Transganglionic transpsort of dextran conjugated to xanthene dyes (1).
Jan 1991.
Where to acquire the fluorescent labelled dextrans
Rhodamine B dextran-amine (70,000 Mw): Molecular Probes Inc
Tetramethyl rhodamine-dextran-amine or Fluoro-Ruby (10,000 Mw):
A vial contains 25 mg.

Molecular Probes Inc.

Storage of fluorescent labelled dextrans
Dry: They can be stored for many months at 4 degres C
Solution: Solution under mineral oil can be stored at -20 degres C for a
(Glover et al.)

Animals in which it is used
Chicken embryo (Glover et al.)
Adult rats (Schmued et al.)

Anesthesia
Pentobarbital and chloral hydrate (Schmued et al.)
Pentobarbital (50 mg/kg i.p.) (Thanos et al.)

Application methods
Injection: Pressure or iontophoresis (Schmued et al.)
Dilution:

- Pressure injection: 10% dye solution dissolved in saline
(Glover et al.)
- Iontophoresis: 10% dye solution dissolved in 0.01 M neutral
phophate buffer (Glover et al)
- Peripheral nerve (2): 25% dye solution in distilled water with
or without 5%Triton X-100 (Glover et al.)

Survival period
CNS: 6 to 14 days (min 3, max 30 days) (Schmued et al)
PNS: possibly the same

least 2 months

Fixation and sectioning
Fixation: Intracardially

1- 150 ml of PBS at 37 degres C
2- 300 ml of 4% paraformaldehyde in 0.1 M
neutral phosphate buffer at 25 degres C
3- Tissues are removed and post-fixed at
least overnight in the same fixative
solution plus 20% sucrose at 4 degres C
(Schmued et al.)

Sectioning:

CNS: 20-30 microns on a cryostat or freezing microtome
(Schmued et al.)
PNS: 50 microns on a vibratome

Mounting:
If no further immunocytochemistry:
Gelatin-coated slides, air-dried, cleared in xylene for 10
min, and coverslipped with DPX non-fluorescent
mounting media (Schmued et al.)
If immunochemistry needs to be done:
Sections are kept free floating in PBS
The multiply labeled sections are mounted on gelatin-coated
slides,
air-dried, and coverslipped with buffered glycerine (pH
8.5) (Schmued et al.)
Conterstaining: 2.5 micro-grams/ml Hoechst dye 33258, which is included
in the mounting medium (Glover et al.)

Microscopy
Epifluorescent microscope with a mercury vapor light source.
Rhodamine compounds: with a filter system having a excitation frequency
of 530-560 nm and a barrier filter of 580 nm
(Schmued et al.)
Fluorescein compounds: Excitation 450-490 nm, barrier filter 525 nm
(Glover et al)
Fluorescent conterstaining: Excitation 340-380 nm, barrier filter 430 nm
(Glover et al)

Storage of slides

They can be stored at -20 degres C for many weeks without loss of quality
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Notes
(1) Xanthene dyes: Fluorescein, rhodamine B, tetramethyl rhodamine,
Texas red
(2) Axons must be injured for these substance to be efficiently taken up.
A similar effect can be obtained by coinjecting the dye with a
membranepermeabilizing substance. Excellent labelling is obtained
with fluorescein-conjugated dextran-amine in 5% Triton X-100 in the
central nervous system (Glover et al.)

