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1. Overview: [@5, BT FRAP NG IAHBRE TSNS BN #ITHERE

1) #ZELEATHI%ERE FRAP &1k o "

Open projects imulator

EESHRENNE, &TIEPRETEMA: “Overview”
(W3R ) . “SetUp” (iR E). “Bleach” (EH). “Time Course”
(RHE)idi2) . “Evaluation” (3F(d)

(o) FRAP ¥

Fluorescence Recovery After Photobleaching: Bleach selected regions with high laser inten

¥ Acquisition Mode Live Data Mode

Step 1

Time Course

Define the number of pre-bleach, bleach and post-bleach frames.
Start the experiment.

Evaluation
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2. Setup, HERESH, LLtFLTERAR
Tips 1: ZUEESEIIRIR, WAERE 2 KME 68 REEHBNIEHEE

HEPARY €S TORDA DRY

* * -

Bleach, RERHASE, RN ENRE T H—BHRIEW AR BRE

EXFEZAMROI X ROI REEFREAH, BE —RXEKZEA—ROI

EHEZMROI, N ROIBEBEAERIEZ,

Zoom In 183, Set Background to Zero #0 Delete Bleach Images after Scan A

ON

u%@E%ﬁ%&%E'ﬁEUﬁ@%ﬁ%—&ﬁﬁ,m(}Pﬁﬁ%E%%

488nm MK, REEETIE, BENEHANEN, MEET 0kEAHBEER.
(o} v Setup. Bleach Time Course Evaluation

Define laser intensity for Bleaching Annotations X

Select mode of bleaching - Define 5

setting for each Bleach-ROI
Bleach Point

1. Define the positions of the Bleach-ROl in the
Viewer Tool

W

Type Shutter  Intensity 5000 |

Ar on @

| | |
2. Define the Method of Bleaching =2 o &

2.1: “FlyMode" (for fastest recording of recovery by
bleaching and data readout in one frame); can not
be combined with “Zoom In’, can not be combined * Method of Bleaching
with "Change Bleach Format”, and "Delete Bleach
Images after Scan" should not be active. Fly Mode :
Zoomiin:

2.2:"Zoom In" (for highest bleach intensity; Zoom in O Gah Fomma
reduces the scan field during bleaching, thus more
laser intensity is applied to the ROJ); can not be Set Background to Zero :
combined with “FlyMode", can be combined with
*Change Bleach Format"

Delete Bieach Images after Scan :

Use Laser Settings for all ROIs :
2.3: “Change Bleach Format” (advantageous when
several Bleach-Frames are defined; it reduces the
time needed for bleaching by reducing the number
of scanned lines according to the size of the ROI)

2.4: Click on "RO}-Configuration” to configure
multiple ROIs. For each RO a laser line should be
applied.

3. Define the laser line and intensity of the Bleach~
ROI

Setting 1 HyD S 3 | Mito Tracker Green FM @

4. Proceed to step “Time Course™

FRAP Pre Series05 x =512y = 512 (256 kB) Cursor: Pos: 3.87 ym, 41.99 um Intensity: 7
Size: 7448 ym x 7448 ym




Method of Bleaching

Fly Mode :

Zoom in:

Change Bleach Format :

Set Background to Zero :

Delete Bleach Images after Scan :

Use Laser Settings for all ROIs :

ERERAERE: BEH Zoom in &R, ThEEBEXINT:
> Flymode: RAFEEXE, EASRERENEMR.
BaElE (BHRK): 8TARRK, 23R TEAFXE,
W34 (Bidirectional X): BIEHIGER, REIXEERE.
SFARIREFN AFE, TIAN A Fly Mode, ZEXFERT, ERELMN x @R
B REES, A FRAP SKIGTRM T L&z BIAYR R38R, A2z (8] fY A 8]

Bleach area in x forward Read out recovery during x flyback

AdAAA

M

__i YYVYYY

> Zoomin BMA#X: fUEA ROI X, RENXZATEFEMA.
TEHRRZENEZANAPEEER Zoom IR, REECEAHENIEAEX
H&/ME, ILEZACHINE] ROI L.

