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Single Probes

probe No chlorophyl chlorophyl
CFP s1822 s1d16_22
GFP or FITC s2s524 $2d16_24
YFP s3s25 s3d16_25a
DsRed, TRITC or Cy3 54533 s4d16_33
Cy5 s5s16 -
C11 Bodipy581/591 s2d24_33 (R_em) s2t16_24 33
Md24s33 (R_ex) Md24d16_33
YCarn s1d2131 s1t16_21_31
c-SNAFL-2 s3d24_33 (R_em)

Md24s34 (R_ex)
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Dual colocalization

CFP GFP or YFP DsRed, TRITC Cy5 chlorophyll
FITC orCy3
CFP
X X Md13d21_31a Md14d22_33a X s1d16_22
GFP orFITC
X X X Md24d23_33a X s2d16_24
YFP
Md13d21_31a X X Md34d25 32 Md35d16_25a s3d16_25a
DsRed,
TRITC orCy3 | Md14d22_33a | Md24d23_33a Md34d25_32 X Md45d16_33a s4d16_33
Cy5
X X Md35d16_25a Md45d16_33a X X
chlorophyll
s1d16_22 s2d16_24 s3d16_25a s4d16_33 X X
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(s1t16_21_31
Md13d16_25
Md13t16_21_31b
| Md13t16_21_31c

Dual em ratio + chlor.
Dual ex ratio + chlor.
Triple ex/em ratio + chlor.
Quad. ex/em ratio + chlor.

CFPIYFP FRET +
chlorophyll

* Yes

s1d21_31 Dual em ratio

D:};’Z\iziéo NO | Md13s25 Dual ex ratio. CFFEETF P

chlorophvll? Md13d21_31b Triple ex/em ratio

Iy Md13d21 31c Quad. ex/em ratio

colocalization TFRET
$1d16_22 Do want to Md13t16_21 31a
. -~ l. —= =

Single ex+dual em FRE.T O_r 5 ﬂ» measure Yi Dual ex+trip em
| CFP + chlorophyll colocalization’ chlorophyll? CFPIYFP/chlor.

Only chIorophyIIT

colocalization

e

Do you have  |[Yeg 512)1?;10;[- z?c\nllfe yes_[Which other prgbes
CFP? (chlorophyll, YFP) are present
No Both Cy5 AND dsRed,
No TRITC oryCy3
Do you expect ( Mt145t16_22 33
a lot of Triple ex+trip em
autofluorescence | CFP/dsRed/Cy5
colocalization
No Yes
s1s11 (LP)
s1s22 (BP) s1s22 (BP)
only CFP only CFP
Y
Go to page 2

YFP
Md13d21_31a Mt14d22_33a
Triple em Triple ex+trip em
 CFP/dsRed/Cy5 | CFP/dsRed/Cy5
dsRed,'(I)'rRlc'l;,% colocalization o colocalization
N
col. Do want to Md14t16_22_33a
coIE(E{.aI?i-Iz-ac’ziron'> ™ measure = Dual ex+ trip em.
) chlorophyll? CFP/dsRed/chlor.
J
colocalization
FRET
Do you wantto [y s1d22_33 Dual em. ratio | CFP/dsRed FRET
measure i CFP/TRITC FRET
chlorophyll? Md14d22_33bTrip. ex/em rat. CFPICY3 FRET
lYes
CFP/dsRed FRET + chlor.
s1t16_22 33 Dual em. ratio + chlor CFP/TRITC FRET + chlor.

