Instructions for routine tasks on the

Alpha Innotech FluorChem HD2 in Hulings 300

Information about the Imager:

· There is an on/off (I/O) switch on the back, lower right corner of this machine, if the imager is not going to be used for a while, flip the switch to off. Upon restart, wait for camera to reach optimal cooling temperature.

· Front panel with Transillumination, reflective, and filter wheel position option buttons can also be controlled through the FluorChem HD2 software on accompanying computer. Generally it is sufficient to check that these options are synchronized in both places.

· The camera, at the top of the imager, has two spinning rings – one for focus and one for aperture adjustments. The top ring is used for focus adjustments. The bottom ring for aperture. Adjustments should be made on the fly while using the FluorChem software to maximize image clarity.  

· Inside of the imager there are several light-bed options. The lowest option is the black light bed with optional high and low intensity and 302nm and 365nm lights. Flip these switches as needed. For transilluminating white light, pull down the white light table in the back of the imager. For reflective imaging, insert the tray kept under the imager into the high or low slots on the sides of the imager. Both white light and UV light can be shined on this surface. 

Information about the FluorChem HD2 software:

· An alias should be located on desktop of accompanying computer. Double click to run. 

· The majority of functions are listed in a toolbar that is by default on left side of screen. Primary among these functions is the “Acquire” button with a red camera icon. 

· Clicking the Acquire button will bring up a new window with a live display of the subject the camera sees. Focus the camera while door is still open using ambient light. 

· Ensure that the “Cabinet Controls” selection matches the selected button(s) on the imager.

· Speed/Resolution can be set in this Camera Setup and Preview window as well. Use “Super speed or other low resolution settings for quick previews. Use ultra resolution for final high quality pictures.  

· After the image has been focused, clicking the green “Preview” button will automatically determine optimal exposure and shutter speed for this picture. A progress bar will turn from yellow to blue to green when it has arrived at optimal conditions. When the progress bar is green it is time to press the “Acquire” button and take the picture.

· Pictures are by default taken as high quality TIFF files. This file format must be used for any post-processing computer analysis. 

· Save picture under the “File” menu, selecting “Save As…” If you would rather save a JPEG or bitmap picture under the “File” menu select “Save Modified.”

Common tasks on the FluorChem HD2:

Taking a picture of a Gel:

1) Turn on the imager and login to the computer. Run FluorChem HD2 program. 

2) Put gel on blacklight table, press “Acquire” button in program. 

3) Adjust image focus and brightness using the camera rings with door still open. (Focus will most likely be somewhere near 1.5/5 and aperture should be very small)

4) Close door and ensure that UV light is on. Set Speed/Resolution.

5) Click the “Preview” button. 

6) If satisfied with the picture after the progress bar turns green, click “Acquire”

7) If content with this picture click File menu > Save As… to save the file as a TIFF. If you’d prefer to save as a JPEG or Bitmap click File > Save Modified, and change file format.

Adjusting levels of an image:

1) After taking a picture of a gel, (see above) save the file.

2) Adjust Black, White and Gamma levels in the “Contrast Adjustments” bar on the left of the screen. 

3) For printing, press the “Reverse” button to invert colors. This will use less black ink.

4) When content with image quality save file in the File menu. 

Rotating an image:

If the gel was not placed on the light box parallel to the edges of the box (and thus the camera) the user may decide to rotate the canvas to a straighter orientation. (This will aid analysis tools in later steps). 

1) After taking a picture of a gel and adjusting the image (see above) save the file.

2) Click on the “Rotate-Flip” button under the Enhancement tools in the left toolbar. 

3) Rotate the image by degrees (most likely it will take very little rotation)

4) When image is satisfactorily straight, save file. 

Cropping an image:

1) After taking a picture of a gel, adjusting the image and rotating as needed, (see above) save the file. 

2) Click on the Edit menu at the top of the screen and select “Edit Activation”

3) Click and Drag over the desired portion of your image to create a blue box outlining your cropped image. 

4) Manually adjust box as needed by dragging the corners of the blue box you’ve created to best fit the cropped area. If you want to start again click outside of the blue box and then repeat step three.

5) Once desired area is defined click on the Edit menu and select “Crop”

6) A new file will be created called “Crop 1.”

7) Save this file. 

Analyzing a gel to quantify bands:

These instructions should enable the user to identify and quantify bands in a gel. Note: these functions can only be used on 16 bit TIFF files – pictures that have been taken on the “ultra” resolution setting. 

1) After taking a picture of a gel, adjusting it, rotating it and cropping it, save the file. 

2) Click on the “Analysis Tools” tab in the left-hand toolbar and the “1D Multi” button at the bottom of this tab.

3) Click the “Auto Grid” Button.

4) Type in the number of lanes in your gel in the box next to “Lanes”

5) Manually align the red gel lanes with the blue corner squares so that they align with the gel wells on the top and beyond the furthest band on the bottom, and a green ‘center’ line passes through the middle of each lane. 

6) Next, click the “Detect Peak” button in the left-hand tools panel. This will result in a spreadsheet displaying lane number, peak number, distance traveled, width, height, area, %, and Rf.

7) This spreadsheet can be exported by clicking the Data pulldown menu and clicking the “Output” option. (You can also print directly from here).  

8) Output to printer, file or the clipboard as you need. If you export to clipboard you can then paste the data into a text file or excel. 

Saving, sending and printing your images:
Once you’ve taken pictures of your results you’ll want to archive these files.

1) Save the file to a folder on the desktop, labeled with your lab name.

2) If you’d like to e-mail the file, open Internet Explorer or Firefox and Carleton’s webmail (https://mail.carleton.edu/). Compose a message and attach the file. 

3) If you would like to print the file, open it in FluorChem HD2 and click “Print” under the File menu. If you’re having difficulties, check to make sure that the “hul325 X 6360” printer is selected by clicking File > Printer Setup and then the “Printer…” button in the pop-up box. This will print your file to the 3rd floor hallway computer (bridge by Raka’s lab)
4) To save the file on COLLAB, open Windows Explorer or My Computer from the Windows Start Menu. From the Tools menu, click “Map Network Drive” (a new network drive window opens) In the Map Network Drive window, choose an available drive letter from the dropdown list located next to the “Drive:” option. Any drives already mapped will have a shared folder name displayed inside the dropdown list, next to the drive letter. Type the name of the folder to map. (\\collab.its.carleton.edu\collab) If the shared folder requires a different username and password to log in, click the “different user name” hyperlink to enter username and password information. Click Finish. 

