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FM 1-43 (N-(3-Triethylammoniumpropyl)-4
-(4-(dibutylamino)styryl pyridinium dibromide)

HREERIETE SRt
RS FRER RIS

FM 1-43 (N-(3-Triethylammoniumpropyl)-4
NBS3210-1mg 1mg
-(4-(dibutylamino)styryl pyridinium dibromide)

FEmiETT:

FM 1-43, a2 N-(3-Triethylammoniumpropyl)-4-(4-(Dibutylamino) Styryl)
Pyridinium Dibromide, 2—MEAERIZRZIEIN, B—FMATFHIIERT FREEZERRIN
FEARZ T AT BTSRRI ERBEIA. X—KAMRRANMERTE, BEXKERT
BTG, —ERNARRINERASTER . EiatAEiHEBRIEETH, FM 1-43
RECHANBRRIREER, MERHERIASRE. Gl ERREAERFTRSE
BHRRERERE.

FEanisiE:

1) CAS NO.: 149838-22-2

2) RX#: Pyridinium,
4-[2-[4-(dibutylamino)phenyl]ethenyl]-1-[3-(triethylammonio) propyl]-, dibromide
3) oF=0: C30H49Br2N3

4) $DFE: 61154

5) 4E: >95% (HPLC)

6) BARRME: BTK

7) Ex/Em: 510/626nm (MeOH); 480/598 (membrane-bound);

RFFM:
-20°C B HRRE, E0 1 6%
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P af{ER:

1. fEERECH!

FLWH, BETFHETFEEERZE/ 20min, MATE/KEFIK 10mM SEMREEST
&, tean, 3F TmgFM 1-43 (MW: 611.54) il 163pl DMSO, 7t 538 EN1EE 10mM
tEER, RIERRARDE, <-2000KF, BRREFRM,

2. REFE ((IFE%)

RRZGI (REXE, (UESE)

FM 1-43 Labeling and Unloading:

@ FM 1-43 #5777 (1000X): 7K AR FM1-43 Bifl 4mM 577, 1% 20uL SEDEFFE
-20°CiEeS's, ANRALBIFCEREEER, 1%F FM 1-43FX,

@ HL-3 + 90 mM KCI i&##%&: 25 mM NacCl, 90 mM KCI, 10 mM NaHCO3, 5 mM HEPES,
30 mM sucrose, 5 mM threalose, 10 mM MgCI2, pH to 7.2 #éfHIgE, #Bid 2d [FAA(E
R, 4°CIRTE, IO CaCl2 (1M ixER) LAEEIEIRE 1.5mM 19 CaCl2 (BRI
HRE).

® A KCIREGEE FM1-43 tRricseft/)\E (Labeling of Synaptic Vesicles with FM 1-43
Using KCI Stimulation):

oFM 1-43 FRigi&: Add 1 pL FM 1-43 stock solution to 1 mL HL-3 plus 90 mM KCI solution

with calcium (final concentration of FM 1-43 is 4 uM).

<lIncubate the dissected larva in FM 1-43 labeling solution by replacing the HL-3 solution without
calcium. Do not add the solution on top of the larva but gently pipet the solution on the side of the
larva. Start a timer; once you add the labeling solution, exocytosis and endocytosis are induced, and
FM 1-43 labeling ensues. The incubation time will depend on your experiment, but a 1-min
incubation leads to robust labeling in wild-type animals). Since some mutants are temperature
sensitive, it may be necessary to perform experiments at high temperature (see Note 2 if this is the

case).

OFollowing stimulation, remove FM 1-43 labeling solution and wash five times over a total of
5—-10 min with a generous amount of HL-3 solution without calcium to stop stimulating and to
remove dye not internalized. Do not add the solution on top of the larva but gently pipet the solution

on the side of the larva to avoid muscle damage. Gently perfuse the wash solution by pipeting up
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and down.
<lImage labeled vesicles on a confocal microscope with an x40 water immersion lens and quantify

intensity of labeling as described in Subheading 3.5.

Fig. FM 1-43 labeling of a third-instar larval fillet. (A)—(E) Third instar larval fillet incubated for
I min in HL-3 with 4 uM FM 1-43, 90 mM KClI, and 1.5 mM calcium, washed, and the FM 1-43
imaged (D). The same preparation was then briefly fixed with 3.7% formaldehyde and labeled with
mouse anti-DLG antibodies (28; 4F3 monoclonal antibody; Developmental Studies Hybridoma
bank) used at 1:50 (B), (C), and (E) to reveal synaptic boutons at the NMJs and Alexa
635-conjugated phalloidin (Invitrogen cat. no. A34054) used at 0.001 unit/uL (A) and (C) to reveal
muscles. (A)—(C) two hemisegments labeled with phalloidin (A) and DLG (B), merged in (C). The
dashed line in (A) shows the ventral midline, and muscles commonly used in the genetic analysis of
synaptic function are marked. (D) FM 1-43 labeling (before fixation of the preparation) of the NMJ
in the boxed area on muscle 4 shown in (C). (E) The same synapse as shown in (D), labeled with

DLG (see B) following fixation of the preparation.

TSN

1. SOERBEFEERERE, RIFMRESER IR,

2. RBFFHOKBRPERTLISE, BRARITRKE pH Kifilt. KOGREIGER
HERESgSETUE. EERRNETPHSECHRIMEARTTKKESTRE. AN
BKHNERBERE 20nm, RFHEKKNERBERE 80nm, EREFINRHEMER.
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3. FM®& Molecular Probe B8 EE R,

4. ATIENREREER,

WIRHE—RIEFERRE,

ARNBTEGRIZENRR, MEBRTEFSHNEMARLR!

tBXF=am:
RS FEREn S
NBS3210-1mg FM 1-43 BREB{SRIGIREL Tmg
NBS3211-1mg FM 2-10 BREB{SRICIRET Tmg
NBS3212-100ug FM 4-64 FEEBASRIGIRET 100ug
NBS3213-100ug FM 4-64FX FEEBASRIEIRET 100ug
NBS3214-5mg RH 237 FEFB{ASCCIRET 5mg
NBS3215-5mg RH 421 BEERSS LRt 5mg
NBS3216-5mg RH 414 FERBARCIRE 5mg
NBS3217-1mg RH 795 FREBAARIEIRET Tmg
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