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Quantify Fluorescent in Confocal Images

Fix and immunostaine cells cultured on coverslips

100X oil Objective, phase 5, with the XXX close and polarizer in, adjust followings till get a nice DIC picture

1) adjust XXX 

2) contrast

3) prism

Set the intensity for green laser (488) is 20%, red laser (543) 100%, Aperture 3

Use the silde with most intense signal to set up voltage for both channels, and zoom, then adjust the intensity with the blank control slide

Acquire Z-series images, and all the pictures should be taken under the same conditions

Using MetaMorph Offline:

Open files: start with the picture with the strongest signals

Display>Adjust Digital Contrast, adjust the contrast and set Gamma around 1.5 to bring up the details, this pramaters will automatically apply to all pictures throughout the experiment
Journal> Run Jounal> SplitFv.JNL>Preferences. The file will be split into two parts: FileNameback for Red, FileNamefnt for green

Highlight one part, Stack>3D Reconstruction. In the pop up window, make sure the file matches the Image name; Pre-defined angle, single, and Reconstruction Type, maximum. Repeat the same procedure to the other part. Now you are going to measure the fluorescent of the whole cell.
In the tool bar at the left hand of the picture, set 12-bit Range (0-4095)
Measure>Threshold Image, make sure the file name matches the src,  set the two ends of the threshold so that the area having fluorescent signal is covered with the chosen color.

Region>Region Tools, draw multiple region of interests (ROI). Region>Transfer Regions, in the pop up menu select the source and destination image names. If the fluorescent is too dim, draw ROI on DIC picture then transfer regions

Measure>Calibrate distance, select fv100xzmX(X=zoom) for Calibrations, click apply. Make sure the destination file name is right and the calibration(1pixel= x um) is really applied. 

Open Excel

Measure> Region Measurements, 
1) Select configure, check File name, Area or Threshold Area, Integrated Intensity. Switch back to Measurement,  select the file you interested, the results is shown in the table. 

2) Click Open Log, there is another small window pops up, check both Dynamic Data Exchange and A Text File. Give a name for the log and save in an appropriate folder. In the followed menu, set the Applications: Excel 2000 (depends on which version Excel on that computer).
3) Click Log Data. Data will be transferred to the Excel file.
Come back the Excel to check the result. Pay attention on the “Area”, make sure it is calibrated. The normal value for J774 cells are several hundreds. If it is not calculated, repeat the Measure>Celibate distances
Keep the threshold the same throughout the whole set experiment, log data then do statistic afterward. The reported value could be Integrated Intensity (of a whole cell)/ Area (area of the ROI) or Integrated Intensity / Threshold Area (area that contains pixel falls in the threshold).
