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Tissue-Tek™ at 25 ...
Meeting the Needs of Histologists Worldwide

This year marks the 25th anniversary of the Miles
vision Ihat supplies vou with well-known Tissue
Tek® Histology Systems and Lab-Tek® products. i
has been through your constant support and conli-
dence in these brands that we at Miles Scientific are
abile o celebrate this proud occasion,

Twenty-live years ago, the Lal-Tek Plastics Company
was founded by 1. B. McCormick, M.D., pathologist
and Inventor. Then in 1966, Miles acquired Lab-Tek
trom Dr. McCormlek, and in doing so, obtained much
mare than & building and inventory, We acquired o
tradition — the plans, deas, and a commitment o
serve histologlsts around the world and the creative
thrust to innovate and modernize the histology lab
with prodocts fo meke work easier and maore
elficient.

Today, we still mainiain this mission. The Tissue-Tak
name can be found on products used in every ares
of histology . . . apecimen  collecting,  processing,

embsedding, sectloning, mounting, staining, and
storing. From the first Thsue-Tek Embedding Systein
imvented by D, McCormick (o the newest Vacunm
Infiltration Processor, your needs, as histologists, are
Our prrimary consideration,
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Clamping. Furlhermaore, the Tissue-Tek Embedding
Ring System alliswed recutting of specimens in the
same plang as the previois section.

I thie warky G0's, several Tissue-Tek instriments were
added to the proaduct fine. These included Thsue-Tek
Maraffin Dispenser, Tissue-Tek Vacuum [nfilirator,
and Tissue-Tek Microtome Cryostal. The nexi mapor
inmovation eame in 1968 when another of D
MeCormick’'s inventions was introduced as part of the
Tissue-Tek |l Embedding System, This imvention was
the Tissue-lek || Process/ Embedding Cassetle, Here,
for the= first time, a single product safely held o
specimen through processing and embedding to stor-
age, so specimen identificalyon remained with ithe
lisgbe, reducing the possibility of misidentilication.
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The Tesue-Tok Il Teesue Embedding Center, iniro
duced af the siine ime, was the first all-dn-one
insdrumen for embedding, 11 incorporated o parafiin
dispenser, a cold plate, o warming drawer for base
miolds, plus o cold drawer for embeddied specimiens.

e Tissue-Tek [l Uni-Cazsstie™ Sysiem was
introduced in the late TiVs The one-piece mokded
dealgn eliminated the siainleas stecl, reusable covers
al the earlier Tisue-Tek || Cassetie System. The line
was refined 1o inchicds biopsy  cisselles, mega-cas-
seftes, and casseites in colors (o permil convenlent
color-coding of apecimens

A major infroduction in 1979 was the Tissus-Tek 111
Wacuum Infiliration Processar, This innovatlve design
3 still o largest tissue processor, holding 300+ spec-
imens in a stationary processing chamber. The fully
anibosed system improved the safely of processing
for hoth specimens and oporators.

Product development comtinued into the 80% with the
Intraduction of Tissue-Tek 01 Taue Embedding Con-
gole Syalen, ThaueTek [l Accu-Edge™ [Hapoaable
Microtome Blade System and Tissue-Tek [ Accu-
Cut™ Hotary Microlome
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This year, 25 venrs alter introducing the lesl Tise-
Tek Embedding Hings, we are still expanding he
system (o help you keep your histology Inh owell
organized, Tisaue-Tek Embedding Rings are now
being olfered in five colors: while, yellow, pink,
green, and blue, Ten cobors are offered n bolh Tiesue.
Tek 11 ProcesaEmbedding Cassettes and Thasue-Tiek
Il UniCassette™ products: ian, arange, ldac, gold,
aqua, yellaw, pink, green, hlue, snd while.
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I addilion, two pew Tssde-Tek VIP'™ Tissue
Processors have been Introduced. These are VIP 1000
and VIP 2006 which have specimen capacities of 100
andl 200 cassetles, reapectively, Thess mew PROCEESn T
are computer controlled and packed with [eatures (o
ghve youl the best possible processing with continous,
pellnhle service

As for the years ahead, one thing is clear: our future i
bt apon your eontinued confidence and support, Wi
shall malntaln our commithient o mprove and
develop products for histology s we begin our second
gusarter century as your histology syalems source.




Incompatible Chemicals — Anlmmﬂnmider
mmwmmm

In a previous issie,' Tamela Bird reported a chemical

fire aceldent which occurred during E' reparation of &

reagent for softening keratin and chitin, as outlined in
a staining manual ® mmnmmmnmﬁm
the following note on incompatible chemicals is
sented. Hopefully, a general familiarization wllh
some of the more hazardous chemicals’s routine use
in the Inboratory will aid in prevention of reactive
chemical hazards In the work place.

