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Running Reactions on the 3700

(Big Dye version 2.0, version 3.0, and version 3.1)

Exit Data Collection and Extract Data:

1. If no samples were run on the 3700 the night before, skip to the Shutdown and 
Restart portion of this protocol.

2. If samples were run on the machine the night before, you will notice that the data collection window is open.  It will probably be open to the "Array View."  At the bottom of that window, it should read "Finished all modules."  If it says anything else, either the run isn't finished, or the machine has run into errors.  The lights on the 3700 help tell you what is going on.  A flashing red light indicates that the machine has run into some kind of error.  Even if the message reads "Finished all modules," it is a good idea to click on the "Status" tab under "Run Status."  There you can see the Events Log and the Errors Log.  If there are any messages under the Errors Log, write them down along with the message that appears at the bottom of the window.  Depending on the errors, you will have to decide if more samples can be run on the machine before repair is done on the 3700.  If the screen reads "Finished all Modules," however, and no other error message are present, you can assume the machine is good to go.

3. Exit out of Data Collection by going to:  File - Exit.

4. If the Data Extractor was on during the run, then you need to extract the data that came off of the 3700 from the previous run.  So, go to:  Start - PE Biosystems - 3700 Programs - Data Extractor.

5. Click:  Extract now.

6. Once the extraction is done (10 minutes or so, depending on the number of plates to extract), the window will say it is idle.

7. Click:  Exit.

8. If the Data Extractor was on during the run, be sure it reads “idle” then exit out of the Data Extractor before shutting down the 3700.

Shutdown and Restart Computer:

9. Go to:  Start - Shutdown - Shutdown the Computer (the top option, which should already be selected) - Yes.

10. Turn off the 3700 by firmly pressing the button on the machine.  Make sure the light goes out indicating that you really turned it off.

11. Sometimes an error comes up when shutting down that tells you that the Hyper Terminal can't respond to the end task. That's okay.  Go ahead and click : Cancel.

12. A message box will also pop up asking if you are sure you want to disconnect.  Click:  Yes.

13. Sometimes the computer will then act as if you haven't asked it to shutdown.  Just go back to:  Start - Shutdown - Shutdown the Computer - Yes.  Then it should work.  This is perfectly normal.  Sometimes it just doesn't know what it's doing.

  **NOTE:  It doesn't really matter if you turn off the 3700 before or after you ask the 

                     computer to shut down.  Just make sure you turn off the 3700 before you 

                     click on the "Restart" button once it appears.

14. Once the "Restart" button appears, click it.

15. While the computer is restarting, check the fluid levels of the 3700.  Although you could do this while the 3700 is on, the chances of shock are reduced if one changes the fluids while the 3700 is off.

· Empty the waste container.

· Fill the water container with milliQ water up to the blue line.

·  Make sure the buffer container is filled at least to the blue line or above.  If it is below the blue line, the buffer will need to be replaced with new buffer (see Changing Buffer protocol).

· The polymer bottle needs to be at least 1/4 full in order to run 4 plates.  If there is not enough polymer in the bottle, either run fewer plates or change out the polymer (see Changing Polymer protocol).

· The Isopropanol bottle (the large amber bottle in the left-hand door) should be at least 1/5ths full.  If there is not enough, then fill it with 100% Isopropanol.

16. Once the computer has restarted, it will prompt you to press:  Control + Alt + Delete.

17. Then a log on window will come up with the option to inset a password.  Do not change the user name and do not enter a password.  Just click "Okay."

18. It is possible at this point to upload the data before turning the 3700 back on, but it is not necessary.  If you want to upload the data, see Upload Data protocol.

19. The base screen will then come up and the Hyper Terminal window will begin to open.  Once that window has opened, turn the 3700 back on.  Once again, check to make sure a light comes on so that you know you pressed the button hard enough.

20. Let the 3700 get to its "Idle" state before setting anything up on the machine.   It takes maybe 5 minutes for the 3700 to become idle.  The hyper terminal will tell you that it is entering idle, and the green light on the 3700 will come on (it's yellow while booting). If you haven't already rehydrated your samples, now would be a good time to do so (see Rehydrating Samples protocol).

