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GF® 488 PhalloidinRic 2 EIRBK

Actin-Tracker Green-488 (4433 EFRED
1. PR
REMA (Phalloidin) 2—FRIFETHEXREEIHE (Amanita phalloides) BIFMA LSRR, LISFEA (Kd= 20 nM) EEEES TN

#EH F-actin, MARSRAKNEIEE G-actin &8, BEAFMCERTF, MEFYSTHARARPE F-actin, ATIXS F-actin HTEMFIEEDTT. B
Sb, RERGTEMBLEERNFFAINES T NASE, TCRNERIRRNAMESAFRGENE, RBRE—SERTEAS— RERRD FHIITE
thEE. BIFERMES/ I FUZE, REXFEFAREXRIEFHREIFERE. B, BERKITEMERIESERNERD (Actin) FURMHTEXAR. 5
HMNBERBGTENR/N, BERL 12-15A, 5F & <2000 Daltons, FIFCHFER (Actin) FIFSEIREMEERMSLALERE, thin, RAFERLEEERNIER
EH, FEKER, DNase | H{RRERERN; SBEMRKIFCHALELLNAIFBEEENKRERRER, IR RN AEmcE e g%,

SBEIRRL (Phalloidin) MISESIEIEZZRMENER (1M42) RIS, ISEMLEE, NMBIMYLHNRES-ERENNSTE, W ESINIEERER
ERIEFRE (CC) PEE <1pg/mL, E, TRIE—FMEREEHA. W, RERPIETHDE F-actin Y ATP KEEEME,

AFR/9 GFA88 FRCHIREMEL, REREHESME, MRS, BB Actin FAEFHNRAESER, ESHAE F-actin IEMFIEERN. B4, &K
REEGIERI F-actin {IRE4ERs actin BEEEGINITSENFEREE. BARNESIREYHERY, ERW 2. AR TH.

HA=AIR:

Cat No Product Name Size Price Storage
JXF40152 GF 488 Phalloidin fICRE4REA 300T 1200RMB -20°C Protect from light 1 year
Actin-Tracker Green-488 (#2443 EB3YEIRET)
CAS#N/A MW: ~1900
BRAREA/KEEEE (EX/Em) Ex490nm; Em515nm
5N (Appearance HEMR (KTH)
TBREE (Solubility) /BT DMSO. DMF, FEEsEZFEXAR (20%)
ZAKFS (Sequence) GF488-bicyclic(Ala-DThr-Cys-cis-4-hydroxy-Pro-Ala-2-mercapto-Trp-4-hydroxy-5-amino-L eu)(S-3 to 6)

RESER

1. RERNERE

1) BRRE: ERASAREEEEEGEEL, MA 30ul DMSO EHFSHERE, BOMAIHE 1000xGFASS iRCRERUSEH. RELRIER, X3
BT -20 R TIRETE.

2) TYFMAKCE: TRER 1 ul LLE GFASS FRCSRETREENAE 1 L PBS (& 19%BSA) SEMREFEVEIEE] 1x TR,

(] REEREIETRG, 1R GF488 SRR BB RIS R,
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FEIR
MRIER4ER>24h, EEEEIAE 50~60%C5E.
IRimtEsRR, 37°CTREY 1xPBS (pH 7.4) i&54HHE 2 )X,

3) fEFAET PBS By 4% RESARITHIEEE, =EiEEE 10~30min,

IR BREENTRERENS, EAREBEEEIETIRIAER.

4) =RFMT, A PBSERANE 2~3 X, &R 10min,

5) =REMHT, FBREE (<-20°C) BkeiER 0.5% Triton X-100 iA&IEWALE Smin,

6) =EFMT, FPBSERME 2~3R, &KX 10min,

7) EX100puL/#L (96 FlLAR) ECHUINFRY GF488 fRCREMUTIFR, BEEERA LIMR, =EEUYS 30min (BEBR T, 4°C~37°CHEER).
ER ATIHMEER, AT GF488 tRCRIREMRATIERRIA 1% BSA; BHb, WEEETATEREKIES, THEERAERI— M EENESER.
8) FAPBSERERA 3R, &R Smin,

9) {8 100 uL/fL (96 FL4R) BIAREL DAPIIER (RE: 100 nM) XHBMRZHITESR, £930s,

10) A PBS Bimiq, AREIEACERHE—E Fluoromount-GTM KISt RFIAEIR A £, FREMNERRESRERT, ARRERBXAHA.
HEHERIRRIRAATET 4°CEERTE, B% 6 MR AR F-actin REBOHT.

