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Announcement

We are pleased 1o announce
that Therese B. Ansmn,
M.5., Chief Histologic
Techniolan at Hillerest
Medical Centor, Tulsa,
Oklahoma, will be the re-
cipient of the Golden Fos-
cepe Award fior an original
paper in histopathology.
Her paper, *The Yacuum
Infiltrator in Routine Fix-
ation, A Preliminary He-
porl.”™ was selecied from orticles submitied to HISTO-
LOGIC, Crteria fof selecting [he winnisg paper were
orginality, elarity, and scientilic contribulion.

Mre: Angman will - artend the symposium an Histe-
pathologic Technipues (o be held {rom Oetaber 7 4o 11,
1974 in Silver Spring, Maryland, Leés G, Lona, I, Lit.,
H.T, (ASCP) and editar of HISTO-LOGIC, will presgnt
her with the Goedden Forceps Awand,

The Vacoum Infiltrator In Routine Fixation
A Preliminery Repori

Therese R. Anaman, M5,
Chibef Histologle Teclmizian
Hillerest Medical Cender
Tulsn, Dklshona 74104

Absiraci

A report i made on the use of hait and vacuim in Ve Gixa-
ton of routine histopatholopy specimens, A simple and relp-
fively inuxpensive method for quality controd of Lhe fitalion
process is describedl.

Intradueing

Bne ol the problems which plagues both pathologist and
histologic technician ia the specimen which arrvis from sice
gery after the tssue processor las begun its cyvele: Since most
fimiisg provessors ane set for s foushour fixotion period, a siei-
bar probiem sceurs if there s on unuseally large namber of s
picol specimens, of iF (he patholoplst is late startiong the gros
deseripfion. Since these mpecimens are subjected 1o o shariened,
imadequate fixation period, the resuli b poor processing
pooner sechiong, and fmsirption,

I is well Known that the e of fixation varies directhy
with the temperaiure of the fxative,’*? so heat was first con-
sidered 25 2 solution 1o the problem, 11 was also hoped that the
staining gqualities would be enhanced since at room lempera-
fures redatively little use ds made of the cepacily of Tormalin
to farm sddition compounds and I;mril!g:tll."3 Althoaigh Combs®
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conclided that fixation wos mosl offén good at 0°C ar 75"
C, it was decided not fo exceed 60°C gince the higher femper-
dlures “hasten notolyss, involve heat copgulation, and speed
the Ios of formaldehyde, through volatilization.™ Ad the
lowes tepnperatures, e was still a factor to be considered. A
early as (he 1900°s Francati=® and Hoffmann® showed that the
additlon of vacuum gpeeded Midd exchange and shortened proo-
casing tme; so i1 was declded to combing heat and vacuum.

The ideal solution seemed to be a rapld tissug processor
which included these festures, However, the initial cogt of this
type of procesor i prohibitive to many lnboraioies; and even
with the heat and vacuum processor available, the probiem of
the lule-arriving specimen i not completely overcome, Too
many palhologists consider the ustial four-hour fixdtion period
in overnighl processing nol a8 a necesary slep, bul more a5 5
“grace period’” Lo give them Hme 1o complete the gros descrip-
Homn, Thus, il was decided (o ose a relalively inexpensive
Vacuum Infiltrator,” This unit is compact and can be pliced at
the culting bench during the gross descriplion.

Materials

Two Vacuum Infiltralors®
¥acuum pump or vacusam source
Routine patholopgy specimens

Methods

Mertod #1 < At the bepinning of the study, two adjacent
tisgue sectione wers cut &t the time of gross description. Cne
group was placed in formalin ol room temperature in the rou-
ting maonner. The nthers were placed in the haskel in the
Vacuum [nfiltrator containing formalin heated to 43°0, At
the end of the gros description, the lawmes in the Infilirator
wore sihjected to vacium for 15 mimites and then placed on
the lsmue processor al Lhe same thne as the rouiine spectmens.
The second Vacuum Infilirator was used for parafiin infiim-
tion &0 the end of processing on holf of the rostinely hundled
specimens. The tissoes wore then blocked in Paraplast®a prod-
wet of Sherwood Medicsl Industries, Ine ) using the TISSUE-
TEE® Rings and TISSUE-TER®D Hase Molds® in the manner
dascribed in a previous paper,

