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Editorial

We hope you enjoy this issue of Histograph. Fallout from our AGM? We are
now a Society but unfortunately you still have the same Editor. At least Linda is
still here to rein in my enthusiasm (or kick me in the a... if I’ve lost the plot).
Around the time of you receiving Histograph, you will probably be preparing for
the In Situ Hybridisation Workshop being presented by Jane Radford at
Granville TAFE. This will be an extremely worthwhile event and we hope to see
you there.

This issue includes details of our Christmas Meeting, Chairman and Treasurer’s
reports from the AGM and answers to our tests from last issue. A few articles on
Nuclear bodies, problems with Sentinel Lymph Node immunohistochemistry and
Picro-Sirius Red staining complete the issue.

Tony Henwood,
Editor
anthonyh@chw.edu.au

Histotechnology Group of NSW

Christmas Meeting

FRIDAY, 30th November, 2012
at North Ryde RSL function room.

6.30pm Start
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Chairman’s Report

Our Annual General Meeting was held on the 24" of August, 2012. An excellent attendance of 47 people.
Our Constitution name change to the “Histotechnology Society of NSW” was voted on and approved by
voting members. There were no votes against the motion. Before the vote was taken there was some
discussion regarding the name “Histotechnology”. It was felt this name still best represented what we are
and do. We can now commence the firss component in becoming an incorporated body.

Most of our previouscommittee wasre-elected with a few new faces. For the first time in a number of years
we have two student representatives, Soofi Azizand Lauren Khilla. Welcome to the Histotechnology Society
of NSW. Thank you to the committee members who have re nominated, we will have a busy year with
organising workshops, meeting nights, progressing incorporation and planning a NSW Conference to be
held in early 2014.

Our next workshop will be on Immunohistochemistry at Granville TAFE in November. The comprehensive
Saturday practical workshop will be presented by Dr Jane Radford from Dako. The maximum number of
participantsis 30 so registerassoon aspossible to avoid disappointment.

Anne Prins and Penny Whippy from our Canberra sub group have completed a successful workshop in
Tasmania on “Cut up”. A great effort by these young ladies, a report isin thisnewdetter.

Our Christmas function is being held at North Ryde RSL Club on Fiday night the 30" of November. Mark this
in your calendarasit willbe a fun and enjoyable night. Rumour hasit there willbe some gamesand prizes.

Another reminder that membership feesare now due.

Cheers,

Trevor Hinwood.
Chairperson.
Histotechnology Society of NSW.

HISTOTECHNOLOGY SOCIETY OF NSW
POSTAL ADDRESS

PO BOX 871
SEVEN HILLS, NSW 1730




Nuclear Bodies - What the...?

Nuclei are usually round dark blue blobs in cells that are
rich in DNA. They usually have bodies called nucleoli where
RNA synthesis occurs. Some nuclei even have Barr bodies,
which are X chromatin that are not needed by the cells of
women — because men only have little Y chromosomes and
it wouldn’t be fair! | thought this was enough to know as a
histologist and cytologist. Then, when | was not looking,
some scientists found that there were even smaller bodies
in nuclei called Nuclear Bodies which are either “Random
Aggregates of Sticky Proteins” or “Crucibles of
Macromolecular Assembly”. (Wha??) They now have
names: The Cajal Body and Histone Locus Body, PML
Nuclear Bodies, Paraspeckles, Nucleolus (I know that one!),
Gemini bodies (gems), perinucleolar compartments (PNCs),
polycomb group (PcG) bodies, SAM-68 bodies, GATA-1 foci,
Orphan Nuclear Bodies (Oh how sad) and Nuclear Stress
Bodies (at this stage, | can definitely associate with this
onel!).

The nucleus of higher eukaryotes is not uniform in
structure but is functionally divided into multiple
compartments or nuclear bodies that contain particular
sets of proteins and nucleic acids involved in distinct
molecular processes. One of the best characterized of the
classical nuclear bodies is the nucleolus, where ribosome
biogenesis occurs, and this body can be easily recognized
using light microscopy (1).

Historically, the term “nuclear bodies” has been reserved
for structures that were characterized morphologically in
the electron microscope. More recently, however, nuclear
foci observed in  the light microscope by
immunocytochemistry have often been termed ““bodies”
without prior morphological evidence at the ultrastructural
level. Although we are still far from understanding why
most nuclear bodies form, recent progress has been made
in elucidating how they are assembled in the cell (3).

These bodies are an essential part of the nuclear landscape
as they compartmentalize the nuclear space and create
distinct environments within the nucleus. Many nuclear
bodies carry out specific nuclear functions, such as the
synthesis and processing of pre-ribosomal RNA in the
nucleolus, the storage and assembly of spliceosomal
components in nuclear speckles, or the retention of RNA
molecules in paraspeckles (2).

In many ways, nuclear bodies are similar to conventional
cellular organelles in the cytoplasm. Like cytoplasmic
organelles, they contain a specific set of resident proteins,
which defines each structure molecularly. Although many
nuclear bodies are spherical in shape, most can be
characterized based on their unique morphology,
particularly when analysed by electron microscopy and by
their nuclear distribution patterns. However, in stark
contrast to conventional cytoplasmic organelles, nuclear
bodies are not delineated by lipid membranes, and their
structural integrity appears to be entirely mediated by
protein—protein and possibly protein—RNA interactions (2).

