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Cryosections

1 Transcardiac

perfusion

6 Insert support
needle* in lumen

*stainless steel
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Sample with needle in
lumen placed on its side
on shaker for incubation
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Resection cut lo size, caged
and incubated in beaker
covered with parafilm for
incubation on shaker

2ml tube
without needle

0.2% PBS Triton X-100,
20% DMSO, 0.3M Glycine
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20ml beaker covered
with parafilm
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Sample with needle in lumen
placed on its side on shaker
for incubation
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Resection embedded in
agarose block, placed in
beaker covered with parafilm
on shaker for incubation

[ ) ‘ 12-25pum
(]

14 Permeabilization

1d

Antibody Labeling Validation

. . . N API Tuj1
A Methanol incubation B Blocking C Primary D Wash E Secondary PaAr
antibody antibody
Add methanol 1hatRT Overnight  0.2% PBS-Tween20  1h atRT
%, every 30 mins atRT 3 x 10 mins at RT
FWash G Nuclear  HWash | Mount
counterstain
100% 0.9 PBS-Tween20 1:1000 DAPI 0.2% PBS-Tween20 Mounting J Fluorescence
methanol 3y 1gminsatRT ~ 10mins  1x10minsatRT medium and microscopy
ShatRT coverslip
Sample Preparation
2 Gl organ 3 Cut 3cm segments 4 Push out content 5 Snip oral end of tissue
excision
7 PFA fixation 8 Storage at 4°C in PBS n
(4%) o
; [ ] :
Pause opportunity ~
g Store at 4°C N (e
For long-term storage, H . .
h ¥ uman resections are pinned
No needle keep in PBS+0.5% azide flat and stretched for fixation in
for storage 4% PFA for 3 hours at RT.
. Ready for long-term storage in
Overnight at 4°C PBS-0.5% azide at 4°C.

Pre-treatment

9 Dehydration 10 Delipidation 11 Wash 12 Bleaching 13 Rehydration ]

Methanol:Water Methanol:Water  Pause opportunity
20% 1h RT — .. 8% 1h RT StoreatdC

40% 1h 66.6% DCM Methanol 5% H202 60% 1h For Iong—‘t(erm_

1% 33.3% Methanol 95% Methanol S, % storage, keep in
60% 1h . —— ) ke 40% 1h PBS+0.5% azide
80% 1h Overnight at 4°C > Overnight at 4°C 20% 1h (needle removed)
100%>1h 4°C
100% 1h PBS 1h

100%1h 4°C e T

Methanol:Water ~ ~ ~\A
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Methanol:Water

20% 1.5h RT . 80% 1.5h RT

40% 1.5h ~ 60% 1.5h

60% 1.5h kel 40% 1.5h

80% 1.5h 20% 1.5h

100%1.5h PBS 1.5h

100%1.5h 4°C

Immunolabeling
15 Blocking 16 Primary 17 Wash 18 Secondary 19 Wash T}
antibody antibody
6% serum, 10% 1:250-1:500 PBS-Tween 0.2% 1:1000 PBS-Tween 0.2%
DMSO0 in PTx.2 Blocking buffer Blocking buffer
14 2d 5x 2d 5x
—> SA | solution AV 30mins A 1d solution 1d ¥ 30 mins
. . refresh refresh
All incubations
at37°C
Clearing & Imaging
20Dehydration 21 Delipidation 22 DCM Wash 23 Clearing 24 Imaging

Methanol:water Remove needle Mouse gut stabilized on

20% 1h RT . 3 holder with adjustable

40% 1h 66.6% DCM DCM E‘% height needles

60% 1h 33.3% Methanol 2 washes - Opiimal g

80% 1h 3hatRT 100%>1h RT o g:‘e"“”a"“

100% 1h 100%>1h RT3 4009 DBE filled to top —
100%1h 4°C >0.5d

: P | —~ i | ~ Keep away from light / |
Methanol:water~ ~ Store at RT in ventilated cabinet D =
20% 1.5h RT P4 Image within 2 weeks Human sami -
- ple stabilized

40% 1.5h [~ ] \ _’- diagonally in cuvette

60% 1.5h " Optimal /1

80% 1.5h ) ilumination Ay

100%1.5h

100%1.5h 4°C

at 45° angle "r\



