Notes on JoVE screen recording – article 62886

[bookmark: _Hlk79415253]2. Cryo-fluorescence Light Microscopy (Cryo-FLM) of the Cells Seeded Plunge-frozen Grids
Notes:
· We could not use OBS studio, we used Bandicam instead; We had to record the whole desktop. 
· We kindly ask to crop the video so that only the window with the Leica LAS software is shown. 
Files:
2_1_2_widefield_overview.mp4 > shows widefield overview and suitable squares for acquisition.
2_3_1_set_up_stack.mp4 > focus on the right panel; shows setting up stack acquisition, setting z step size
2_4_1 _show_stack.mp4 > showing the final stack which will be used in the next steps (no multicolor).

Here are the files corresponding to the steps labelled as SCREEN:

	Step
	File

	2.1.2
	2_1_2_widefield_overview.mp4

	2.1.3
	2_1_2_widefield_overview.mp4

	2.3.1
	2_3_1_set_up_stack.mp4

	2.4.1
	2_4_1 _show_stack.mp4



3. Focused Ion Beam (FIB) Milling

Here are the timestamps corresponding to the steps labelled as SCREEN:

	Step
	content
	File
	Time stamps 

	3.2.1
	GIS coating
	FIB_SEM_01.mp4
	03:30 - 04:30 

	3.3.1 part 1
	Record SEM overview
	FIB_SEM_01.mp4
	02:24 - 02:49

	3.3.1 part 2
	Start with 2D correlation
	3DCT_01.mp4
	00:00 - 00:03

	3.4.1
	Mark 4 squares
	3DCT_01.mp4
	00:11 - 00:52

	3.5.1
	Markers for FLM stacks and transform
	3DCT_01.mp4
	00:52 - 01:25

	3.6.1
	Take image of the square at milling angle
	FIB_SEM_02.mp4
	03:30-04:57

	3.7.1
	Same 
	FIB_SEM_02.mp4
	03:30-04:57

	3.8.1
	Upload data in 3DCT and start correlation
	3DCT_02.mp4
	00:00-00:54

	3.9.1
	Select fiducials, gaussian fit
	3DCT_02.mp4
	00:55-01:46

	3.9.2
	Initial 3D Correlation result
	3DCT_02.mp4
	01:47-02:00

	3.10.1
	Delete some beads and add more - long procedure
	3DCT_02.mp4
	02:01-09:00

	3.10.2
	Check position of beads
	3DCT_02.mp4
	09:01 – 09:23

	3.11.1
	RMSE values (stop and focus on “Results” panel on the right)
	3DCT_02.mp4
	09:23-09:23

	3.12.1
	targeted cellular signals being selected and 3D position
	3DCT_02.mp4
	09:36-10:10

	3.13.1
	Transfer position on SEM manually 
	FIB_SEM_03.mp4
	01:10 – 01:34

	3.14.1
	Milling patterns being set
	FIB_SEM_03.mp4
	03:58 – 05:10

	3.15.1
	Milling -long procedure
	FIB_SEM_03.mp4
	05-11 – 51:02

	3.16.1
	Check accuracy of milling by 3DCT
	Remove from video and script
	

	3.17.1
	Overlay rotated projection
	Remove from video and script
	



We kindly ask to remove two steps (3.16 and 3.17)  from the script and the video production. 
These two steps are tips for the users and not necessary procedures or the workflow.  We also do not usually perform these steps in our current version of the protocol. 


4. Correlative Transmission Electron Microscopy (TEM)

	Step
	Video(s)
	comments

	4.2.1.
	JOVE_TEM_screen_part1_v0 
OR 
JOVE_TEM_screen_part1_v1
	V1 has an extra step in it, showing the acquisition window for the final image. This is not absolutely necessary, I would recommend to choose based on time.

	4.3.1.
	JOVE_TEM_3Dcorrelation_part1 AND 
JOVE_TEM_3Dcorrelation_part2
	Part1 is for most of the text, part 2 can be blended in for the second half of the second sentence.

	4.4.1.
	JOVE_TEM_screen_part2
	