Nuclear bodies are a morphologically and molecularly
highly diverse group of cellular structures. At one end of
the spectrum is the nucleolus, which is often found in less
than 3 copies, and often as a single organelle, and may
reach a size up to several micrometres. At the other end of
the spectrum, Cajal bodies are rarely larger than 1.5 um,
and as many as 10 can be found in a cell. Size, shape, and
number of a given nuclear body are often dependent on
cell type, are variable between tissues, and may change in
response to cellular conditions. Despite their diverse
morphological appearances, nuclear bodies share several
common features of organization (2).

Nuclear Speckles

Nuclear speckles, also known as interchromatin granule
clusters, are nuclear domains enriched in pre-mRNA
splicing factors, located in the interchromatin regions of
the nucleoplasm of mammalian cells. When observed by
immunofluorescence microscopy, they usually appear as
20-50 irregularly shaped structures that vary in size.
Speckles are dynamic structures, and their constituents can
exchange continuously with the nucleoplasm and other
nuclear locations, including active transcription sites (4).
They can be demonstrated using anti-splicing factor-
specific antibodies, demonstrating a speckled distribution
pattern of snRNPs in cell nuclei. Nuclear speckles are
believed to act as storage/assembly/modification
compartments that can supply splicing factors to active
transcription sites (4).



Paraspeckle Nuclear Bodies

Paraspeckles have been proposed to control several
biological processes, such as stress responses and cellular
differentiation, but their function at the whole animal level
remains unclear. Paraspeckles are mammalian-specific
nuclear bodies built on a long, non-protein-coding RNA,
NEAT1 (nuclear-enriched abundant transcript 1), which
assembles various protein components including RNA-
binding proteins of the DBHS family (1). Paraspecles can be
demonstrated using antibodies to the architectural
IncRNAs, NEAT1_1 and NEAT1_2, which exclusively localize
to the paraspeckles (1). The novel protein named PSPC1
(paraspeckle protein 1) has become the standard marker
used to identify paraspeckles (5).

The Cajal Body

The Cajal Body was first described by Ramon y Cajal, the
great Spanish neuroanatomist, who in 1906 shared the
Nobel Prize with Camillo Golgi for studies on the cellular
architecture of the nervous system. Using a silver
impregnation technique, Cajal found a small round body
within the nuclei of various nerve cells, which he called the
accessory body (cuerpo accessorio). His remarkable
morphological studies also included observations on
splicing speckles, nucleoli, and the nuclear envelope. The
Cajal body (CB) is a nuclear organelle present in all
eukaryotes that have been carefully studied. It is identified
by the signature protein coilin and by CB-specific RNAs
(scaRNAs). CBs contain high concentrations of splicing small
nuclear  ribonucleoproteins  (snRNPs) and  other
RNAprocessing factors, suggesting that they are sites for
assembly and/or posttranscriptional modification of the
splicing machinery of the nucleus (6).

Histone Locus Bodies

The histone locus body (HLB) contains factors required for
processing histone pre-mRNAs. As its name implies, the
HLB is associated with the genes that code for histones,
suggesting that it may function to concentrate processing
factors at their site of action (6).

Orphan Nuclear Bodies

Orphan nuclear bodies are defined as nonchromatin
nuclear compartments that have been less well studied
compared with other well-characterized structures in the
nucleus. Nuclear bodies have traditionally been thought of
as uniform distinct entities depending on the protein
“markers” they contain. However, it is becoming
increasingly apparent that nuclear bodies enriched in
different sets of transcriptional regulators share a link to
the  ubiquitin-proteasome  and  SUMO-conjugation
pathways. An emerging concept is that some orphan
nuclear bodies might act as sites of protein modification by
SUMO and/or proteasomal degradation of ubiquitin-tagged
proteins. By defining a specialized environment for protein
modification and degradation, orphan nuclear bodies may
increase the capacity of cells to survive under varying
environmental conditions (7).

So, how confused are you? | have only attempted to
summarise some of these nuclear bodies but there are
even more nuclear bodies out there. Unfortunately we
immunohistochemists may be called on to study these
bodies in the future. How long before they become routine
diagnostic tests?

References
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surgical Cut Unp Workshops, 1 aunceston 2012

In February 2011, Jann Brauer of Launceston
Pathology canvassed the possibility of holding the
Surgical Cut Up Workshops in Launceston,
Tasmania. Penny and | agreed providing there
were 6 -12 attendees. A great deal of organisation
in both Launceston and Canberra resulted in the
Workshops being held at Launceston Pathology
on 18th — 19th August with six attendees each
from Launceston Pathology and Hobart
Pathology.

We prepared twenty samples in individual,
uniquely labelled pots (plus mock request forms)
for each attendee and sent the specimen list to
Jann so that everyone could read up on unfamiliar
specimens. Each attendee had to complete 4
simple transfers, 5 skin samples from simple to
complex, a lipoma, a gall bladder, a small bowel,
a kidney, a spleen wedge, a lung wedge, a trachea,
a “fresh” lymph node, a testis, 2 cone bx’s
(oriented and piecemeal), and an oriented and
localised breast lump with X-ray.