Setting Up Plate Files:

21. Once the 3700 is idle, go to:  Start - PE Biosystems - 3700 Programs - Data Collection.

22. Enter the password :  __________________

23. Click the "Plate Setup" tab.  Then click "New" (towards the bottom of the window).  This will allow you to set up a new plate file.

24. On this window, you will need to enter the plate name under "Name of plate" and your user initials under "Name of owner."  If you don't know the plate name, look at the actual plate you will load.  It should be labeled correctly.  If you have any questions about the naming system, see the Naming Systems protocol.

25.  Although these should always stay the same, make sure the Application type is Sequencing and the Plate Type is 96-well.

26. Click:  Finish.

27. The next window that appears already has the plate name now at the top of the window.  You will need to correctly enter the rest of the information.

For version 2.0

· Sample Name =  enter each sample name individually; or if all of the samples                     

                                         have the same name, then type the name in the first slot, click 

                                         on the top of the column, and press (control + D) to fill down.

· Dye Set = E

· Mobility File = DT3700POP5{BD}v2.mob

· Comment = nothing has to go here

· Project name = select the project that goes with what you are sequencing.  

                          If there is not one present, either create one (see 3700 manual) or 

                          select "3700project."

· Run Module 1 = longPOP5nolevel48

· Analysis Module 1 =BC-POP5LR_FacoffSeqoff

                  **nothing else needs to be filled in, since we only run one module

       For version 3.0 & version 3.1

· Sample Name =  enter each sample name individually; or if all of the samples                     

                                         have the same name, then type the name in the first slot, click 

                                         on the top of the column, and press (control + D) to fill down.

· Dye Set = D

· Mobility File = DT3700POP5{BDv3}v1.mob

· Comment = nothing has to go here

· Project name = select the project that goes with what you are sequencing.  

                          If there is not one present, either create one (see 3700 manual) or 

                          select "3700project."

· Run Module 1 = longPOP5nolevel48

· Analysis Module 1 =BC-POP5LR_FacoffSeqoff

                  **nothing else needs to be filled in, since we only run one module

28. Click:  Okay.

29. Follow the same procedure to create the other plate files that you need.

Loading the Plates:

30. Open the top cover of the 3700.

31. Remove and discard any old plates still on the machine.

32. Even though the lights to each plate position are on indicating that those positions will be used, the 3700 does not recognize that they are in position since we restarted the machine.  Pull back all the levers (the lights should go out).  Now lock back into place only the positions that you will be using (the lights should come back on).

33. Look at your data collection screen.  A question mark should appear for each recognized position.

34. Put your plates on the machine so that well A1 is in the bottom, left corner.  The notch of the plate by well H1 should fit with the notch on the top left corner of the base holder.  Make sure that each plate is sitting all the way down in its holder, or it could end up breaking the injection pins.

35. Once they are all in place, close the lid.

Linking Plate Records and Running:

36. On the Data Collection window, the plate files that you created are up in the Pending Plate Records window.  To connect each plate file with the correct plate, click on the plate record then click on the question mark of the appropriate plate position.  It is very important that you link the correct plate record to the correct plate position, otherwise all of the naming will be incorrect.  If you make a mistake, you can change them by clicking in the reverse order.  Once you start the run, however, you cannot go back and change it without aborting the run.  So, check and double check.  

37. Once you link a plate record with a plate position, the plate file shows up under the Linked Plate Records. 

38. When all of the plate files you are running show up in that window, click on the green arrow (at the top of the window) to begin the run.

39. It's a good idea to go to the Run Status tab, Status tab to check the events log.  Make sure it is really doing something so you know you actually started the run.

40. Then you can click the Array tab so that later that day or the next day you can watch the data coming off of the machine.  Leaving it on the array view also lets anyone coming in the next day to start a run know that a run was performed the night before.  That way that person can check for any errors that might have occurred during the run.

41. You can always go back and check the status of a run to see what step it is on and how much time remains for that step.

42. Data Extraction can be running while Data Collection is running so that data is automatically extracted as it comes off the machine.  It saves time later.  To do this, see the Data Extraction Protocol.