> Change Bleach Format: ;28 XE KRR BMNLEBURT ROI REMK/N, HE
BUEABRER T, RIE ROl KN ADRBITECRER /N EBFT B AT E, YFE
ZANEADT (120 10 REFEL) B, S UEALETCRINELER. gk
REKZAHEEH, XEZANMAZAENERRXEAZEW. LEINTINS
“Zoom IN"EE&{FEA, TiES Fly modeE&EA.
AR VIRAREXRE-LrE, BZAEZAREETESRENY BudE, H
B EEERREBSE—EEEE %K.

> Set Background to Zero: 7EZHIIEHERAHZT, Bl ROI UIMNE.

> Delete Bleach Images after Scan: B& 55 T ROI MEBIEFE AR, KL I BA
IERDRENEHERE,

> Use Laser Settings for all ROIs: T ROI £8AAEEAEIRE, BfEAERN
L MERE,
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o UfER FRAP RIS#FTELEMLMERE (BIaNFEFEA PA-GFP ) . TF UV (%5

%) R0, RREIXZELSERPEM 405 HItL%mF 488 Btk

4. Time Course, HEMEEEREXELR. EAMEARHABNEE
EHRENNEREBEERNLEEXRTUNEAERE. tba:

1) Pre-Bleach 4 3, BIEARIIA 3 KB A ;

2) Bleach 5. BEFMIENXABFHER, TIEN Bleach AYAT[E], A 3 & Bleach
HRIENECIBEE, BN FiashiRIR, N Bleach R At RELE,

3) Post-bleach 2 20, #&4)iE Minimize N &/ )\BS (8] (8] FEiELERL & . Post-bleach A9
BRUTMUREZEARRARENEL, MRFETMUFRELELR., TGS E
T+ SRARNMEME B ZE, #7EREE MR,

4) =& Run Experiment #4525

FRAP RIS {EER

MERHTRIGETIES. (FLIP, Fluorescence lose in Photobleach) SCEZ&, o] U E

EHME—AEZEASEZENES XE Repetitions

FRAP 4 Overview

Define the number of pre-bleach, bleach and post-bleach frames.

For FLIP Experiments: Define how often the sequence ‘Bleach’ and 'Post-bleach 1° should be repeated.

Start the experiment.

Repetitions :

Bleach Post-bleach 1 +

inimize inimize

1
44,685 t[s)



5. Evaluation: T¥{& FRAP R RS H

1) Project F1i£ % FRAP 314

Open projects

BR e EE

4 FRAP 007
FRAI
FRA
FRAI
FRAI
4 FRAP 001
FRAI
FRAI
FRAI
(42 MB)

2) Tools TR i£FE Stack Profile, 7 Graphs ] IXEERIERE RN, BIERNE
Statistics FER,

3) H/BSHTUERE ST Tools FHY Report Sk &, 5% Graphs 5 Statistics & 1
A Export s

4) ERSEHEHBEEI Export

Tips 2: ZEREMZEZAMNXEXSLL, BEABETIMK ROI, F7ER 3.-1),

FRAP IRE T ) Save, TREFBEMRIXE T H# load,

(o) Overview Setup. Bleach & TimeCourse (&) Evaluatior
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1 Projects 3 Graphs 4 Statistics
v FRAP Settings

Load

v Tool: "Stack Profile e
Normalize

intensity = | ' " Range Marker

Report Dimension oy
v Select Channels and ROIs

& ROLO2 ¥ Channel.001 Copy All

v
v Sort charts by Channels and ROIs
Sort Channels
Sort ROIs

All in One
v Select a Calculator
v Fit Quantification Results

Source Data : None 2

Function Type : Single Exponential

Amplitudel :

Taul:

Amplitude? :

Tau2 :

Final Value :
Immebile Fraction :

Immobile Amplitude :

~ AutoFit
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