The majority of the tissue samples were from
three month old pigs from ANU research
(humanely euthanased prior to the collection).
Other samples were created by Penny — cone bx
from squid tubes (calamari won’t be viewed in
quite the same light again), TURPS and uterine
curettings from mince, and gastric bx from
chicken wing. We order kidneys, trachea, testes
(rams testes — very large 350-450gm!), and fat
from the butcher. The fat is used for lipoma,
breast lumps and mastectomy. Penny creates a
mastectomy with superglue, layers of fat, an
ellipse of pig’s nipple bearing skin, then sculpts
with a scalpel. All tissue is fixed in NBF, then
transferred to 70% alcohol to eliminate formalin
exposure to attendees. Due to flammables
transport regulations, the Launceston samples
were then transferred to PBS.

With four boxes of samples, six boxes/sets of cut
up equipment, cassettes, paper towel, block boxes,
work books, request forms, whiteboard, atlases,
benchkote, a trolley, box of ‘incidentals’, mugs,
and 2 baskets of Arthur Bailey chocolates, it took
one and a half hours to pack the car with
unhelpful advice from my neighbours. The boot
was so tightly packed, | doubt if a matchbox
could’ve been squeezed in. The back seat was
piled to the roof with just enough room for two
small suitcases — we kept the rear doors locked

‘Just in case’. Rear vision was by side mirrors
only!

We had an uneventful trip to Melbourne and
found Port Melbourne with the guidance of
Penny’s Navman. Before boarding, a Quarantine
officer needed to inspect the engine bay, the boot
and the rear seat. He visibly quailed at the
contents of the boot and wanted to know what ‘all
that stuff” was. | explained that we were running a
Workshop in Launceston and that it was for
teaching purposes. 2 boxes of samples in yellow
tops were visible and he demanded to know what
was in them — | replied that they were samples for
teaching purposes. He quailed again but let it go.
When | carefully opened the rear door, he took
one look and shut it! After that, we had an
uneventful boarding — a good meal and a calm
crossing saw us in Devonport and on our way to
Launceston at 7 am the next day.

On our arrival, we contacted Jann to organise a
time to set up. The Histology lab there is small but
the staff had relocated sufficient equipment etc for
benchspace for six pairs to work together, leaving
enough wriggle room for Penny and myself.

At 8 am on Saturday, the Workshop commenced
with Penny giving a general talk before work
began. Attendees worked in pairs with one
scribing while the other described, drew, inked,
sampled and cassetted tissue. Then they reversed
roles.

Work finished at 5:30 pm on Saturday, with most
completing half of their samples. We all went out
to dinner with two of the pathologists and enjoyed
an excellent meal. 8 am on Sunday saw everyone
back and hard at work — the more complex
samples proved quite challenging. However
everyone set to; some were more confident than
others in handling the unfamiliar tissues. The last
pair finished at 4:30 pm and by 5:30 pm the lab
had been restored, and the car repacked — Jann
had also loaded all the Launceston blocks on the
processor. All attendees have to process and
embed their blocks, write up the macro reports
and mail the lot to Canberra where we check the
blocks and forms against the macros. The
corrected macros and forms are bound together
into a folio and returned with the blocks and
certificate to each attendee for their pathologist to
attest.

Continued page 21






What Stain is this?

What Stain is this? Periodic Acid — Thionin Schiff
What is the tissue? Liver
What is being demonstrated? Glycogen

Kasten (1) assessed 216 different dyes for use as Schiff’s reagents and recommended
twenty-five different dyes for use in histochemistry. These included acridine yellow,
brilliant cresy blue, chrysoidine Y, cresyl violet, neutral red, pyronin B, safranin O, and
certain thiazin dyes such as azure A, thionin, and toluidine blue O. Thionin has been
successfully used routinely as a replacement for Basic Fuchsin Schiff (2,3).

Kasten (1959) “Schiff-type reagents in Cytochemistry: I Theoretical and practical considerations” Histochemie
1:466-509.

Henwood & Smith (1984) “A Stain to differentiate O-Acetylsialomucin from other Epithelial Mucins”. Tissue Talk
6(1):3-4.

Jaspers (1987) “Practical Advice to the PAS Reaction” J Histotechnol 10(4):263-266.
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Picro Sirius Red Review

Collagen is a family of glycoproteins that
are contained in different histological
entities such as collagen fibres, reticulin
fibres and basement membranes. The
majority of histochemical stains for their
demonstration are trichrome stains such as
Mallory, Masson and van Gieson methods.
Although collagen fibres are usually
stained by these methods, other collagen
containing structures such as reticulin and
basement membranes are also stained (1).

Because the bulk of the collagen molecules
in mammalian tissues are orderly arranged
in a parallel orientation, a normal
birefringence is one of the classic
characteristics of collagen. Collagen
molecules being rich in basic aminoacids,
react strongly with basic dyes, Sirius Red
is an elongated dye molecule which reacts
with  collagen and promotes an
enhancement of its normal birefringence
because many dye are aligned parallel with
the long axis of each collagen molecule

().

It has been shown that collagens I, II, 111
and 1V show different interference colours
and birefringence intensities (1):

« Type | form thick collagen fibres
composed of closely packed thick fibrils
and gives an intense birefringence of
yellow to red.

» Type Il, which is present in hyaline and
elastic cartilages, does not form fibres, and
it’s very thin fibrils are arranged as a loose
mesh. This results in a weak birefringence
of varying colour.

* Type Il form thin fibres (reticulin fibres)
and give a weak green birefringence.

