “…, but the recent version has a Stokes beam of 1031 nm”

	6.
	1.2.2
	Step says: “… EOM used in this protocol is customized to 8 MHz, but the default modulation frequency for the recent system is 10 or 20 MHz.”
	Please correct to: “… EOM used in this protocol is customized to 20 MHz, but the default modulation frequency for the recent system can be 10 or 20 MHz.”

	7.
	1.3.3
	Step says: “Set the pump beam wavelength to 816.7 nm.”
	Please correct to: “Set the pump beam wavelength to 795.8 nm.”

	8.
	NOTE after 1.3.3
	NOTE: Recent version of the one box laser system has a Stokes beam of 1,032 nm, therefore the pump beam wavelength will be tunes to 796 nm.”
	Please remove the whole note. Step 1.3.3 will be immediately followed by 1.3.4. 

	9.
	1.3.6
	Step says: “If not, carefully adjust the steering mirrors of the Stokes beam in the picosecond tunable laser system to maximize the image intensity and to center the peak intensity.” 
	Please correct to: “If not, carefully adjust the steering mirrors, M1 and M2, to maximize the image intensity and to center the peak intensity.”

	10.
	Figure 1
	Old version of Figure 1 has one relay mirror M1 and 8 MHz reference. 
	New version of Figure 1 has two relay mirrors, M1 and M2, and 20 MHz reference.

	11. 
	Figure 1 legend
	Legend says: “The combines beam is expanded by the telescope (L1 and L2), relayed by the relay mirror (M1) and lifted by the periscope (P1 and P2), and then sent into the scanner of the microscope.”
	Please correct to: “The combines beam is expanded by the telescope (L1 and L2), relayed by two relay mirrors (M1 and M2) and lifted by the periscope (P1 and P2), and then sent into the scanner of the microscope.”
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