Stopped Flow Fluorescence on APP

 To Start APP:
1. Turn on nitrogen tank (pressure ~120 psi-5 bar…should already be set)

2. Check flow at end of tube at lamp housing

a. Wait at least 10 minutes to make sure housing is purged with nitrogen

3. Turn lamp on (switch on back) and ignite (green button in back) 

a. Check light at lamp housing (screw looking thing)

b. It takes 60 minutes for the lamp to warm up

4. Moving right to left turn on machine

a. Channel 2 monochomater (in back)

i. Wait for monochromater to finish calibration routine-feel on top

b. Channel 1 monochomater (in back)

i. Wait for monochromater to finish calibration routine-feel on top

c. Sample handling unit (SHU) (in back)

d. Each of the three things under the computer (in back)

e. Acorn computer (in front)

f. NEXT…check screw on top of SHU (purple handle hex screwdriver)

i. Turn on water bath (2 switches)

ii. Make sure door is open

To Run Vesicles:

***Remember that everything that is run through the machine will be diluted 1:1!!!  Make all solutions twice as concentrated to account for this***

1. Open Xscan

a. Middle click—aquire

2. Fill syringes with external buffer

a. Switches facing out—fill syringes below (in water bath)

b. Switches facing toward you—run to detector

3. Click empty

a. Manually push up brown thing on left of SHU

b. Manually push up silver thing to refill brown thing

4. Move switches to pointing toward the walls—refill inside syringes 

5. Repeat at least 4 times with external buffer

6. Open SX18MV

a. Select new data (upper left corner of menu)

b. Chick on channel #1 button and change to channel #2

c. Click square button next to detector—will switch to emission

d. Set excitation wavelength to 452 nm for pyranine

i. Middle click on up arrow next to wavelength option

e. Click on button next to internal trigger and select external trigger

f. Click up arrow next to range until it is at –0.10 – 0.10

g. On graph, click near zero to move line so “volts in” is as close to zero as possible (should get to +/- 0.001)

h. Click down arrow to set range back to –5 to 5 

i. Entrance and exit slit width is 2mm—can be adjusted to give a better signal

7. Empty right syringe and fill with vesicles (pump up and down)

8. Run a small amount past the detector—click empty and manually push the silver thing up

9. The reading should zoom up—(a) change range and (b) click graph so line is ~3/4 from top of graph

10. Click acquire a couple of times to run vesicles past detector

11. Looking at data

a. Click display

b. Click on a run

c. Click on overlay to view multiple runs at once

d. Click zoom—left click on graph above run on left side, make a box and then right click

e. If runs are on top of one another, proceed.  If not, continue acquiring 0.01 sec runs until they are.

12. Collect baseline

a. Click arrow next to time and set to desired time 

b. Click acquire

i. If fluorescence decreases, machine is not clean.  Empty syringes and flush with lots of water then ethanol then water then buffer

ii. NEVER run ethanol right after running sucrose buffer!!!

c. (a) Click shots and change to 3, (b) click average to turn on and (c) click oversampling to turn on, (d) click aquire.

i. This will take lots of data points and the average of three runs for a good baseline.

13. Make group (a save folder)

a. Click disc

b. Click make group

14. Rename run

a. Click on disc

b. Click on the run you want to rename

c. Click on rename—be sure to write the name of the group and run in your lab notebook!

15. Save run

a. Chick on a run on the right side

b. Click on disc 

c. Click on savefile

d. IT IS BEST TO SAVE EVERYTHING RIGHT AWAY BECAUSE THE ACORN LIKES TO LOCK UP!!!

16. Looking at data

a. Click display

b. Click on a run

c. Click on overlay (to turn it on) to view multiple runs at once

d. Click zoom—left click on graph above run on left side, make a box and then right click

e. clearscr will clear all the data off the screen

17. Load left syringe with drug, etc.

18. Run past detector

a. Click shots and change back to 1

b. At least 3 short runs 0.1 secs

c. Overlay data under display to make sure they are the same

d. Chose desired time (same as baseline)

e. Click shots and change to 3

f. Click aquire

19. Rinse left syringe with buffer between runs 

a. Have switch for vesicles facing toward wall and switch for left syringe facing toward you

20. Clean machine when finished

a. Exit program

b. Turn off lamp—next to wall

c. Open Xscan

d. Repeat steps 1-4

i. At least 2 syringes of water

ii. At least 2 syringes of ethanol

iii. At least 2 syringes of water

iv. Shortcutting this leads to more work later and you’ll regret it

21. Shut off everything starting with the water bath and working backwards

22. Leave nitrogen on for about 10 minutes to flush lamp housing.

23. Loosen screw on SHU to drain water from machine.

24. Turn nitrogen off