12

Usually, thin normal collagen fibres in
picrosirius red stained sections show green
to greenish yellow polarization colours
whereas thick fibres show yellowish-
orange through orange to red polarization
colours. It is stated that in both thin and
thick fibres green to greenish-yellow
colours suggest that the collagen is poorly
packed and orange red colour originates
from tightly packed fibres (2).

When examined through crossed polars the
larger collagen fibres are bright yellow or
orange, and the thinner ones, including
reticular fibres, are green. A few
materials, including Type 4 collagen in
basement  membranes,  keratohyaline
granules and some types of mucus, are
stained red but are not birefringent. It is
necessary to rotate the slide in order to see
all the fibres, because in any single
orientation the birefringence of some fibres
will be extinguished. Even without a
polarizing microscope, picro-sirius red
shows things like reticular fibres and the
basal laminae of cerebral capillaries, which
are missed by van Gieson and may be
obscured by masses of other stained details
in trichrome methods (Mallory, Masson,
Heidenhain etc).

Junqueira et al (3) studied the influence of
tissue section thickness on the colour and
intensity of birefringence displayed by
collagen in tissue sections studied by
means of the Picrosirius-polarization
method. When dermal collagen sections of
different thicknesses (ranging from 0.25 to
11 micrometers) were studied by this
method, it became evident that not only did
the intensity of birefringence increase
proportionally to tissue section thickness,
as was to be expected, but also a gradual
shift in colour from green through a yellow



to red could be observed as tissue section
thickness increased.

According to John Kiernan, it's important
to get the right dye - Sirius red F3B is C.I.
35782 (Direct red 80). There are other
"sirius red"s that are quite different. With
this kind of dye (a tetra-azo direct cotton
dye) the manufacturing process necessarily
generates more than one coloured product,

References

and other compounds are added to
precipitate the dye and adjust its colour
intensity. John recommends that you test
your Sirius red on sections of muscle,
brain and kidney before using it for
research or diagnosis. In normal kidney the
glomerular basement membranes should be
red but not birefringent. Every muscle
fibre should be surrounded by red and
birefringent collagen.

1. Montes & Junqueira (1991) “The use of the Picrosirius-polarization method for the study of the biopathology of collagen”

Mem Inst Oswaldo Cruz. 86 Suppl 3:1-11.

2. Ganganna et al (2012) “Collagen in histologic stages of oral submucous fibrosis: A polarizing microscopic study” J Oral

Maxillofac Pathol. 16(2): 162-166.

3. Junqueira et al (1982) “The influence of tissue section thickness on the study of collagen by the Picrosirius-polarization

method” Histochemistry 74(1):153-6.

FOOD IN PATHOLOGY

Pathologists have a special fondness for using food items as examples of various pathologic
lesions. Dr. Bewtra (Am J Dermatopath 1996, 18(5): 555) searched various pathology
textbooks and other sources, and complied a list of food items used in describing pathologic

lesions:

Chicken fat postmortem blood | Chocolate cyst endometriosis ovary
clot

Cream cheese | TB necrosis Fried egg oligondendroglioma

cell

Jelly belly pseudomyxoma Coffee-bean nuclei | Brenner tumour
peritoneli

Popcorncell |R-S Hodgkin's | Salt and pepper | small-cell
disease nuclei carcinoma lung

Port-wine hemangioma Kidney-bean Histiocytes

stain nucleus

Nutmeg liver | chronic congestion Rice bodies loose bodies, joint

Café-au-lait neurofibromatosis Coca-Cola urine acute

spots glomerulonephritis
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Solve a Problem — Fat Staining with Oil Red O

One of the most widely used dyes for staining fat is oil red 0. This dye stains fat more intensely than Sudan Ill and
Sudan IV, which are similar in chemical structure. Sudan Ill contains no methyl groups, Sudan IV contains 2 methyl
groups, and oil red 0 contains 4 methyl groups, all of them in the diazo group of the classification of dyes. These dyes
are insoluble in aqueous solutions but soluble in ethanol, isopropanol, propylene glycol, and other organic solvents.
Lillie's supersaturated isopropanol method using oil red 0 appears to be the most popular method for staining
neutral fats (1).

The demonstration of intracytoplasmic fat at intraoperative diagnosis of parathyroid lesions is valuable in the
diagnosis of parathyroid adenoma with oil red O positive fat being seen in normal or atrophic parathyroid but
negative in parathyroid adenoma and hyperplasia (2). The presence of fat in the fetal zone of the adrenal cortex in
the stillborn macerated fetus is indicative of the mode of intrauterine death. When there is only a scant amount of
fat in the adrenal gland, then this indicates an acute mode of death, where as a massive fatty change of almost all
cells throughout the fetal cortical zone indicates a chronic mode of death (3).

As promised, here are the suggested answers:

1. Fatin skin sections fails to stain with Oil Red O.

Have the sections been in contact with organic solvents, either before or after
staining? Is the oil red O stock solution too freshly made? It usually takes several
days for a freshly prepared stock Oil Red O solution to reach saturation.

2. The Oil Red O stained sections have been inadvertently over stained with Haematoxylin.

The usual Haematoxylin differentiating solution is 1% hydrochloric acid in ethanol.
Unfortunately this solution cannot be used since the ethanol would remove the Oil
Red O stained fat. Fortunately, one can use 1% hydrochloric acid in water quite
effectively to differentiate the over-stained haematoxylin. Historically, | believe that
ethanol was included in the differentiating solution in order to dissolve haematoxylin
precipitates in tissue (that are alcohol soluble). So to differentiate the over-stained
Haematoxylin, | would use a 1% hydrochloric acid in water solution.

