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FITC Phalloidin FITCAFiCEE &R

Actin-Tracker Green (W22 &I EIRET)

1. EREN:
SEIEL (Phalloidin) 2—MRETSEXREMBH (Amanita phalloides) FIFREIABER, LIEHEN (Kd= 20 nM) IEZREES TR

E]H F-actin, MASSBAIER G-actin &5, BEBFMNCERY A, MIEEFMETMRIAERTE F-actin, MTIXT F-actin B{TEMFIEEDTT. 5
S, RERKGTEMELIBERFEMOEETRNGE, TICRNERFINAMRSAFNAMRRE, BRRE— M MHERTEAS— T REMNS FHITE
thEG. BIMGRMESFIRE, REeXENHEreXEFREIFRERE. Hit, RERKTEYMSIESENRNMNER (Actin) FURNETHEXHAR. 5
HNREFRBATEMR/N, BEL12-15A, 5F 8 <2000 Daltons, FINCHAER (Actin) HIIFSEISEEMSLER:, thin, RIIEEESEOMMNK
ER, RIKER, DNase | FHNRERERN; REMMFCHIFLELNAIFEEMEININERRR, AN RN T4HRCRNIRES.

SRR (Phalloidin) REEMRIZZRINANER (ML) BOMRE, FREMLEH, NTTRIMSIZLHRE-EAREGIEFE. WSHESINEEREA
HRIEFRE (CC) BEE<1pg/ml, ELt, ATRF—FIREEEF. LHb, REARKIEATIDH F-actin B9 ATP KEEE.

AR FITCHRCHIBRSEINER, RERAIFRMRE, WS, BELL Actin FUREFIIRENER, ESHIE F-actin EEMERQN. 55, &5
E5/ERY F-actin {3HE4ERs actin BESEBITSEYFRHE. BARNESRBYMERYE, ERMZ. FREFTHia.

HAIEBH:
Cat No Product Name Size Price Storage
JXF10451 FITC Phalloidin FITC AREs S 300T 1200RMB -20°C Protect from light 1 year
Actin-Tracker Green ({44533 LIRED)
CAS#N/A MW: 1177.3
BRREA/ KRB (EX/Em) Ex495~496nm; Em513~516nm
MR (Appearance HEWMR (KTH)
BfEIE (Solubility) AF DMSO., DMF, HEEiEZBEKER (20%)
ZRKF5 (Sequence) FITC-bicyclic(Ala-DThr-Cys-cis-4-hydroxy-Pro-Ala-2-mercapto-Trp-4-hydroxy-5-amino-L eu)(S-3 to 6)
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BESER
1. RERIES

1) SRIOEE: SRAARSEZEENTEE0, MA 0ul DMSO (EHFHER, RIS 1000xFITCINERERSR, RIETRISR, HE
BT 20 CRICTIRITR.

2) TYFMAKCE: TR 1 L LLE FITCHRZSRETINEAEE 1 mLPBS (& 1%BSA) MReEIaI(EE) 1 x THEA,

U] : FRMEIREERRR, {8 FITC RERERR bR RERRIBRE.

2. }ELR

1) MIIEH K> 24h, EEBEHAR 50~60%AE.

2) URSES, 37°CHRARY 1xPBS (pH 7.4) YN 2 %,

3) (EFET PBS M) 4%FESEROH{TAINER, =RERE 10~30min,

EE BREEARSETERS, ENTEEE SRS,

4) SREMT, FPBS EEAIE 2~3 )%, X 10min,

5) ER&EHT, FAFE (<-20°C) Bk 0.5% Triton X-100 EBISHLANE Smin,

6) EREMT, F PBS VRN 2~3 )R, SR 10min,

7) B100uL/3L, (96 3UR) ERAITHY FITCIFCREMKTIER, EHESRA LM, BREUFE 30min (EEIERT, 4°C~37°CEEE) .
R ATHIESR, T FITCIRCREIITIERAMA 1% BSA; B4, WETERATERERIES, TSR EBE—  EI0ESEn.
8) F PBS VLRI 3 )%, SK Smin,

9) {3 100 pL/ZL (96 FLAR) EPFEEL DAPISER (KREE: 100 M) SI4RIBHAHTER, 4 30s,

10) F3 PBS WHEEHA, ASEBIEDARE—E Fluoromount-GTM /KM HAIREIA L. HFEMERRSSRHET, AEMRETHAREA,
IS RITAIR I BT 4 CRYREE, (8% 6 /N PIETAEEH F-actin REBSHT.

1) SOTMERE LIRS T TR, YHE FITC BA/RENER (E/Em=496/516nm) & DAPIEUR/RETEH (Ex/Em=364/454nm) .

=EB&EMHE

1) HE2

2) 1xPBS iR, pH 7.4, HlEEEFA&S]

3) EERA%SREE (BT PBS EiK)

4) TREREGEWR 0.5% Triton X-100 (G&F PBS &MR)

5) Fluoromount-GTM ZKiBMETHFI (& DAPI) , DAPI
6) DAPI Fluoromount-GTM 7Ki&attst %I (& DAPI)

7) BSA, tRERF

8) EIRRFIZ=RA

9) FRREEEIR (EPIERR)

10) 4B%EH FITCEA/RETRF, LR DAPIER/ &SI RIS BIMR e R BN,

pEa=E Il

1. FSOURCRERRN—NRM (T) WEN: RBIEFTIERRE 200nM , ®XARA 100 uL RETIERRT, TTLUCUANREL 300 0X; EEBTIERR
E100nM , 8RR 200 pL RETIFRE, TLUSNAPREBE 300 X,

RENREESHE, FIVDEE

AR AFETHRN, METENR ERENED, INSHEREER, BREELLe.

FRIIRTEVARBTEGRFMR, MERTIRRZEEIRT, MERTRREER, MEERTEEEE.

FROHASEEISARARRM RSO R/ FE/ LRRAETEMLR =L 2 FE!
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FITC Phalloidin (actin-Tracker Green (##25&355¢i74t)

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 SuperFluor® 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
FITC Phalloidin
JXF40151 300T 1200RMB -20°C Protect from light 1 year
Fluoresceinyl-aminomethyldithiolano-phalloidin
CAS#N/A MW: 1177.3
BAREA/ &SI (EX/Em) Ex495~496nm; Em513~516nm
SN (Appearance Amorphous solid
TAfRME (Solubility) Soluble in DMSO, dimethyl formamide, methanol or water (warm).
ZRKF5 (Sequence) FITC-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 Phalloidin-FITC 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
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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 493/517 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: For R&D only! Always wear lab coats, gloves and goggles when working with our products although they are low-risk chemicals.
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