The constituents of the reagent in the Bird report are
mercuric chioride, chromic acid, concentrated

acid, 95% ethanol, and distilled water. The accident
occurred when 5% ethanol, a flammable fiquid,
spilled over the work aren and ignited, as it wos added
10 a container of mercuric and chromic acid.
Anuﬂmrhlmhnmmhdlnlhnupmnm#
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Chromic acld, concentrated nitric acide, and 95%
“in “‘mmﬂ o
neom ey react with each olher lo
a flammable and/or explosive condition.? The
mmﬁﬂmlﬂmﬂhedbrmskﬂm&mmhu
muﬂ:lmhﬂwmulwmhnﬁdmd
..urrm: reaction
wmﬂd resulted if the concentrated nitric acld
hiﬂhﬂn exposed o the burning reaction mixture.
Some attention should be given to the general proper-
ties, handling, use and storage ol potentially
huq@:q.ﬂ_q:nmpmhh“ and “reative” chemicals
l.unthl_:l“hh[.F larly useful in this regard is a
MC/B Manufacturing umhh."ﬁ’l‘l‘.hﬂlﬂ:hd per-

described as

ated into the catalog of the
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Another class ol Incompatible chemicals comprise
those reagents which, upen resction with esch other,
produce highly toxie compounds, rather than o fire
and/or explogion hazard. These are Hrted in Table 111

The warning label on a reagent bottle or conlainer
often provides essentlal information lor avoiding the
imre serious hazards nssociated with the chemical. [n
case of an accidental swallowing of the chemical, or
ol an accidental contamination by il, instrections for
antidote/ first aid procedures are also given on the
warning label. Thus, a brief tamilarization with the
warning label, before a chemical is used or put away
lor storage, Is the first lmportant step in the pre-
vientbon of chiemical hazards in the labaratory.
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Removing Mercuric Chloride
Precipitate from Tissue

Marjorie Parker

St Agnes Hospilal

Baltimoroe, Maryland 21229

The classlcal method of removing mercunc chioride
precipitate from Gssue may be shortened and mace
suimewhat easler if the lollowlng steps are perlormed.

Solutions;
1% lodine Solution

i [T R R e, Do e 1.0 gm
Absoluleethylaleohol .o ciiiios e 100,40 mi
5% Sodium Thiosulfabe
Sodium thiosdlabe . . o0 e s b 5.0 gm
% Ethylaloohal-. . .. rae i rersnnss T8 vl

NOTE: In the above solutiens lodine is eompletely
dissolved, but the sodium thiosulfate in 95% alcohol
wil appear 1o b saburated,

Procedure:
1. Deparaffinize slides with 3 changes of xylene,
2, Place slides in 2 changes of 100% alcohal, 2
changes of 95% alcohol,
&, Place slides In 1% alcoholie lodine solution for
1015 minutes,
4. Hinse I 95% alcohal.
&, Place in 5% alcobolic sodinm thiosulfate LINTIL
COLORLESS (30 seconds fo 2 minutes).
. Wash in water 2-5 minutes.
. Proceed with routine hematosxvlin and ecsin (H&E)
procedur,

Removal ol mereuric chloride precipitate takes place
more rapidly and more thoroughly in alcoholic odine
solvent. Removal of lodine & quickly accomplished
with alcaholic sodium thiosutfate,
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A Spinal Fluid Stain for
Cryptococceal Meningitis

Annamae ('Neal, HT (ASCF)
West Virginla Unilversity Medical Cenier
Morgantown, West Virginia 26506

Although a hemotoxviin and eosin (H&E) stain is
e on all spinal Huids brought 1o our laboratory for
membrane liltration, we have found in cases of
suspecied  cryptococcal meningitis, it s very
beneficial o the pathologist 1o stain the membrans
filier with the following perbodic acld-Schiff (PAS)
procodure, It his been very helphul in distingulshing
“ghoat”™ erythrocytes from cryptococcl. On eccasions,
it has been helpiul to decolorize an H&E preparation
and restnin it with the PAS technique.

Procedure:
I. After the spinal Muid has besg put through he
membrane filter (we use a filter with a pore size
aof M5 um), fix in 95% ethyl aleohol Tor 1000 15
minules.

. Wash in distilled water for 5 minutes,

. Dxidize In 005% periodic acid lor 5 minutes.