Method #2 — Al surgical specimens were ploced in ithe
Vacwiem Infillrator containing heated formalin as soon as they
WETH :::ﬁnn:d and left in the healed lormalin until the haskel
wis fitled, They were then transfermed (o formalin af moom
temperaiure uniil all specimens had besn grossed enrdierin he
ilay. The tissues were then processed, vaccum infil trated with
parallin, and hlocked as in Method #1. The temperature of he
Tormalin was varied io delesmine the oplimumn lemperafure
Tor Mxnthon,

Resulin

Merhod #) - There were no grosely npparent differences
nofed in the four groups of slides. They appeared very much
the pxme s those produced from ony well-fixed, well-procesed
tissue, DHiTerences were poded in the eane of recrlioning. The
tissues trented with heat angd vacwusm for bork fxalion and
paraffin infiltrution produced slightly botter sectiong snd were



muich less difficult to seethon than those produced by the stand-
ard method. This was particularly true with tough tssues such
a5 uterus and cervix,

Mephod #2 = The greatest differences were noted in fibro-
fally tissues mich as breasd, and again in the tougher tissues,
Even when the fixotion period on the tiasie processor was

shorened 1o as litlle as one hour or less, the tisue was ade- -

quately fiwed and (e quality of the slides animpoired, This
wWils E'l'pl!:da.ll;.' nixtable when these specimens. were compared
to previous specimens thal had o shorlened period of Txation.
The best resulis in sectioning were obinined when the formalin
wis heated to 547C.

Discussion ;

A vacuum of 15 inches for a period of 15 minutes is recom-
mended for the Vacuwm Infiliraior. Al our laboratory, (e
vacuum source averipes 14 inches. Since the primary purpose
of this work was to find an Inexpensive and simple way o pro-
vide gquality control in fixstion, |1 wis decided 1o nol requesi a
vacuum regulator gince this would add to the inlilal cose.

Method #] was postponed untll & later dafe, soce il was
felt that more controlled conditicns and more Intensive bnves
tgation are needed to determine the effects on the staining
qualities of the seitions, the optimum tempernture, and opti-
mum vaguwum, Method #F2 wos continoed, and forms the basis
of this prelininary reporl. The Yscuum Infiltrators are the
only equipment requited, and no special training i needed for
their operation, Mathod #2 has proven o be so effective thal
il i now rouling procedure in our laboratory and assures ug of
quality conirod in tssue Gxation,
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Improved Technique in
Cell Block Preparation

Bonmy A, Solie
Holy Crosy Hesplial
Balt Lake City, Utah H4102

Preparation of cell blovks has dlways presented o problem lo
the listologist, It is difficult (o remeve the ceptrifuped sede
ment from the tube and transfer the intact cell agprepate [oa
cassefin,

I have found the following method @ means of solving this
protem, If this method i followed, one can exsily remaove o
elotied cell Mock from a cenitrifuge tube and have it ready for
subsequent processing with very little elfors.

Pracedure
Centrifuge the specimen st 2,000 RPM for {0 mimetes and
careiully decant aa much of the supernatant as possible,

+1

Add to the sediment;

3 drops of fresh nonnal plasma, Mix gently with wooden ap-
plicator stick.

3 drops of thromboplastin (e.p. Simplastin].

ddrops of 025M Callly

Aguin mix gently with wooden applicator stick.

Let standl for § minutes

Place centrifuge tibe upside down on filier paper. (Uge the
type of poper you normally wse 1o wrap small Hsue specimens
I'do not recommend using any type of foam pad.) Clot will
slide easly from mbe,

Wrap clod In fllier paper and place in cassette in 10% forma-
lin, Dehydrate, clear and impregnate with paraffin as youd would
any poutine tisie specimen.

The norinal plasma, thromboplastin and 025M CaCly vsed
in this methed are easiy obioingd fram the bematalogy or co-
apulation department of the lnboralory,

NOTE: Hefrigerate all reapgenis used in (his method. The nor-
mal plasme and thromboplastin will have expiration

" §

Gaines’ Iron Reaction

Willinm K. Gaines, HT (ASCP)
Veterans Administraion Hospital
Topeka, Konsns 66632

The unpque iren resction presented below was developed to
prowide an easy method for demonstrting iren in tesue sec-
tiong. The method is economical since less than one-fourtls of
a given sofufion 3 used to stain fifty or mote slides,

More than 308 suspected cases of from in Hssue have been
compared with Gomori®s and Perl’s resciiona over the last 2%
years. The only difference seen microscopieally was' that
Gomori's stained slides appeared to be a slightly deeper shode
af blue,

Of the mare than 500 cuses studied, only four were negative
with this procedurs and positive by Gomor's reaction.