References

1. Churukian CJ (1999) “Lillie's Oil Red 0 Method For Neutral Lipids” J Histotechnol 22:309
Clarke et al (1996) “Atypical fat staining patterns in hyperparathydism” Int J Surg Pathol 3:163-8.

3. Becker MJ, Becker AE. (1976) “Fat distribution in the adrenal cortex as an indication of the mode of intrauterine death” Hum
Pathol 7(5):495-504.
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Dako IHC Price Per Slide Guarantee

Financial Certainty is Important

Your budget is being trimmed. You're being asked to do more with less,
maybe even turn a profit or at the very least minimise your IHC expenditure.
Your Pathologists are asking for more tests and you're trying to improve your
IHC consistency and reproducibility. Let's not even mention staff shortages!
You're juggling a lot of different priorities.

Be a Lab Hero!! Save money for your lab and still increase your daily
slide output with faster turn-around-times (TAT)', Help solve your staffing
issues by having less hands-on time', whilst having a standardised protocol
to improve the consistency and reproducibility of your results. And know
exactly what it is going to cost you at the end of each week, month and year.

@oae

The Dako Price Per Slide Guarantee

We at Dako believe in clear and transparent pricing. Our Price Per Slide Guarantee means that the price
we quote per slide is the price you pay per slide. No added “extras” like instrument rental and service, wash
buffers, oils, coverplates, pre-treatment, labels, coated slides, buttons, dispensers or antibodies. At Dako,
everything is included. The Price Per Slide Guarantee includes:

Instrumentation FLEX RTU antibodies (currently 113 in the portfolio)
All ongoing service and maintenance FLEX/FLEX+ Visualisation

Onsite application support Dako antibody concentrates

Assistance with optimization Target Retrieval Solution (low and high pH)
Assistance with implementing new antibodies Coated slides

Regular training Slide labels

Reagent vials Wash buffer

DakolLink software and upgrades Antibody diluents

New Dako antibodies are automatically included Printer and barcode scanner

at no additional cost (approximately 5 - 6 new Option for DuoFLEX (multiple colour cocktails)
antibodies per year)

Challenge Us!

Make a call to Dako now. For the price of a phone call you could save tens of thousands of dollars in labour
and products.

Scott Reed | Account Manager - NSW/ACT/NZ scott reed@dako.com 0412 316 693
Paul Steward Account Manager - QLD/WA/NT paul steward@dako.com 0408 510 651
Jennifer Healy Account Manager - VIC/SA/TAS jennifer.healy@dako.com 0418 678 132
Jane Radiord Applications Specialist - Australia & NZ | jane.radford@dako.com 0402 405 226
Michael Fennell Fleld Service Manager - Australia & NZ | michael fenneli@dako.com 0411 810 004
Jason O'Keeffe Field Service Engineer - Australia & NZ | jason.okeeffe@dako.com 0459 024 055
Jeremy Tyson Country Manager - Australia & NZ jeremy.tyson@dako.com 0467 492 547
Customer Care Team | Customer Care Australia customercare.au@dako.com 1800 653 103

Reterence: Colliey & Stead 2011, Optimized Immunohistochemistry Workflow Faci¥tated by New Dako Autostainer Link 48 Software
http://www.dako comfaufindex/knowledgecenterke_product_info_sites/pathology_instrumentation/dako_autostainesrink _48 _
_info_site/dako_autostainerink_48_publications htm
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AGM Chairman’'s Report, August 2012.

We have had a busy and successful year

During the past year we held four
presentation meetings, a workshop and
the 5th National Histology Meeting:

The guest speaker at our Annual General
Meeting in August 2011was Dr Kendall
Bailey, Forensic Pathologist, Division of
Forensic Medicine, Glebe. Kendall was a
great speaker and presented a very
interesting overview of the “Body Farm”
in the USA. The facility researcher’s the
decomposition of human bodies under
various conditions and associating time
frames from death. Meeting held at
North Ryde RSL.

For our Christmas Function we invited
one of our speakers from the National
Conference to talk on the “tour de
France”. Dr Tolmont discussed the
History, gave an overview of the world
famous bicycle race and some medical
aspects. The function was held at North
Ryde RSL on the 25th of November.

In February Dianne Reader presented her
masters research talk on “Establishing
Histological Tissue Parameters of normal
skeletal muscle for a better diagnosis”.
The meeting was held at Douglas Hanley
Moir.

May, saw Tony Henwood hold another
“Histo Hypotheticals” workshop at the
Westmead Children’s Hospital. The
workshop was held on a Saturday
morning and was well attended.

In July members came out of the
woodwork for a meeting on “Viruses and
breast cancer”. Some 58 people attended
this presentation given by Professors
James Lawson and Noel Whitaker from
the University of NSW. This was an
update on two previous presentations
given over recent years. Their work
involves the role of viruses such as HPV
in breast Cancer. The meeting was held
at DHM’s facility.

We encourage members and friends to
attend these meetings. We have
interesting topics and speakers. It is also
a great opportunity to meet and talk to
fellow members. These meetings have
good attendances.

In November we hosted the 5th National
Histology Conference at Rosehill
Gardens Event Centre. This was a very

successful conference with
approximately 260 people attending
(delegates, trade and speakers). The
response to the workshops was
overwhelming.

