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Imagele O/= ZEEAJANIH)R} A=A LSty LOCI (Laboratory for Optical and Computational Instrumentation)Of| A X|& H{ZSH Java-
based image processing program®L|Ct. Imagel= immunofluorescence (IF)2 YAEl images®| channeld £2| 5! region measurement
(MetaMorph CHH| image raw data®] X%zl parameters®| =& 7F EO{A but case by case). ImagelE E&8sl= B &, M E(cell) BN EHOA
SH(nucleus)@t @2Z{LJO{ &l LHO| |X|Sl= target protein®| fluorescent signal2 EZFStAHLE, 2HE X Q|et cytosol &8t filteringSt| cytosol0f =X
= target protein@| fluorescent signal2 M2Fst & 4= Q&S L|CL EESE region of interest (ROI) Y MHEES Esf 7§ M=E, MEZX, sHo| HHM, o
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Image J £ O|23|A cytosol 0 EX§3S}= green signal It nucleus Off EX|St= green signal & YA =l fluorescence Q| intensity & 7|F02 23}
= W2 ofefet &L

1. Image J -> Open image £ 3jA merge =l image & ¢L|LCt.

2. Image tab Of| A color & MEHSI -> split channel & &LICH -> O] A &M green 1t dapi image £ £2|7f &l L|C}.

3. Dapi image & £&!3t Ct3, &ECHO| Image tab O A] -> Adjustment -> Threshold £ MEiSIH, 2 70| =H bar 7t M7|=0, O &, 0 A= O
25 0| 83%t0] nucleus B masking £| =& ZHESL|CHOIW] 2= image & S ZHUAM 2430}t 67| 20 =Xz 7|¥siFL, 0| CtE

image E& Y%t +X|Z threshold & FH g L|C}).

4. AThOl Analyze tab Of| A{ Analyze Particles 2 S0{ZL|C}. -> default & LE= Of2lf check A E R &= check 3t CHE measure & 228U T}


https://en.wikipedia.org/wiki/Java_(programming_language)
https://en.wikipedia.org/wiki/Image_processing
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O|Z A &}H, nucleus counting IF &4 Z2tzto| &0 YAHEl Dapi fluorescence Q| intensity 2| mean gray value 7}2 < &= Q& L|CH
(07| HE! & mean gray L} StH, 2|7} F&3H0|Z0|M AtESt= 7+ 2HCCD/sCMOS)= SEio|7| MZ YL|CE Ab=E image O A CHot
color (RGB)7} E0|= O|F&, O7|M YO{Zl signal Off f2[7F Y10 UYe= FME I X color & overlap siF7| ME0 IZSL|CHL AN &

A0 BoAM LOX|= signal 2 2F SHYLICEH)

5. Z+Zt9| nucleus counting O|L} 7HE intensity 7 EQ S0 MA| =HO| intensity 7} ZQSICHH, Analyze tab 0| M -> Measure & &SI EL|C}
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= M EZHSHAEMYAM Image J E O|&310 M=ZOl E™AYY & signal &FSt= protocol 2 Of2ljet Z&L|LCt

1. Image J -> Open image & 3jA merge =l image & ¢ L|LCt

2. Image tab Of| A color & ME8SI -> split channel & &L|Ct -> O] A 8t green 1t dapi image £ &£2|7} EL|C}.

|_

3. Process tab 0| M -> Image calculator 2 S0{7}A -> X EH® 0| 7H0| green image & MEHS}
Mefolm OK St 0| FAE green B 2| E L|Ch

1 "And" &S CFg -> Of2ff ZHOf Dapi image

4. & EtO| Image tab Of|A] -> Adjustment -> Threshold & MEHSIH, 2 710] =F bar 7} M7|=0|, O &, 20 HS OAZ 0|23810] background
2 H|AHstD real signal Bt MEHEZ|Z 2 SHL|C}

.U"

ATHO| Analyze tab O M Analyze Particles 2 S0 ZL|C}. -> default 87 &= Of2f check A E R & check 3 CtS measure & 2L CH

(&Z71: 0.01 - infinity: unit O] inch & 4<{)
O|Z A &}H, cell number counting I} &HH| Ztzto| sHoj PAHEZl green fluorescence 2| intensity O] mean gray value Z}2 2 4 Q&L|C|

6. cytosol O] AL, counting O] EQ Q2O Z Analyze tab O A{ Analyze particle O] O}, measure 2 S 7tM T™AH| green Q| fluorescent signal 2

SlE Ltk

OtX|8to 2, Image) 2 MetaMorph & H| W $HCHH, software 2t == MetaMorph 7} 2=%tL|C}. BFHO||, 3D image rendering EE= 3D image
quantification 2 Oxford jitQ| IMARIS & AtESIA|7|E F=H S L|CL
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