Wiash in distilled water for 5 minutes.

. Saln In Schlifs solutlon at room temperature (or
15 minufes.

. Waah in running water lor 10 minutes,

. Stain in Gill's hematoxylin formula #2§ for 30
secomds.
B. Wash in distilled water for 5 minutes.
0. Blue In Scott’s water, 12 dips.

1. Wash in distilled water for 5 minotes.

L1, Dehydrate in 95% ethyl alcohol, 10 dips.

12, Dehwvdrate In W00% ethyl alcobol, 5 minules,

Lk Clear In xylene [or 5 minutes and  mount

coverslip with resinous mecdia,
14, For & more permanent  slide, seal around
eoverslip with clear lingernail palish.
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Localization of Prostatic Acid Phosphatase
by Immunoperoxidase Staining

Peter Mooney
51, Stephens Hospital, Chelsea, 1K,

Indirect immunoperoxidase technigue has  been
employed to demonstrate prostatic acid phosphatase
irk human prostate. In this procedure, unlabeled rabblt
anti-human prostatic acid phosphatase is reacted and
bound with the antigen. Next, the bound rabbi
antibody is reacted with peroxidase-nbeled gont antf-
rabbit 196G, heavy and light chain (H + L) Finally, the
resulting complex is demonstrated with amino ethyl-
carbazobe chromogen),

Matcrials
1. 2.3% periodic acid
2. 0.02% potassium borohydride
3. Rabhbit Anti-Human Prostatic Acid Phosphatase,
Miles code no, G5-304-1

. Goal Anfi-Rabbit 1gG (H+L}Y, Peroxidase, Miles
code no. G1-202-3

. Dvalbumin, Miles code no. 95-051-2

3 amino9 cthylcarbazole (Polysciences, Inc.)

. 30% hydrogen peroxide

o Dlmethvl sulloside (D8R0

, D2M acetate buffer, pH 5.0

10, Phosphate bulfered satine, pH 7.2 (PBS)

11. BRL 96#*

©ge 1

Substrate Solution
The substrate Is prepared as follows:
1 Dissotve 10 mg of 3 amino-9 ethylearbazole in 6
ml of DMS0,
4. Add 50 ml of acetate buffer,
3. Add 0.1 ml of a 0.5% solution of hydrogen
perfoxide (L5 ml of 30% H Oy In 30 ml waler),

Method
1. Dewax paraffin sectlon to water,

2, Treat with 2.0% periodic acid for 5 minutes at

roam l=mperature 10 block endogenous tissue

peroxidase,

. Wash In tap water.

. Block aldehyde groups with 0.02% polassium
borohydride for 2 minules al room lemperalure,

. Wash In tap water,

. Rinse in FBS.

. Incubate in a moist chamber with a 1:500 dilution
{eg.. 104 1 in 5 ml) of rabbit anti-human prostatic
ackd phosphatase diluted in 1'% ovalbumin in PR3
for A0 minutes.

#. Wash off with PB5.

8 Wash In two changes of PR3 contalning four
drops of detergent (1% BRII 96) for 5 minutes
cach.

10, Incubate in a molst chamber wil g LS00 ciliution
of goat anti-rabiin 1pG (H <1) peroxidase diluted
In 1% ovalbumin in PES for 30 minutes,

11, Wash in two changes of PBS containing four
Eh'ﬂﬁ-l of detergent (1% BRI 96) for 5 minutes
each.

12, Incubate in the 3 omino-8 ethylcarbazobe sub-
strale solution and leave for 3 minules al room
leimperalire,

13, Wash in acetate buffer followed by running tap
waler for 5 minutes,

14. Counterstain lightly with Mavers' hematoxylin.

15, Blue in tap water,

16, Mount in an aqueous mountant (the final reaction
product is alcohol salubla),

i Lad
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MNOTE: Some workers may wish to reduce non-
apecific staining by blocking Fe receplors before
reacting the primary antibody. Normal goat serum,
Miles code no. G4-292, is useful for this purposs
(approximately a 1.5 dilotion for > 10 minutes),

e —
54041 1ml
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A Method for Making Gram Controls in Tissue

Ma. Mnanye Tanaka, R.T. (CSLT), BSe., BA, and Mr. Colin Henderson, BSc., R.T. (C51.T)
Foolhills General Provincial Hospital, Calgary, Alberta, Canada

The prababdlity of otaining a well-fixed piece of
tisssn  contnining  both  Gram-positive and  Gram-
nedative bacteria in their exponontial growth phase,
uncompramied by antimicrobdal therapy and thers
fore, displaving ty pical Cieam stainiing. is remaote, This
bick of suitable Cram contrel material has encouwr-
aged many histotechnologists to make their own én
iftro controds using suspensions of bacleria i agar,
Presumably growing bacleria in tissue, i i, has
not been recommendsd because the resulting necro-
ais woald be unacceplalile. Masave Tanaks decided to
challenge this presumpion, ressoning that by using a
pirrous tissue, Incubated with o heavy suspension of
bactoria in o nuirient broth, an acceptable Gram
contral could be produced.