Maierials Required lor Preporing Impregnated Sirlps
1. Filter paper,: %1 10 mm {Cul info strips 24 1 74 mm), $0-70
BLITpE.

2, 40 ml beaker (chemically clean).
&, Sthml graduate (chemically clean).
d. Paraffin costed forcepa.
5. Gloss plate messoring 1% 1 1% {chemically clean),
fi, Lorge mouth jir with top (chembcally clisan).
Method for Preporing Strips
6% Potassiom Ferrocyanlde
Potassivm ferpocyanmide .00 v 8 s
Distilbed water | | S0 ml

I, Dip filter paper strips in potassiom ferrocyanide solution
mftil completely wet; | to 2 niinuies.

L. Place siripe on glass plate singly with the aid of poraffis-
coaled forceps A small pmoent of remaining solutbon should
b poured aver strips

3. Place plate contuining strips in $8°-65°C oven until siripa
are completely dry.

4, Store [mpregnated strips in large mouthed jar and keep jar
cloed Hghilby.

Fixatlon  10% buffered neutril formalin.
Migrstomy Cul paraffin sectlons at & micra
Soluthsn

0% Hydrochloric Aciil
Hydrochborbe schd | o oin ol ala i iy
izt dwaber < 000 SS9 ;
Unusest solution may be stored.



il

Swaining Procedure

I, Decernte and hydrate slides and iron contral fo distilled
water,

Place slide on staining mck (tEeme upl covered with para-
film. Mace one imprepgnated sirp o each slide,

o Pipette 005 ml distilled water onto each slide.

ules,

Remaoye strips, with lorceps, rinse glide with distilled wuler.
Counterstain in ulcoholic eosin-2 to 3 dips.

. Dehydrate in 95% phsolute aleohol, 2 changes ench,

. Clear in xyiens, 3 chonges.

» Mount coverslip with resinous modin.

ol e R R

Results I —blue

Cyioplasm —pink

The impregnated strips are stable for 3 to 4 months
if kept in g dghily stoppered container,

|

Improving the Method

Remarks

for the Demonstration.

of Adenosine Triphosphatase

Jalin P. Koaki, AT (ASCP)
Undversity of Michipan Medieal Center
Anys Arbor, Michignn 45104 7

Khan,' et al, have recently described 2 method for the dem-
orstration of myosdn ATMse which employs a paraformalde-
hyde-pyrophosphate [ixative. Although the method works
well, especially when using the lixative recommended, we have
found that o slight modification of the incubating medium pro-
duces equivalent resilte, & casier Lo prepare, and ensier to de-
velop durnp the eEposare Lo andmisiiom salfide,

The addition of gelatin o the medinm prevents diffusion of
hydrodyaed phosphate in the Hssue sections, Gelatin, however,
cannct be well ol in media al room femperature singe i
tends to solidify the medium. Sodium bydroxide is sdded to
the solution (o adjust the pH; however the viscosily of & gels-
tin solution prevents rapid mixing of the sedium hydroxide,
The adenogine trphesphate & precipitated In the sobition, this
decrensing the concentration of available substrate.,

Adding polyvinylpymralidonz (PYF) to the solution in 2 cone
centration of 60 mg/ml of mediom prevents these problems,
Polyvinyipyriolidoss (MW 10,000) §s extremely soluble in
water. When the section is rinssd after [ncubation, PVP sids in
rapidly cleoring unhydrolyzed substrale from the section und
at the same fime does not remove the colcium hydroxyapatite
compiex, .

The modified medium will keep well In Lhe relrigerator for
two Weeks with little change in resction quality, Afrer two
weeks, the solution is Gltened, 100 mg of sdenasine (riphos
phate is gdded, and the pH checked,

A serial section is used 1o demoanstrate nonspecific alkaline
phosphinttase for compatison since it i well known thit pon-
specific alkaline phosphatuse occurs perinuclear in most argans,
andd i small blood yesesls;

Sections which were nol fixed with the recommended fixa-
tive showed ATPase sctivity, However, they required |onger
times of incubation, In liver, we hive found that 2% glutoral-
dehyde fixation (pH 7.4} diminished hepalocyte ATPase. Ac-
Bavity vwas sben well in bile canaliculi

