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Chrometra Actin ExM

Polymerizable Fluorescent Phalloidin derivatives

Product Numbers Description

PL-3-01 to PL-3-05 Reagent for staining of actin in microscopy.
Contents:
Fluorescent phalloidin derivative (20, 100 or 300 reactions (3 x100 rxn))
Storage

Upon receipt store product at -20°C. Product is shipped at room temperature

Introduction
Chrometra Actin ExM for Actin staining in polymeric gels

Fluorescent phalloidin and phallacidin derivatives efficiently label F-actin at nanomolar concentrations. By
including a polymerizable moiety into the structure, the fluorescent conjugate becomes permanently bound to
the surrounding matrix upon polymerization.

Additional Materials Required

e  Methanol
e  PBS Buffer
e  Triton X-100

Storage and Safety

Once reconstituted in methanol, the stock solutions are stable for at least 6 months when stored frozen at —
20°C, desiccated, and protected from light. A loss of activity is exhibited when stored in aqueous solution at 2—
6°C for over three weeks.

Preparing the Stock Solution

The vial contents should be dissolved in methanol to yield a final concentration of 200 units/mL, which is
equivalent to approximately 6.6 uM. Here, one unit of phallotoxin is defined as the amount of material used to
stain one microscope slide of fixed cells, according to the following protocol, and is equivalent to 5 uL of
methanolic stock solution for the fluorescent phallotoxins.

# of reactions  Methanol Volume needed (ul)
20 100
100 500

Procedure

1. Dilute the phalloidin derivative to form the Stock solution
Cells are fixed in 4% PFA in PBS for 10 minutes and washed 3x for 5 minutes with 1xPBS before
permeabilization with 0.2% Triton X-100 in PBS at room temperature for 3-15 minutes

3. Mix thoroughly by shaking

4. Dilute 5 pL methanolic stock solution into 200 L PBS for each coverslip to be stained. For a stronger
signal, 2-3 units can be added to each coverslip.

5. Incubate for 1h at room temperature.

6. Wash with PBS before imaging and/or polymerization
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Post Gelation staining
Additional Materials

= 1xPBS
=  Matched staining reagent (e.g. ExM post fluorescent stain, a cyclooctyne dye or similar)

Protocol

1. Gelated and digested specimens can be prepared in line with general acrylate based hydrogels, and
with a reactive group incorporated according to the procedure above.

After digestion, gels were rinsed with 1x PBS once

Matched staining reagent (2 ml, 5 uM in PBS) is added. Mix the reagent by gentle pipetting.

The sample is incubated at 37°C for 1h, or overnight at room temperature.

Wash the gel with PBS buffer (3 times)

The gel is now ready for imaging or swelling.
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Tips and troubleshooting

e  Further addition of crosslinker (e.g. Acryloyl X, 10 equivs. in the polymerization step) has been
reported to increase S/N in several sample types

e To avoid photobleaching of dilute dyes, minimize the exposure of fluorescently labeled specimens to
light.

e In recent versions of the product, methanol has replaced DMSO as solvent of choice. DMSO and DMF
can be used, without further changes to the protocols

e Higher stock concentrations can be prepared and used without further changes to the protocol.

e Inefficient incorporation of the dye in the polymeric matrix can contribute to low signal after sample
clearing and swelling. When low signal intensity is observed, increase the volume of phalloidin
reagent added. In addition, grafting cross-linking benefits from gentle polymerization (through the
addition of 4-hydroxy TEMPO) and prolonged reaction times.

e To reduce nonspecific background staining with these conjugates, add 1% bovine serum albumin
(BSA) to the staining solution.

This product (“Product” or “Kit”) is warranted to operate or perform substantially in conformance with published Product specifications in
effect at the time of sale as set forth in the Product documentation, specifications and/or accompanying package inserts
(“Documentation”) and to be free form defects in material and workmanship. Unless otherwise expressly authorized in writing, Products
are supplied for research use only. No claim of suitability for use in clinical application is made. The warranty provided herein is valid only
when used by properly trained individuals. Unless otherwise stated in the Documentation, this warranty is limited to three months from
date of shipment when the Product is subjected to normal, proper and intended usage. This warranty does not extend to anyone other
than the original purchaser of the Product (“Buyer”).

No other warranties, express or implied, are granted, including without limitation, implied warranties of merchantability, fitness for any
particular purpose, or non-infringement. Buyer’s exclusive remedy for non-conforming Products during the warranty period is limited to
replacement of or refund for the non-conforming Product(s).

There is no obligation to replace Products as the results of (i) accident, disaster or event of force majeure, (ii) misuse, fault or negligence of
or by Buyer, (i) use of the Products in a manner for which they were not designed, or (iv) improper storage and handling of Products.
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