On the Friday at Granville TAFE we held
two Surgical Dissection workshops (12
participants  each), two practical
Histochemistry workshops (30
participants each) and at Rosehill gardens
a Histo Hypothetical workshop (60
participants). The workshops at
Granville TAFE were fully subscribed.

The exhibition area proved a popular
spot with 23 exhibition stands taken by
15 companies. The companies put on a
great display of equipment and products
and we thank them for their support.
During the conference three companies
held well attended user meetings.

Our speakers covered a wide range of
topics to ensure there was something of
interest for everyone. They were
complimentary of our organisation and
members.

We also received many complimentary
comments about the venue, facilities and
staff. The venue has also congratulated
us on the running of the conference and
the way our delegates conducted
themselves, they were very impressed.

In summary, a great conference and
venue. There are many people to thank
for their involvement in organising this
event. Particularly our committee who
spent many hours over 2 years ensuring
the many components came together
successfully. There are too many people
to thank personally, other than to thank
Lin and Kathy for their assistance,
having stood down from their current
committee positions.

Where to from here.

We have commenced an application to
the NSW Department of Fair Trading for
incorporation. Our other States are
incorporated and it is something we need
to do for insurance and Governance. You
would have voted on a name change
tonight, this is our first step.

Planning has also commenced for a state

conference potentially in Orange in early
2014. From the success of our workshops
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at the National Conference we will be
holding more workshops over the next 12
months.  Night time  presentation
meetings will continue. So we are
looking at another busy year ahead.

Tony Henwood and Linda Gomes
continue to put in the many hours of
work to produce the “Histograph” and
we thank them. Also the companies that
advertise which covers the cost of
producing the newsletter.

The website (www.histonsw.org.au) is
continuing to be developed and is an
important means of communicating
information to you. Please refer to it
regularly.

For those who have not renewed their
membership, this is now due. Please do
this as soon as possible. You are an
important component of our
Histotechnology Group.

Special mention needs to be made of Lin
Parkes and her accountant who have
spent many hours preparing tax returns
going back a number of years; for the
taxation dept. As a small non-profit
group, there was a belief that we did not
need to submit Tax returns and we
received a ruling that they needed to be
done. As of now we are up to date with
submissions.

Despite some unforseen expenses, this
year sees us finish in a strong financial
position.

We again need to thank Douglas Hanley
Moir Pathology for their support in
making rooms available for committee
meetings and some of our functions and
presentations.

To close we really need to that this year’s
committee for their commitment and the
many hours of work they have given over
the past 12 months to make this year the
success it has been.

We look forward to your continued
support in the coming year.

Trevor Hinwood.
Chairperson.
Histotechnology Group of NSW.



AGM Treasurer's Report, August 2012

REPORT FOR FINANCIAL YEAR 1/07/2011 — 30/06/2012

1). Sydney Credit Union # 94099 — S4 General Working A/c & T/Deposit:

Opening Balance @ 1/7/2011

Chq. Deposited 30/6/11 @ NAB and appeared on Credit Union
Statement COB 1/7/11
Bank Interest received 1/7/2011 —30/6/2012
Receipts 1/7/2011 — 30/6/2012

Include: Memberships; advertising revenue—Histograph;

ATO refunds on BAS, Xmas lecture receipts; National Conference
Registrations r’cd into S4 General a/c & subsequently trsfd to S4.1

Conference a/c; transfers from Term Deposit as required etc.

Payments 1/7/2011 - 30/6/2012

Include: balance venue costs AGM 2011 & Xmas 2011; Insurance;

storage facility; BAS; web-site; stationery; postage; costs of

producing Histograph; speaker gifts; MYOB assistance; deposits

on venue for AGM 2012 & Xmas lecture 2012; transfer of Conference
fees r'cd into S4 General a/c & moved to S4.1 Conf. a/c; purchase of
new Toshiba laptop, MYOB A/c software, new printer, ink cartridges

for purposes of isolating HTG Accounts work for new treasurer; Accountants
fees for Financials & Tax Returns 2004 to 2011 Years; Income Tax

of $2,893.20 for 2004 Yr etc.

Closing Balance @ 30/06/2012

Held in: Sydney Credit Union

S4 Business A/c # 94099

Term Deposit # 18511

2). Sydney Credit Union # 94099 - $4.1 Conference A/c & Term Deposit:

Opening Balance @ 1/7/2011

(includes Chqg.159177 $50.00 (Medlab Path) written 24/6/11 but
not presented until 6/7/11)
Bank Interest received1/7/2011 - 30/6/2012

Receipts 1/7/2011 - 30/6/2012

Includes: Registrations for National Conference 4-6 Nov, 2011

— Trades, delegates, workshops; advertising brochures in Satchels;

Sat night dinner etc.

Balance C/Fwd ..
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$29,849.86 Cr.
75.00

1,189.76
92,674.67

123,789.29 Cr.

-109,820.70

$ 13,968.59 Cr.

$ 2,727.45
$11,241.14

$13,968.59 Cr.

$ 21,413.10Cr.

294.99
149,202.80

$170,910.89 Cr.



2) Sydney Credit Union — Account # 94099 — S4.1 Conference A/c (Cont):
Balance B/Fwd

Payments 1/7/2011 - 30/6/2012..

