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3.3.7.	Click the unload button with the upward arrow for loading the membrane slides. 00:00- 00:11
3.3.8.	Make sure the slide is completely dry, flip so that the membrane is facing down.
3.3.9.	Insert the slide and click continue in the change specimen window. 00:18-00:20
3.3.10.	Replace the plastic shield.
3.3.11.	On the bottom of the screen, choose which slide holder contains the slide. 00:20-00:33
3.3.12.	To load the tubes, click the unload button with the downward arrow. 00:33-00:51
3.3.13.	Pull the tray out and remove the tube block.
NOTE: The tube block used for this experiment is for 500 µL PCR tubes.
3.3.14.	Insert the tube caps of 500 µL PCR tubes into the holder and fold the tube under.
3.3.15.	Return the block to the tray and slide the tray back into the microscope stage.
3.3.16.	In the change collector device popup window, select PCR tubes and click ok. 00-51-01:07
3.3.17.	Click on the empty tube location on the bottom left of the screen under collector device tube caps.  AND 3.3.18.  In the Microscope control panel, select TL-BF for transmitted light brightfield illumination. 01:07-end
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3.4.	Cutting 
NOTE: This protocol is specific for the instrument listed in the Table of Materials.
3.4.1.	Using the 2.5x lens, adjust the focus until the worms and the structure of the membrane are visible. 00:04-00:09
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3.4.2.	Switch to the 20x lens AND 3.4.3.	Move the stage to a region without worms. Adjust the focus such that the bubble-like structures in the membrane have a yellowish color (Figure 3A,B) to focus the laser on the correct focal plane. 00:09-00:30
3.4.4.	Set the laser parameters; for tail tips, start with Power 45, aperture 30, and speed 20. 00:30-00:37
CUT portion of video from 00:37-00:53 and from 01:04-01:10
3.4.5.	In the Laser Control panel, select calibrate. Follow the instructions. 00:53-01:27 (minus the cuts)
NOTE: The instrument will perform this step automatically. It will ensure that a shape drawn with the mouse on the screen is identical to the shape cut out by the laser.
3.4.6.	On the bottom of the screen at collector device tube caps, click on position A. 01:04-01:10
3.4.7.	On the right side of the screen, select single shape | Draw + Cut. On the left side of the screen, select PtoP. 01:34-01:45
3.4.8.	Draw a line. AND 3.4.9.	Click Start Cut so that the laser cuts through the membrane. 01:45-01:56
NOTE: It may also etch a line into the glass.
3.4.10.	If this test-cut looks good (the membrane is cut, edges of cut look smooth), continue with the next step. Otherwise, adjust the focus and cut another line.
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CUT OUT 00:13-00:17
3.4.11.	Find a worm. Switch to Move + Cut and use the mouse to cut through the tail.
NOTE: If the laser does not cut through the tail, adjust the focus and increase the laser power. For thicker tissues, laser power may have to be set to 60. 00:00-00:23 
3.4.12.	Save the parameters: File tab | Save Application Configuration; for later retrieval, Restore Application Configuration. We did not include this in the screen capture.
3.4.13.	To collect the sample, switch to the Draw + Cut setting with the PtoP function and draw a shape to complete the cut of a membrane section (Figure 3C). 00:23-01:00
NOTE: Larger membrane sections and sections shaped like rectangles or triangles rather than circles or ovals are easier to locate in the collector tube cap.
3.4.14.	Select the next tube at Collector Device Tube Cap on the bottom of the screen and cut the next tail tip. 01:01-01:05
We repeated the cutting process showing what to do when the membrane does not fall into the tube. It is found at 01:55-03:01. If there is enough time, it would be good to include this in the final video.
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3.4.15.	Once four tails are cut, unload the tube rack (click Unload with downward arrow) and find the membrane sections under a dissecting microscope (Figure 3D). 00:00-00:11

NOTE: The sections may be located in the middle of the tube cap or stuck to the side of the cap.
3.4.16.	Continue with the downstream application. For CEL-Seq2, pipette 1.2 µL of a CEL-Seq2 primer master mix (from step 3.1) directly on top of the sample.
3.4.17.	Close the tube, label with primer number, and immediately place the tube cap directly on a piece of dry ice to flash-freeze the sample and prevent RNA degradation.
3.4.18.	Load more tubes, return the tube block to the stage, and cut more samples. Add a different CEL-Seq2 primer mix to each tail tip.
3.4.19.	Store all tubes at -70 °C.