1) AR MRNELRERME N TR, 8 FITCEE/A5ER (Ex/Em=496/516nm) #] DAPI BA/ K588 (Ex/Em=364/454nm),

==EEH

1)
2)
3)
4)
5)
6)
7)
8)
9)

FE

1xPBS &4, pH 7.4, HELEFRE

ElEK 4%ZRFEE (5T PBS HTR)

REEIEK 0.5% Triton X-100 (GATF PBS £/
Fluoromount-GTM K&t A% (4~& DAPI) , DAPI
DAPI Fluoromount-GTM K&t R (& DAPI)

BSA, TRAERA

BIRRTIERA

EWAEEESR (AEBERR)

10) 4B%H FITCEIR/REFIER, LI DAPIEIR/RSTIE R A BIMR R ERMER.

FEEIN:

1. SOURCEERAI—PNEN (T) ENX: RIBEFTIERKE 200nM , 8)XEEA 100 pL RXETIERAES, FLASNANREL 3000K; ZEBIIERR
E 100nM , ®RFEER 200 uL FETIERRT, aTLUSNANREBE 300K,

2. BENRREESM, TIVDERME

3. FERAGTMER, MEASUER FERRRNED, INAFIEREER, BARERLLE.

4 FERNETEWARBTEGRENR, FMEETRRRLT, MEATARRSR, MeEHTBEEE,

5. FROAHEETURAARBMERNFEEROE/ FE/ LRHETEYLR =L SBRENE!



GF® 488 PhalloidintFic B
Actin-Tracker Green-488 ({42243 B35 EFRED

1. Introduction

Phalloidin is a highly selective bicyclic peptide used for staining actin filaments (also known as F-actin). It binds to all variants of actin filaments
in many different species of animals and plants. Typically, phalloidin is used conjugated to a fluorescent dye, such as FITC, Rhodamine, TRITC or
similar dyes, such as GF® 488.

Phalloidin can be used with sample types such as formaldehyde-fixed and permeabilized tissue sections, cell cultures and cell-free experiments.
It can also be used in paraffin-embedded samples that have been de-paraffinized. Importantly, phalloidin is also pH sensitive: at elevated pH, a key
thioether bridge is cleaved, and the phalloidin loses its affinity for actin. Phalloidin staining can be combined with antibody-based staining by
adding the phalloidin conjugate during the primary or secondary antibody incubation step.

phalloidin derivatives are convenient probes for labeling, identifying and quantitating F-actins in formaldehyde-fixed and permeabilized tissue

sections, cell cultures or cell-free experiments. Phalloidin binds to actin filaments much more tightly than to actin monomers, leading to a decrease
in the rate constant for the dissociation of actin subunits from filament ends, essentially stabilizing actin filaments through the prevention of
filament depolymerization. Moreover, phalloidin is found to inhibit the ATP hydrolysis activity of F-actin. Phalloidin functions differently at various
concentrations in cells. When introduced into the cytoplasm at low concentrations, phalloidin recruits the less polymerized forms of cytoplasmic
actin as well as filamin into stable "islands" of aggregated actin polymers, yet it does not interfere with stress fibers, i.e. thick bundles of
microfilaments. The property of phalloidin is a useful tool for investigating the distribution of F-actin in cells by labeling phalloidin with fluorescent
analogs and using them to stain actin filaments for light microscopy. Fluorescent derivatives of phalloidin have turned out to be enormously useful
in localizing actin filaments in living or fixed cells as well as for visualizing individual actin filaments in vitro. Fluorescent phalloidin derivatives have
been used as an important tool in the study of actin networks at high resolution. We offer a variety of fluorescent phalloidin derivatives with

different colors for multicolor imaging applications.