Materials and Method

1. Blood agar plates were heavily incculated with
parre Giliures of a Gram-positive cocel Saphylo-
coceus) and a Gram-negative bacillus (Proteus or
Klebziella) and incubated overnlght at 37 =C,

» The next day the entlre ineculom frivim each plite
wis auapended in 15 mi of Brain Heart Infusion
Lircily,

A -Small 0.5 em elippings of placenta were suspended
im the insculated broth and Incubated at 3750 for
three hours, Plwenta was chosen because it is
proratis - and G5 available, fresh aond unfived, [rom
the Inbowr and dellvery rooms of maost hagplials,

4. After Incubntlon, the elippings of placenta were
fixed i 10% neutral buflersd formalin overnight
and processed in e wsual manner,

Results and Discussion

Sbides were stained wsing the Brown and Brenn
method as outlined i the AFLP. Manual® (e
method of chioice at the AFLP, is now the Brown-
Hopp's procedure).’ The stained slides  showed
extracellular Gram-positive and Gram-negative
baeteria throughout the tissue. The degree of niecrosis
was unremarkable,

1

The method describisd provides an easy and rellable
wiay of making Grom eontrols Ino tEaue with a
minimum amount of necrosia, Boar in mind, however,
that these controts are artificial and may exhilsl mich
bettor Gram staining than your est shde.

The bacteria in the control shde are from an
expenental growth phase population, uncompro-
mized by antimicrabial theérapy, and are not under
attack from the immiune sayslem They have also been
properly laed. For all thess reasons they will display
oplimum . Gram stalning  characteristics, The test

bacieria, however, may not be frm an exponeditial
growth phase population and may have poorly
forimed cell walls, a8 a result of antibiotic therapy.
They may also have cell wall damage due o eneyvine
degradation and complerment binding and/or due o
poor fixatinm. For liese reasons Uhe tes) bacieria may
slaln Gram variable,

In histotechnology the artificial Gram control lesls
your ataining reagents bul does nol necessarlly code
trod for the stalning of the test section, therefors,
whien there is any suspicion of Infection o suitable
picce of unfixed tissue should alwayvs be sent to the
microbiology department lor culture smear,
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HT/HTL Examinations

Freida Carson, Ph.Db.
Baylor University Medical Center
Dallog, Texos 75248

Beginning in 1984, the HTL certifving examina-
tion will b administered once each vear in
Felsruary, by the Board of Registry. The HT
examination will continue to be ndministered in
February and August. The deadline for receipd
of applications is October 1 for the Febroary
examinations: and April for the Augost
examination,

Beginning with the February 1984, HT/HTL ex-
amination cycle, the practical component of the
examination will vary with each cycle, Utilizing
survey  stalistics from  the Ffeld. dilferent
practicals of comparable dilficully have been
developed and wil be ndministered for HT and
HTL examinations,

For a complete listing of stains and tissues, refer
to the JOURNAL OF HISTOTECHNOLOGY, Vol
B, Mo 2, page 108-104, June, 1983,




Beauty and the Beast ...
Tissue-Tek” Il ACCU-CUT" Rotary Microtome

Somellmes whven you want 8 beautiful ribbon
vou work with a microteme that's a bttle less
than beautiul deell. Hence, The Beast: The
Tisaue-Tek® 1T ACCLU-CUT™ Roinry Micro-
tome.

It's engineered with proper weight distribution:
this Beast won't walk away from you. L wan'l
shiver or shake. You can expect beautilul ribhon
ilter beautiful ribbon, And it comes with a dual
spring lopded Guick Release Cassette Clamp
that minkes changlng specimen blocks o snap.

Whal ele s new! Unbgue specimen advanes
mechanlsm, designed i a parallelogram to
keep cutting actlon consistent and repeatable
with minlmum  malntenance. This design is
patented internationally. Smooth work is
assured year alter wvear after year with oor
Jyear limlied warraniy, Ask your distributor
aboul the TissueTek 1l ACCU-CUT Hotary
Microfome (4549 today,
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