Include: Hire fees for Conference venue including Sat night

dinner; Stands etc. for Trade displays; all morn. & aft teas,

lunches at both Rosehill & Granville TAFE; bus hire for workshop
venues; promotional material including polo shirts, satchels, pens etc;
stationery; ink cartridges etc; printing of w/shop + conference
booklets; speaker gifts; accommodation/breakfasts & airfares for
overseas & interstate speakers; taxi fares; 3 days accommodation/
breakfasts for T.Hinwood; BAS payments; transfer of $15,000 to
Victorian branch of HTG to assist with advance expenses in presenting
next National Conference; refunds where applicable, etc.

Closing Balance @ 30/6/2012

Held in: Sydney Credit Union
S4.1 Conference A/c
Term Deposit # 27888

IN SUMMARY:
SCU-S4 A/c
SCU-S4.1 A/c
SCU —T/Deposit # 18511
SCU —T/Deposit # 27888
Canberra CBA A/c 101115825 1,363.80

Total Funds Held @ 30/6/2012

NB: Deposits Paid on venues in advance of events (included in above):
S 200.00 Nth Ryde RSL HTG NSW — AGM 24/8/2012
S 500.00 Nth Ryde RSL HTG NSW Christmas lecture 30/11/2012

$170,910.89 Cr.

-134,431.03

$36,479.86 Cr.

S 479.86
$36,000.00

$36,479.86 Cr.

$ 2,727.45
$  479.86
$11,241.14
$36,000.00

$51,812.25 Cr.
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CHRISTMAS CELEBRATIONS

Meet Craig -~ The White Quy
Handwriting analyst
It‘,'s all about‘ Sou!

Nhat 20es Hour

NRITING sa4
WE&OMYO (

Craig Peebles started Handwriting Analysis path back in 2008, He embarked on what is now an
amazing journey in self awareness, understanding others and the ability to conneet with pecple from
all walks of life. A Handwriting Analysis is an “in depth look “at how you respond to the world, Your
strengths, weaknesses, positives, fears and defences and he ean shew you hew to address traits that
may not serve you well,

Venue: North Rgde RSL Chritmas dinner &pre dinner drinks
Date: 30/M/2012 Fun games and prizes

Time: 6.50pm

$45 per person

RSVP; 20™ Nev 2012

Contact: Bharathi Cheerala

bcheerala@tﬂm.com.au

Ph: 9855 5434
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Immunohistochemical Tests on Sentinel Lymph Nodes

The sentinel lymph node (SLN) is defined as
the first lymph node(s) encountered along the
lymphatic vessels draining a solid tumour. As
such, for tumours with lymphangitic spread,
the SLN is the node most likely to harbour
metastatic disease (1).

False-positive diagnoses of sentinel node
metastases may occur due to (1):

1. Misinterpretation of artefacts,

2. Misdiagnosis of pre-existing benign
epithelial or mesothelial inclusions within
lymph nodes or

3. Misinterpretation of epithelial or
mesothelial cells mechanically transported
to the node as a consequence of previous
biopsy or mapping procedures.

Misdiagnosis of artefacts has been reported
in sentinel nodes in breast surgery, but can
usually be avoided by applying strict criteria
for the acceptance of low-volume metastatic
disease. Suspicious cells or cell clusters must
be present in the plane of the section, and
within the proper location within the node
parenchyma or sinuses. Clusters of tumour
cells may adhere to nodal surfaces as an
artefact during pathologic dissection; while
usually clearly recognized as artefact, such a
problem may confound such advanced
techniques as RT-PCR where morphologic
correlation is not maintained. In addition,
suspicious cells or cell clusters should exhibit
cytologic features of malignancy, such as
nuclear enlargement, variation in nuclear size

and shape, and prominent nucleoli.
Histiocytes may exhibit nonspecific
cytokeratin  staining, but are usually

identifiable by their presence as single cells
and by their benign cytologic features.
Artefacts such as cutaneous squamous cells
deposited on slides secondary to handling
can be distinguished by a combination of
benign cytologic features and by their random
distribution across the slide, usually out of the
plane of section; this artefact can be avoided
by proper handling within the histology
laboratory. Pre-existing benign epithelial or
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mesothelial inclusions within regional nodes
may also represent a potential pitfall for the
false-positive diagnosis of metastatic tumour.
Such inclusions have been implicated as
sources of potential false positives in regional
nodes in breast, gynaecologic, thoracic,
renal, and head and neck surgery. Such
inclusions can be recognized by their benign
cytologic features and close resemblance to
normal tissue. Nevertheless, their presence
in regional nodes can be disconcerting, and
even with critical analysis, can lead to false-
positive reports of metastatic disease (1).

Diaz et al (3) looked at the possibility that
epithelial cells may be transported by
mechanical means, such as displacement of
epithelial cells by surgical biopsy into
lymphatic vessels, to axillary lymph nodes,
rather than exclusively by metastasis, in
some patients with breast cancer. They found
that epithelial cells and cell clusters, less than
or equal to 0.2 mm in size and without
features of established metastases, occurred
more frequently in the SLNs of patients who
underwent pre-SLN biopsy breast massage.
Pre-SLN biopsy breast massage is often
used to facilitate the localization of SLNs.

