Install CoLocalization plugin by copying “ColLocalization_.java” to ImageJ’s
plugins directory and then click “Plugins/Compile and Run...”, and select
“Colocalization_.java”. Restart Imagej and there will be an item “ColLocalization
in the plugins menu.

n

The following are instructions of using this “ColLocalization” Plugin

1. Open a TEM image in Image). If this image is not 8bit, convert it to 8bit by
clicking “Image/Type/8-bit”.

2. Click “Plugins/ColLocalization”, the following dialog will show up.

0 Set Threshold |

Threshold (10nm) |[E
Threshold (5nm) |50
Threshold (co) |52

OK | Cancel|

T T T T W

3. After setting thresholds (in pixels) for clustering and co-clustering, click “OK".
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Please open 10nm file




4. Open a file containing coordinates of 10 nm particles (From ParticlePicker
plugin).

point list — e - | — S
Look in: I | image ﬂ - £k Ev

3: = MName Date mc;dified Type Size Tags =
= 9457 St 9/17/2002 8:39 .. TXTFile 3KB
Recent P'EI’CBS 9457 10.txt 9/17/2002 8:22 .. TXT File 8 KB
- 9456_5.txt 9/17/2002 8:01 .. TXTFile 4 KB
Desktc:p 9456_10.xt 9/17/2002 7:49 .. TXTFile aKB
r 5 9467resultsxls 9/11/2002 12:19.. Microsoft Office Excel ... 31KB
'|,-.i 9468result.txt 9/10/2002 711 .. TXTFile 23 KB
Jun 9468 5.txt 9/10/2002 3:45 .. TXT File 13 KB
k 19468 10.4xt 9/10/2002 3:26 .. TXT File 14 KB
C;ﬂ;pml = 9468a,)pg 9/10/2002 2:58 ..  JPEG Image 1,013 KB
- & 9468.tf 9/6/2002 2215 PM  TIFF Image 11,594 KB
&' & 9467 tif 9/6/2002 2215 PM TIFF Image 11,219KB
etwork & 9463 .1f 9/6/2002 2215 PM TIFF Image 11,288 KB

& 9461.tf 9/6/2002 2:15 PM  TIFF Image 11,405 KB N

& 9457 tif 9/6/2002 2215 PM  TIFF Image 11,368 KB ‘ﬂ
& 9456 tif 9/6/2002 2215 PM TIFF Image 11,319KB

| conference 10/13/2007 807.. File Folder &

File name: |9468_10.xt ~| open |

Files oftype: IAII Files (") LI Cancel |

|
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_1,4; Message

Please open 5nm file

5. And then open a file containing coordinates of 5 nm particles.

point list _— — - I — u
Look in: I | image ﬂ - £k Ev

1: = MName Date mc;dified Type Size Tags =
~7 9457 St 9/17/2002 8:39 .. TXTFile 3KB
Recent P'Tm’ 9457 10.txt 9/17/2002 8:22 .. TXT File 8 KB
- 9456_5.txt 9/17/2002 8:01 .. TXTFile 4 KB
I Deskn;p 9456_10.xt 9/17/2002 7:49 .. TXTFile aKB
r 5 9467resultsxls 9/11/2002 12:19.. Microsoft Office Excel ... 31KB
'|,-.i 9468result.txt 9/10/2002 711 .. TXTFile 23 KB
Jun | 9468 _5.txt 9/10/2002 3:45 .. TXT File 13 KB
k 9468_10.1xt 9/10/2002 3:26 .. TXT File 14 KB
C;"']plml = 9468a,)pg 9/10/2002 2:58 ..  JPEG Image 1,013 KB
- & 9468.tf 9/6/2002 2215 PM  TIFF Image 11,594 KB
&' & 9467 tif 9/6/2002 2215 PM TIFF Image 11,219KB
etwork & 9463 1if 9/6/2002 2215 PM TIFF Image 11,288 KB

& 9461.tf 9/6/2002 2:15 PM  TIFF Image 11,405 KB N

& 9457 tif 9/6/2002 2215 PM  TIFF Image 11,368 KB =
& 9456 tif 9/6/2002 2215 PM TIFF Image 11,319KB

| conference 10/13/2007 807.. File Folder &

File name: |9468_5.m ﬂ Open I

Files oftype: IAII Files (") LI Cancel |
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6. Two windows of results will show up.

[ _ti Results

File Edit Font

=Threshold for 10nm: 105.0

Threshold for 8nm: 50.0

*Threshold for ColLocalization: 52.0
=Mumber of 10 nm particles: 433
“humber of Snm particles: 396

“rumber of clusters of 10nm particles: 49
“humber of clusters of Snm particles: 60
ol =348 co2 = 290

10 nm particles : 0.8 Snm particles ; 0.7323232323232324
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7. Save the result in the first window by clicking “File/Save as...” of that window.

Save in: I | image ﬂ - £f Eiv
£ MName Date movdified Type Size Tags i
~p © 19468 _co.tut 3/8/2010 10:41 .. TXT File 1KB

Recent Places 9699_co.txt 3/8/201010:33 .. TXT File 1KB
-_] 5-5821 1/31/2006 10:36.. File 28 KB
Deskiop & 5-5821.tif 1/10/2006 1:52 ... TIFF Image 21,749 KB
54968 5 b_corrtxt  11/18/2005 2:07.. TXT File 31 KB
m 54968 _5_b.ixt 11/18/2005 12:0.. TXT File 44 KB
Jun 54968_5_a.txt 11/18/2005 11:5.. TXT File 453 KB
1*.‘ & 54968_matched.tif 11/18/2005 11:5.. TIFF Image 5,300 KB
C;mpmm 54968 _5.4xt 11/18/2005 11:5... TXT File 32 KB
- & 54968.tif 10/11/2005 4:.01... TIFF Image 10,603 KB
&' Results11.txt 6/8/2004 3:33 PM TXT File 1KB
etwork & 9626d_match.tif 8/27/2003 3:59 .. TIFF Image 978 KB
& 9626d.tif 8/27/2003 3:57 .. TIFF Image 978 KB
& 9626_cotif 7/7/2003 2:09 PM  TIFF Image 22,044 KB
9626_5.txt 7/7/2003 2:08 PM TXT File 17 KB

937 Ttest. txt 6/30/2003 9:45 .. TXT File 1KB ~

File name: |9-1488_co.m ﬂ Save I

Save as type: IAIIFiIes (] LI Cancel |




8. Open the resulting file (9468 co.txt) in Colocalchart.exe to draw a diagram of
co-clustering.

. Open Input File

Mame

« Label Ma. 10nm Faricle per Cluster

' Label Ma. bnm Farticles per Cluster

can change the max values and
lahels for the x and v axes, by
putting new information in the text
boxes.
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Cirawy Chart




9. Click “Browse” to select the input file.

L

@ Open Input File

Input File
Mame

= Label

Y Lahel

= Max

v b E

IND. 10nm Faricle per Cluster

IND. Bnrm Paricles per Cluster

_ First open the input file, then wou
can change the max values and
lahels far the x and v axes, by

_ putting new information in the text

boxes.

Dirawye Chart




10.Click “Draw Chart”
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11.Click “Save” to save this diagram as a bitmap.



