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Ultrastructural analysis

Epoxy resin embedding of different tissues
e.g. animal tissues, human tumours and non-neoplastic lesions

I. Reagents

Cacodylate buffer (0.1M)

Fixatives: modified Karnovsky fixative (2% paraformaldehyde + 2.5% glutaraldehyde in 0.1M cacodylate
buffer); Osmium-tetroxide 0s04 (1% in 0.1M cacodylate buffer)

Ethanols (50%, 70%, 95%, abs.)

Acetone abs.

Epoxy resin (all EPON components from Electron Microscopy Sciences, Munich/Germany):
EMbed 812 90g  #14960

DDSA 60g  #13710

NMA 40g  #19000

DMP-303g #13600

Ii. Fixation protocol

The tissues were fixed in the modified Karnovsky fixative generally by immersion overnight (at minimum 4h
at room temperature). Then pieces of approx. 1mm3 were cut with a sharp razor blade and processed for

embedding in the AMW.
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i AMW programs

Reagent list
Name Type Max. Temp. Max. Power Drain pause
(°C} (watt)
buffer Rinse G0 20 ]
1% 050 (in buffer) Fixative a0 20 ]
dHzC Hinse an 20 a
50% Ethanol Solvent G 20 1]
70% Ethanol Solvent it 20 a
95% Ethanol Solvent G 20 1]
Ethanol abs. Solvent il 20 0
Acetone abs. Solvent 46 20 a
Acetone EFORN 1+1 Resin a0 30 10
Acetone EFORN 1+3 Resin 50 20 20
EFON Resin g5 a0 ]
Epon embedding
Vial Reagent Step Time Temp. Power Mode Pause
#  (hh;mm:ss) ("C) (watt)
1 Cacodylate buffer 1 00:05:00 35 15 Slope
i Cacodylate buffer 1 00:05:00 35 15 Slope
3 Cacodylate buffer 1 00:05:00 35 15 Slope
4 1% 504 (in buffer) 1 01:00:00 37 20 Fulse
5 Cacodylate buffer 1 00:05:00 a7 15 Slope
G dHzC 1 00:05:00 ar 17 Slope
[ dHz2 1 00:05:00 ar 7 Slope
] 50% Ethanol 1 a0:05:00 ar 15 confinuous,
g 7 0% Ethanol 1 00:05:00 37 1o Lonfinuous
10 85% Ethanol 1 00:05:00 37 15 continuous
11 Ethanaol abs. 1 00:05:00 a7 14 Confinuous,
12 Acetone abs. 1 00:05:00 ar 13 Confinuous,
13 Acetone abs. 1 00:05:00 37 13 Confinuous
14 | Acetone:EPORN 1+1 1 a0:15:00 40 11 ontinuous
15 1 AcetoneEPORN 1+3 1 0a0:20:00 40 11 Confinuous,
16 EFON 1 00:20:00 a0 11 Confinuous
7 EFCH 1 a0:20:00 1] 17 Confinuous,
Epon polymernzation
Vial Reagent Step Time Temp. Power Mode Pause
#  (hh:mm:ss) {°C) {watt)
M EFCON 1 00:05:00 63 a0 Slope
2 00:05:00 7h 30 Slope
3 00:15:00 83 a0 Slope
4 01:45:00 83 20 Continuous

Stand: Regensburg, June 25, 2009




Mouse liver (immersion fixed). Hepatocytes with organelle-rich cytoplasm and round cell nuclei cont-
aining prominent nucleoli; in between a blood sinusoid with preserved space of Dissé and bile canaliculi
with numerous microvilli. Original magnification: 1,250x.
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Mouse liver, cell details. Mitochondrium, nuclear membrane, RER, and glycogen. Original magnification:
20,000x.
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Mouse kidney, cortex (immersion fixed). Parts of a proximal and of a distal renal tubule with blood capil-
laries (filled with erythrocytes) in between. Original magnification: 1,250x.

Mouse kidney, detail of a cell of the distal renal tubule. The cytoplasm displays convolutions of the cell
membrane and numerous mitochondria. Original magnification: 10,000x.
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The statement by Ernst Leitz in 1907, “With the User, For the User,”
describes the fruitful collaboration with end users and driving force of
innovation at Leica Microsystems. We have developed five brand
values to live up to this tradition: Pioneering, High-end Quality, Team
Spirit, Dedication to Science, and Continuous Improvement. For us,
living up to these values means: Living up to Life.
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Leica EM AMW

Leica Microsystems — an international company with a strong network
of worldwide customer services:

LIFE SCIENCE DIVISION - NANO TECHNOLOGY LNT

The Leica Microsystems Nano Technology Division's focus is to
provide the most compehensive product portfolio for the preparation
of biological, medical and industrial samples for investigation in the
Electron and Light Microscope. Excellent Sample Preparation is a
prerequisite for perfect microscopy. Your image starts here!
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