Robinson et al (2) described a case of
Alternaria simulating metastatic carcinoma in
a cytokeratin (CK) stained axillary sentinel
lymph node (SLN) biopsy from a case of
invasive mammary duct carcinoma. Under
low-power microscopic examination, the
organism superficially simulated the presence
of a cluster of CK-stained isolated tumour
cells. They noted that the typical location of
CK-positive isolated tumour cells was in the
sub-capsular sinus of the SLN whereas
Alternaria was randomly located in the cortex
of the node. Alternaria spores are 20-50 um
in greatest dimension (and, thus, could
potentially equate the size of metastatic
tumour clusters) and are dark brown because
of the native melanin-like pigment. This
brown coloration closely resembles the
staining observed in CK-positive cells. They
also noted that both Alternaria and CK-



positive tumor cells have no central staining.
However, high-power microscopic evaluation
showed the characteristic internal structure of
Alternaria: ovoid spores, divided by walls
along its long and short axes, resembling a
snow-shoe. The SLN was negative for
metastatic carcinoma cells on three routine
H&E stained slides, and no “real” CK (AE1/
AE3) stained cells were present.

References:

Fungal organisms of the Alternaria family are
rather common contaminants in
cervicovaginal and other cytologic
preparations. The spores are ubiquitous in
the environment, and are commonly isolated
from outdoor and indoor air (the latter being
the presumed source of contamination in this
case). Alternaria is a common cause of
allergic disorders and may rarely cause
opportunistic infection in
immunocompromised patients (2).

1. Wiese et al (2009) “A Prospective Study of False-Positive Diagnosis of Micrometastatic Cells in the Sentinel Lymph Nodes

in Colorectal Cancer” Ann Surg Oncol 16:2166—-2169

2. Robinson et al (2008) “Alternaria Simulating Metastatic Breast Carcinoma in Cytokeratin-Stained Axillary Sentinel Node

Sections” The Breast Journal 14(1):120-121

3. Diaz N, Cox C, Ebert M, Clark J, Vrcel V, Stowell N, et al. (2004) “Benign mechanical transport of breast epithelial cells to

sentinel lymph nodes” Am J Surg Pathol. 28:1641-5.
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“Surgical Cut Up Workshops, Launceston 2012”, Continued from page 9

This was a highly successful workshop with an enthusiastic atmosphere and interaction between us all, with
frequent breaks while Penny drew her minimalist diagrams on the whiteboard to explain a process. After
completing the oriented breast lump, there were several who announced they had a new respect for their

pathologists.

We would like to thank Jann Brauer for kickstarting and then organising her end of the whole show and Dr
John Roberts for allowing us to take over the histology lab for the weekend.

A special thank you to Doug Barbour and Robyn White of Arthur Bailey Surgico for sponsoring the major
portion of our travelling costs and for chocolates for both labs, and to Robert Walch of Leica who provided
refreshments and lunches for both days. Without the help from both these sponsors, this venture would not

have been viable.

Anne Prins
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Are You Interested in our
Surgical Cut Up Wet Workshop 2013?

o Gain practical skills with ethically collected tissue
o Held on Saturdays 2nd March, 4th May, 6th July and 7th Sept
2013.
o Each session runs 10:00am to 3:00pm, morning tea and lunch
included
o Covers the 4 NPAAC guideline divisions:
= simple transfers (biopsies, punches, cores etc.)
= simple tissue (skins, gallbladders, appendix etc.)
» moderately complex skins and organs (uterus etc)
= complex skins and organs (breast, colon, prostate
etc)
o Comprehensive workbook provided with detailed descriptive
language
o Folio generated from work completed - NPAAC requirement
o Suitable for all staff, from Associate Diploma equivalency to
Degree
o Must have minimum 12 months experience in Cut Up
assistance
o Satisfactory completion of all 4 sessions = Certificate of
Competency
o Held at Canberra Institute of Technology and run by Anne
Prins and Penny Whippy
o Enquire now - maximum intake 12 only — 6 places already
taken!
o Cost: $110 per session or a total of $400 if paid before first
session.

Contact: Anne Prins 02 6125 4644 anne.prins@anu.edu.au
Penny Whippy 02 6174 5667 penelope.whippy@act.gov.au
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HISTOTECHNOLOGY GROUP of NSW

ABN: 63 128 868 343
nswhistogroup@bigpond.com

Membership Application Form

PLEASE TICK: D New Membership
D Renewal of Membership

D Change of details
SURNAME GIVEN NAME
OCCUPATION POSITION
INSTITUTION DEPARTMENT

ADDRESS for CORRESPONDENCE: HOME OR BUSINESS? (Circle One).

STREET/P.O.BOX.
SUBURB POSTCODE.
PHONE:WORK HOME
E-MAIL ADDRESS:

| wish to become a member of the Histotechnology Group of N.S.W. and enclose
[ ] $38.50 for annual subscription of $35.00 and $3.50 GST.

D $16.50 for student subscription of $15.00 and $1.50 GST
(Full-time or working toward first qualification)

$82.50 for company subscription of $75.00 and $7.50 GST
(2 representatives, one of whom must be a NSW representative)

Please make cheques payable to the Histotechnology Group of NSW
Or: Internet Banking: BSB:802 084; Account number: 94099;
Account name: Histotechnology Group of NSW.

Reference: [Name — for member identification]

SIGNATURE DATE
Office use only
RETURN TO: _
Receipt

SECRETARY

HISTOTECHNOLOGY GROUP of N.S.W.

P.O. BOX 871,

SEVEN HILLS NSW 1730 Recorded
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