Components of the kit:

Cat No Product Name Size Price Storage
JXF40152 GF 488 Phalloidin FRREA 300T 1200RMB -20°C Protect from light 1 year
Actin-Tracker Green-488 (#2443 EB3YLIRET)
CAS#N/A MW: ~1900
BRAREA/KEEEE (EX/Em) Ex490nm; Em515nm
SN0 (Appearance Amorphous solid
BfEME (Solubility) Soluble in DMSO, dimethyl formamide, methanol or water (warm).
ZRKF5 (Sequence) GF488-bicyclic(Ala-DThr-Cys-cis-4-hydroxy-Pro-Ala-2-mercapto-Trp-4-hydroxy-5-amino-L eu)(S-3 to 6)
Shipping: Ambient;  Long Term Storage: -20°C Protect from light and moisture




Protocol
1. PREPARATION OF WORKING SOLUTION

1) Stock preparation: Prepare 1000x stock solution by dissolving lyophilized phalloidin (300T) in 30uL DMSO. This stock solution can be
sub-packaged then stored at -20°C. Solutions should be prepared fresh and protected from light when ever possible.

2) Working solution: Prepare 1x working solution by adding 1 pL of GF® 488-Phalloidin stock solution to 1 mL of PBS with 1% BSA.

Note: The stock solution of phalloidin conjugate should be aliquoted and stored at -20 °C. protected from light.

Note: Different cell types might be stained differently. The concentration of phalloidin conjugate working solution should be prepared accordingly.

2. SAMPLE EXPERIMENTAL PROTOCOL
Preparing culture of adherent cells
2.1 Grow cells in a 96 well black wall/clear bottom plate until they reach confluence (70-80%).
2.2 Cells can also be grown directly on coverslips inside a petri dish.
2.3 Aspirate cell culture medium (with care to avoid dislodging cells).
2.4 Wash once in PBS.
Tip: Avoid fixatives containing methanol or acetone: these disrupt the actin structure and prevent phalloidin staining.
Tip: Suspension cells can be attached to poly-D-lysine microplates or coverslips and then stained using the protocol for adherent cells.
Tip: Avoid fixatives containing methanol or acetone: these disrupt the actin structure and prevent phalloidin staining.
Alternative step: Preparing culture of cells in suspension
2.1 Grow cells until they reach desired confluence (70-80%).
2.2 Centrifuge cells at 1,000 rpm for 5 minutes and aspirate the supernatant, preserving the cell pellet.
2.3 Resuspend the cell pellets gently in pre-warmed (37°C) growth medium and transfer to microplate or coverslips.
2.4 Aspirate cell culture medium carefully to avoid dislodging cells. Wash once in PBS.
Tip: If you need to save time, suspension cells can be attached to poly-D-lysine microplates or coverslips and then stained using the
protocol for adherent cells.

3. Stain cultured cells with phalloidin conjugates
Tip: Pre-incubating fixed cells with 1% BSA in PBS for 20-30 minutes may improve staining.

Tip: When staining coverslips, keep them in a covered container to minimize evaporation.
3.1 Fix cells in 3-4% formaldehyde in PBS at room temperature for 10-30 minutes.
3.2 Aspirate fixation solution and wash cells 2-3 times in PBS.
e  Tip: Quench excess formaldehyde with 10 mM ethanolamine in PBS (or 0.1 M glycine in PBS) for 5 min.
e Tip: Add 0.1% Triton X-100 in PBS into the fixed cells for 3-5 minutes to increase permeability. Then wash cells 2-3 times in PBS.
e Tip: If cells do not appear healthy, add serum (2-10% range) to stain and wash solutions.
3.3 Add 100 pL/well (96-well plate) phalloidin-conjugate working solution. Incubate at room temperature for 20-90 minutes.
e  Tip: add DNA staining dye at this point.
e Tip: for vertebrate cells, it may be possible to add phalloidin-conjugate to the final PBS wash and mount it in that medium.
3.4 To remove excess phalloidin conjugate, Rinse cells 2-3 times with PBS, 5 min per wash .
3.5 Add mounting media to preserve fluorescence (and seal to the slide if using coverslips).
3.6 Imaging under microscope with FITC filter set. Observe the cells at Ex/Em 490/515 nm.
Tip: A fast one-step approach to phalloidin staining is effective in some circumstances: a 20-minute incubation at 4°C in 3.7% formaldehyde and
50-100 pg/mL lysopalmitoylphosphatidylcholine with phalloidin conjugate, followed by three washes and mounting.

NOTE: Always wear lab coats, gloves and goggles when working with our products although they are low-risk chemicals for R&D only.
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