. Pipette 1 ml of 20% HC1 on each slide and leave for 30 min-

Adenosine triphosphatase s also o useful tool for idemiily-
ing fiber types in muscle biopeies. Most fiber strophies affect
type 11 fibers (thiose whicl use the glucos-glycopen system for
energy). However, several cases of type I selective atrophy
hove been Tound. { Type | Gibers wee the Krebs cycle for energy. )
The ATPase resction b useélul Tor distinguishing thém.
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Technol., 47:277-281, 1971

$

Eliminating Cytoplasmic
Staining in Sections
Stained with

Weigert’s Iron Hematoxylin

Chatles J. Clarikian
University of Rochester, School of Medicine
Rochuester, Mew York 14642

Because of its resistance fo the m:finn of variosas stalning solu-
tons, Weigerts iron hematoxylin' ' is used extensively a8 a
nuglear stuim in many special stain methods, Among these are
Mayer's mucicarmine, Van Gieson's'*? connestive tissue, and
the telchrome methods of Magson® and Gomor, Y
Waekpert’s fron hemalcoylin can be used a3 eitheéra LTS
sive Of a regreduve stain, depending on the speeial sialn or mod-
ification of the special stain being performed, When used usa
progressive slutn there 5.2 dendency for @ hloish or biackish
pray precipitate, or sheen, to form on both the microslide and
tiasie section, This siadning artifoct 18 more Gkely 1o aceur if
nn excess of pelotings weed & the adhesive in the Oolution batk.
The precipiiate i3 not lkely to occur (n regressive stadoing 4
the section is differentinted in some ocdd solution, or if scids
ore conixinad in staining sohrtion, o8 in Goomaori's trichrome;
Cytogplasmie sluining due to Weigerl's iron hematoxylin can
be remaved by the following inetliod:
L. Stadn with Weigert's iron hematoxviin for the useal fime.
L Wash well with digtillesd water,
3. Dafferenticte cytaplasm in 0.5% HCEH in 7009 ethyl alcobol
Tor 10 seconds,
4. Wasli thproughly with tap water and rinse in distilled wiler,
5. Proceed with staining procedure.
Hections trexied in this manner have a clearer, eledher-ap-
pearanee, and ithere i po noticeable efTect wpon the slokibing
guality of subsequent specizl stain performied.

Reforences
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the roral system for tissue emnbedding

Tisswe-Tek || Embedding Cenlar Na, 4503 with Tissue-Tek 11
Viacuum intilfrator No, £613 provides pacaflin dispenser, warming
basa mold caddy, hot and ¢old arianiation embedding ama,
stainbess sieal cold plate, and cold sierage drawer. This unique
combination of faalures provides uimos| simplicity in orientntion
and casling. The paraflin dispensar pouns

irea-Nigwing paratiin with & louch-conbml
microswibch, The Vacuwm Infillzatas
Inaures complele paralfin
infiltration of tiseue and helps
eliminale arilaets cawsed by alr
bubbies and residus, Alsg usedul
for farmalin ixation, Tha jolsl
Byatesm lala you embed spacimans
ampathly and withoul Inbersuplicn
—saving fime pnd dollars avery
wlap of the way.

Lab-Tek Products...selling the standards by which performance is judgad.,

Editor's Corner

California Histologic Symposium

The Californis Histulogy Saciety will sponsor & Histolegic Sym-
posiium on Movember 15, 16, and 17, For information contact!
Mr, Irovin Hogs, UCLA Heal(hf&cience Center, Surgical Pathol-
ogy B:-3249, Los Angeles, Califorpia 90034,

Massachusetts Histotechnology Seminar

The Massachusetts Society for Histotechnology |s presenting
it Tirst Sratewide Megting and Scientific Seminar on October
2028, 1974, 3t the Sheraton Regal Inn, Cape Cod, Hyannts,
Masachusetts, For foformation conlacl Scientific Chairman:
Ms, Norma King, Beth Israel Hospitsl, Pathalagy Department,
330 Broakling Avenoe, Boston, Massachusetts 03215,

4

Minnesota Histotechnologist Conference

The Minnesols Sociely of Histolechnologists will obd its
Third Annual Conference on Hislopathologicsl Technigues Mo-
vember 13-16, 1974, at the Shetaton-Rite Hotel, Minneapolis,
Minniesotn. Principal speakers are Mr. Les Luna and Mr,
Deminie Europa. For information contact: Mr. Dogald Ham-
;nst“rhlllliﬂﬁ 13th Avenne Morih, Minneapolis, Minnesata

