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We are all familiar with the concept of correlating an image
acquired by light microscopy (LM) with one obtained by transmission
electron microscopy (TEM). This allows us to take advantage of
the "wide angle” view of LM and the high resolution of TEM.
Correlative microscopy has been taken to a new level by Alvin Lin
and Cynthia Goh who have designed a clever device.? This device
allows repetitive correlative microscopy between TEM and atomic
force microscopy (AFM).

The device is a novel sample holder that permits AFM to be
performed on specimens mounted on TEM grids. This holder allows
for the first time, AFM and TEM images on exaclly the same area
of the specimen. Whereas previous studies have correlated TEM
with scanning probe microscopy (which includes AFM), reliable and
repetitive examination of the same region has not been possible.
The “trick” in the specimen holder designed by Lin and Goh was
to secure a carbon-coated TEM index grid with plastic strips that
are in turn secured with metal clips. These are mounted on a steel
base that is secured magnetically to an AFM piezo scanner. The
entire holder is sufficiently small to easily fit into an AFM. To allow
reproducible relocation of specific areas in the AFM, indexed TEM
grids were used and visualized with a CCD camera.

As proof of concept, Lin and Goh examined the structure of
particular abnormal collagen fibrils, known as fibrous long spacing
collagen. Fibers were precipitated in vitro onto a carbon-coated
TEM indexed grid and then imaged by contact AFM and TEM.
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Images were obtained of the same area (6 microns on a side) by
both techniques. Then the specimens were negatively stained with
phosphotungstic acid (PTA) and imaged again in both microscopes.
This precise repetitive correlative microscopy by TEM and AFM is
a tour de force.

In addition to this technical achievement, this study answered
an important question about imaging collagen fibers (at least this
abnormal type, bands in native collagen are much smaller, making
correlative microscopy more difficult), specifically regarding the
periodicity of the fiber. The role of PTA in negatively stained fibers
has been controversial. Did the PTAfill in spaces between elevations
on the fiber, or did it alter contrast by depositing on the substrate
around the fiber? Lin and Goh were able to definitively demonstrate
that elevated ridges that could be measured in the topographical
data from the AFM corresponded to the dark regions seen by TEM,
both before and after PTA staining. Additionally, measurements
from AFM showed that the elevation changed by approximately the
diameter of the PTA anion after staining. Therefore, dark and light
features that give collagen its characteristic periodicity in TEM is
due to the material in the fibril, and is not due to PTA. This could
only be determined by imaging the exact same area repeatedly
with the TEM and AFM.

It will be exciting to see what other interesting questions can
be settled using this advance in correlative microscopy!
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This composite image illustrates several examples of
tomographic reconstructions of neuronal compartments. The
center image is a projection through an optical series recorded
on a 2-photon microscope of a medium spiny neuron from the
nucleus accumbens of the mouse filled with Lucifer Yellow. The
images surrounding the spiny neuron are reconstructions using
single axis electron tomography and then surface rendered. The
sizes of these structures range from 40 nm to 20 pm. Starting
in the upper left hand corner and proceeding clockwise is a
mitochondria, a synaptic complex from the rat hippocampus, a
synaptic complex from the frog vestibular hair cell, 2 node of
Ranvier from mouse dorsal root peripheral nerve, a branched
spiny dendrite from rat cerebellum and an unbranched spiny
dendrite from rat cerebellum. These images demonstrate the
emerging importance of electron tomography as a research tool,
particularly for studying the nervous system. (The mitochondria
is courtesy of Dr. G. Perkins.)
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High Resolution Sputter Coater 208HR shown with Rotary-Planetary-Tifting Stage and Thickness Controfler MTM-20
The Cressington 208HR offers the most sophisticated features in it's class, at an outstanding value

Superior Features

Wide Choice of Coating Materials
Magnetron head design and effective gas handling allow a
wide choice of target materials

Precision Thickness Control
Thickness optimized to the FE-SEM operating voltage using
the MTM-20 high resolution thickness controller

Multiple Sample Stage Movements
Separate rotary, planetary and tilting movements allow opti-
mized coating distribution and coverage

Variable Chamber Geometry
Chamber geometry is used to adjust deposition rates from
1.0nm/sec to 0.002nm/sec to optimize structure

Wide Range of Operating Pressures
Independent power / pressure adjustment allows operation at
argon gas pressure ranges of 0.2-0.005mbar
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= Compact Modern Benchtop Design
Space and energy saving design eliminates need for floor
space, water, specialized electrical connections

Coating Difficult Samples for the FE-SEM

The High Resolution Sputter Coater 208HR offers real solutions
to the problems encountered when coating difficult samples for
FE-SEM. In order to minimize the effects of grain size the
208HR offers a full range of coating materials and gives
unprecedented control over thickness and deposition conditions.
To minimize charging effects the 208HR stage design and wide
range of operating pressures allows precise control of the unifor-
mity and conformity of the coating. The HIGH/LOW chamber
configuration allows easy adjustment of working distance,
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