Md14t16_22_33b Triple ex./lem. ratio + chlor | cFp/Cy3 FRET + chlor.
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s2t16_23 33 Dual em ratio + chlor. GFP/dsRed FRET + chlor.
Md24d16_33 Dual ex ratio + chlor. GFP/TRITC FRET + chlor.
Md24t16_23_33b Triple ex/em ratio + chlor | GFP/Cy3 FRET + chlor.
colocalization T
s2d16_24 (BBP) Yes
s2d16_23 (NBP) Do want to No [ s2d23 33 Dual em ratio GFP/dsRed FRET
Single ex+dual em measure Md24s33 Dual ex ratio GFP/TRITC FRET
GFP + chlorophyll chlorophyll? Md24d23_33b Triple ex/em ratic| GFP/Cy3 FRET
Only chIorophyIIT TFRET
Yes Do you have v, .
Do you have | another probe eSI Which other probes FRE_T or
GFP or FITC? are present ? colocalization?
(chlorophyll, dsRed)
Both Cy5 AND dsRed, lizati
No TRITC or Cy3 colocalization
Do you expect ([ Mt24St16_23_33 A Do you want to Md24d23_33a
alot of Triple ex+tnp em measure Triple ex+trip em
autofluorescence L GFP/dsRed/CyS ) chlorophyll? GFP+d5RedrrRITC/Cy3
colocalization colocalization
No Yes Yes
s2s24 (BP) 52523 (NBP) Triple ex+trip em
only GFP or FITC only GFP or FITC GFP+dsRed+chlor.
colocallzatlon

Y

Go to page 3
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colocalization
s3d16_25 (BBP)
s3d16_31 (BP)
s3d16_25a (NBP)
Single ex+ dual em
YFP + chlorophyll
Yes
Only chlorophyll
Yes Do you have Yes . Do you want to
Do ¥(|):upgave - another probe [— Wh';!; Ot:]eesrepr):;o,? es measure
: (chlorophyll, dsRed) P ' chlorophyll?
No ¢ No ; Cy5 No
Do you expect Md35d16_25a
a lot of Dual ex + triple em —_—
autofluorescence YFP/Cy5
colocalization
No Yes
53s13  (LP) s3s25a  (NBP)
53s25 (SBP) 53531  (BP)
only YFP 53s25  (BSP)
only YFP

Y

Go to page 4

Md34t16_25 32
eoloealization
YFP + d5Red + chlor

Md34d25_32
eoloealization
YFP + d5Red
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s4s14 (LP)
s4s33 (BBP)
only TRITC or DsRed

s4s32
s4s33

(NBP)
(BBP)

only TRITC or DsRed
\

~N

J

TNO Yey(
P

N

s4d16_33 Dual em ratio

Md45d16_33b Triple ex/em ratio

Cy3/Cy5 FRET

s4d16_33 BBP
Do you expect s4d16 32 ENBP)) TRITC/Cy5 FRET
a lot of Single_ex+dual em FRET DsRed/Cy5 FRET
autofluorescence _DsRed/TRITC + chlor.)
No
colocalization
Do you have Do you have . Cv5 Md45d16_33a
Yes Yes y col.
DsRed, TRITC [—® another probe Wh:rr; otrheesrepr)];?)bes» colzc?alfi-;ac:iron’? Dual ex. dual em
or Cy3? (chlorophyll, Cy5) P ' ’ DsRed/Cy3/TRITC + Cy5
‘NO Ves [ 507535
Single ex. dual em Cy5/Cy7|dua|I. en:_ FRET
or colocalization
Do you have Cy5 Y_esb Do you also cysiey?
y y have Cy7?
s5s16 (LP) ]
y No No{  only Cy5 S2116 24 33 (em ratio)
Do you have Do vou want to Yoo Md24d16_33 (ex ratio) oxidative stress
C11 Bodipy 581/591|Yes n‘;e‘;;’:’”e C11-Bodipy581/591 + chlor.
fo&::;i?_g\seittf: S chlorophyl? No s2d24_33 (em ratio)
- Md24s33  (ex ratio) oxidative stress
lNO C11-Bodipy581/591
Do you have Yes s3d15_25 (em ratio)
SNAFL for Md24s34 (ex ratio) pH
pH measurements? c-SNAFL-2
#No
Don’t use the confocal or check if your probe has similar spectra as compared to , CFP, GFP, YFP, DsRed or Cy5 and start at page 1




Confocor 2 Filter settings (Sept 2000)