The editur wishes tn salicii infarmatson, guestions. sd srticlio relotlng
10 histiviechnology, Submit iboe o: Lee G, Luna, Edijar, Histo-Logie,
PO, BBox 36, La arylongd HEERL, Articles phologragiba, sie.; will
oul be retusned wnless rogjuecxled im writing when they are subminigil

To receive your own porsonal capy of HISTO-LOGIC, or 1o have 1a
msociuie added 1o the Hl.l.ﬂlrl‘ lasL, ke Lale-Tek Producis, Dhvsiva
mlsn;ulihwﬂnrltl. Ine,, IWATS M, Aurars B Napervile, [iEnos

¢
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aadendt™

Attention-State Histology Societies

This year was & very important [oel for the histotechnologist since we now have an incorporated,
viable society. Anofler mporiant first is the combined National Convention/Symposium which will
be leld in Siever Spring, Maryland. AT THIS MEETING VERY IMPORTANT DECISIONS CON-
CERNING THE FUTURE OF THE NATIONAL CONVENTION will be made. Howeser, we would
like all members and potential memben to become invobved in policy-making decisions. This, af
course, requires a great deal of exchanpe of information, We are mogt anxious to keep everyone (-
formed, We are (herefore requesting all stule sociéties or grmups of histotechnologists interssted in
receiving a copy of the business meeting agenda, 1o send the name and mailing address of ope repre
senbative they wish to receive this information. The represeniative can Lhen disseminate the informa-
tion (o their own state or group membershilp. Please send namse and adilress 1o

Dosnbale L Buropa
Depariment ol Pathology
Bellevue Houpital Center
400 E. 29th Sireel

New Yark, N. Y. 10016

—
Mational Convention and Symposium on Histopathologic Techniques
This B & reminder that The Fimt Convention of the Natiapal lor sientific sesions is limited to 600, We request that yvou
Bociety for Histotechnology and the Tenth Annuasl Sympo- file your registrationa by September 15th. Late applications,
sium on Histopathologle Techmigues will be conducied at the however, will be sccepled provided the guots has ol been
Sheraton and Holldsy lon, Silver Spritg, Maryland, The dates filled.
for this year's program are October 7-11, 1974, Registration forms may be photocopled if maore than one
individual from the same sctivily wishes (o aftend. Mail fegis
Hegistration Application: The registration information sppears tration and check to Reglsirar, PO, Box 36, Lanham, Mary-
in HISTO-LOGIC, Yal IV, No, 3-July, 1974, Registration land 20801,
D0 MOT USE THIS SPACE
NAME
Last First Liifenl  {Blr Adrs Miss Dr, Mil Rank)
HOME ADDRESS
Street Cly State £ip
EMPLOYED BY

ASE CHECK FUNCTIONS YOU DESIRE TO ATTEND:

Mo
SCIENTIFIC SESSIONS £30,00 (Wed, Thue,Fri) i
BANQUET_—__$12.00 (Thursday Evening) Ne,

WORKSHOPS
| 200 [ Monday ) Mo, § £20.00 [Tuesday)
a - $20.00 i Mondey) Mo, b - $20.00 [Toesday
i - $.20, 00 (Monday) Mo 7 - $20. 00 [ Tasssday )
q - 120000 i Taienday b No. B £20.0:0 {Tuesday}

CHECK OR MONEY ORDER MUST ACCOMPANY REGISTRATION APPLICATION, MAKE PAYARLE TO: VSHT.
MAIL REGISTRATION TO: REGISTRAR, P.O. BOX 36, LANHAM, MARYLANIY 20801,
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rhe roral system for fissue embedding

Tisssie-Tek il Embedding Ceniur Na, 26803 wiin Tissus-Tak I
Vascuum Infiltrator Mo. 4613 providas paraflin diapansar, warming
bars mald saddy, hat and cold ofanlabon ambadding ared,
slainlees pleal cold plake, and cald sloragse drower, This unique
eomalnation of featunes provides vimosl simpdicily in orientation
afid casting. The paraflin dispenser pours

- lrae-liowing paratfin with a iowch-comtrol
| micraswitch, The Vacwum Infiliralar

g Inaures compiaie paralnin
> infiltrstion of tieaue snd helps
aliminals ariiacts cawsed by nir
bubbles and residua, Alsa uselul
far farmalin fxntian, T foisl
sysiom ints you ambed spacimans
smopihly and wihow infermupion
—=saving ima &and dollars aVry
gtep af the way.
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Lab-Tek Products...selting the standards by which parformance is judged.



