wellcome trust o

étﬂer‘ ger Eﬁ’ﬁﬂ-f?':"';‘#'y'ﬂfu‘é

Ear epidermal sheet preparation

Isolation and fixation of ear epidermis

Reagents & Buffers

PBS 1x pH 7.4 without Ca®" and Mg®* (Gibco, Cat no. 10010-015)
Hair removal cream (Nair)

0.5 M ammonium thiocyanate (Sigma Aldrich, Cat no. A7149-100G) in PBS, stored at
room temperature and protected from the light, prepared fresh every week.

o How to prepare:
= Add 1.9 g of ammonium thiocyanate into 50 ml PBS 1x pH 7.4
= Make 6 ml for each pair of mouse ears
PBS 1x pH 7.4 with 0.05% Sodium Azide, stored at room temperature

Ice cold acetone, stored at -20° C

Materials

50 ml Falcon tubes and 1.7 ml eppendorfs (Axygen, Cat no. MCT-175-C-PK)
Forceps from FST

Petri dishes 50 mm (round) and 100 mm (square)

12 and 24-well plates with flat bottom

Kimwipes

Waste containers for PBS, ammonium thiocyanate and acetone

Equipment

Incubator (Heratherm model from ThermoScientific)



Ears are collected and stored in 1.7 ml eppendorfs containing PBS 1x pH 7.4 at room
temperature. Samples should be processed on the same day.

1. In advance set the incubator at 37° C and prepare:

10.
11.

¢ 12-well plates with 1.5 ml of 0.5 M ammonium thiocyanate per well. For each
mouse, 4 wells are needed. Place the plates on ice, protected from light.

e 24-well plates with 1 ml of PBS 1x pH 7.4 per well, 2 wells per mouse. Place
the plate at room temperature.

* 10 cm petri dish with rows of 2 blobs of Nair hair removal cream; 1 blob for
each ear.

* 50 ml falcons filled with 35-40 ml of PBS 1x pH 7.4. Write “PBS1” and “PBS2”
on the lids. At the bench place a timer, a set of tools, kimwipes and a 10 cm
petri dish facing down.

Assign a mouse for each row of Nair and write down its ID. Also register down
mouse ID number in all plates and 1.7 ml eppendorfs for upcoming fixation.

Dry ears on kimwipes and cover them with Nair hair removal cream, one ear in
each blob.

Incubate each set of ears for 4 min at room temperature.
Gently wipe off most of the Nair using a kimwipe.

Transfer both mouse ears into a 50 ml tube filled with PBS (PBS1 tube) and shake
vigorously to wash off remaining cream.

Transfer into a new 50 ml tube filled with PBS (PBS2 tube) and shake again. Can
reuse PBS1 and PBS2 tubes for several ears.

Dry ears on kimwipes. On a 10 cm petri dish lid, split each ear into ventral and
dorsal halves using 2 forceps. Start at the part of the ear that was cut and work to
the edge.

Place ear halves in the previously prepared plate containing 0.5 M ammonium
thiocyanate with the inner/dermal side facing down - this side appears wet
compared to the outside and will float on the ammonium thiocyanate. Use one
well for each half and 4 halves in a single row of the 12-well plate.

Incubate each plate for 35 min at 37° C.

Remove the plate from the incubator and place the plate on ice to stop the
process.



12.

13.

14.
15.
16.
17.

18.

Transfer all 4 ear halves from one mouse into a 100 mm petri dish with PBS 1x pH
7.4. Separate the epidermis - floating and transparent sheet - from the dermis,
using choice of fine forceps as preferred.

Place the epidermal sheets in the 24 well plate with 1 ml PBS 1x pH 7.4 per well —
2 sheets per well. Dispose of the dermis in a separate bag.

Prepare 1.7 ml eppendorfs filled with 1 ml cold acetone, and leave them on ice.
Transfer all 4 epidermal sheets of each mouse into the designated eppendorf.
Incubate for 20 min on ice to fix and permeabilize the sheets.

Remove the acetone with a filter tip, add 850 ul PBS 1x pH 7.4 to wash. Suck off
the PBS and add 1.7 ml PBS with 0.05% Sodium Azide (2 x 850 pl).

Store at 4° C until further use.