HFT1

. HFT 458/514
. HFT 458/568
. HFT 458/633
HFT 488/633*
HFT 488/565
.HFT 514/568
HFT 514/633
8 NT 80/20

N s WN o

NFT1

. Mirror*
NFT 515
NFT 530
NFT

NFT 570
NFT 635*
50% mirror
Plate*

N ORWN

s3d16_25 (BBP)

s3
d1é6
_25

laser 3

detector 1 filter 6
detector 2 filter 5

Laser Set-up

Ar-ion: 1. 458 nm
2.
3.514 nm
HeNe: 4.
HeNe: 5.633 nm

Emission 2

1. BP 470-500

2. BP 475-525*
3.BP 505-530*
4. BP 505-550

5. BP 530-600"
6. BP

7. BP 560-615

8. BP 580-615

Emission 1

1. DF

2. LP 530

3. BP 560-615*
4. LP 560

5. LP 585"
6.LP 650"
7C.BP 580-615




s3d16_25 (BBP)

s3 = laser3
d16 = detector 1 filter6
~ 25 = detector 2 filter 5

NFT3

Free

Plate

None
Spiegel

NFT1

Free
Spiegel
NFT 515
NFT 545
NFT 570
NFT 635
NFT 730

Plate

Emission 1

1.LP 475
2. LP 505
3. LP 530
4.LP 560
5. LP 585
6. LP 650
7. Plate

Detector

Emission 2

BP 470-500

1.

2.BP 475-525
3.BP 505-530
4.BP 505-550
5.BP 530-600

7.LP 475
8. Plate

Detector

HFT1

80/20 543
uVv/488/543/633
514/633
458/543
488/543
458
488
458/514

NFT2

Spiegel
NFT 515
NFT 545

Plate

Emission 3

BP 535-590
BP 565-595
BP 560-615
. BP 600-650
BP 650-710
7
8

Detector

CICINeS

/N

Sample

Laser Set-up

Ar-ion: 1.458 nm
2.488 nm
3.514 nm
HeNe: 4.543 nm
HeNe: 5.633 nm

Trans

mission




Objectives LSM 510, MSC Wageningen

Plan-Neofluar®

Stand 25.05.99

N.A.= Numerische Apertur, .A.= Arbeitsabstand

MaB- | N.A. | AA. | Deckglas- | Hellfeld | Phasen- | Iris- Pol |Interferenzkontrast Hinweise
stabs- [mm] | dicke kontrast | blende DIC- DIC-
zahl [mm] Ph- Schieber | Kontr.
Version)
10x | 0,3 | 56 0,17 ||440330| 440331 - 440333 | 444431 I -
(Ph1)
40x Oil | 1,3 | 0,2 0,17 1022- | 1022-819 - - 1033- 1 -
818 (Ph3) 912
Plan-Neofluar® Multi-Immersion
Stand 20.05.99
MaB- | N.A. | AA. |Deckglas- Hellfeld |Phasen- | Iris- | Interferenzkontrast Hinweise
stabs- [mm] dicke kontrast |blende DIC- DIC- DIC-
zah [mm] (Ph- Objektiv | Schieber | Kontr.
Version)
25x 0,8 0,21 0,17 | 440544 | 440545 - 440542 | 444441 1 -
Imm (Ph2)
Korr
Plan-Apochromat®
Stand 25.05.99
MafR3stabs- | numerische | Arbeits- | Deckglas- | Hellfeld | Phasen- | Iris- Interferenzkontrast Hinweise
zahl Apertur |abstand | dicke kontrast | blende [ . DIC- DIC-
[mm] [mm] (Ph- Obijektiv | Schieber |Kontr.
Version)
100x Oil 14 0,09 0,17 ||440780| 440781 |440786 |440782 | 444487 | |l -
(Ph3)
C-Apochromat®
Stand 25.05.99
MafR3stabs- | numerische || Arbeits- | Deckglas- | Hellfeld | Phasen- | Iris- | Interferenzkontrast Hinweise
zahl Apertur |abstand | dicke kontrast |blende [ pc. DIC- DIC-
[mm] | [mm] (Ph- Objektiv | Schieber | Kontr.
Version)
40x W 1,2 0,29 0,14... |440052 - - - 444460 | 1 Wasser-
Korr 0,18 immersion
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