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Hematoxylin Eosin/Phloxine Stain

Jumis M
Mumse Hospital & Clinle
Dunedin, Florida S3528

Comment:

Wi have used this procedure for the ppst few years, We
proviously used denatured ethyl sleohol and this did not
cloar woll with xvlena, The lsoprogpyl aleslud warks very wall,
We use the acid water instead of acid aleohol becauss a
bhaish film remained on the slides with acid aleohol, and the
decolorization is al=o quicker with the acid water.

Fixation:

10% neiatral buffersd formalin

T hndepue:

Cut paraffin sections 5-6 micromelers

Solutions;

Steck Bosin Solation

Eosin Y water soluble . .. .. ... .. ... 1.0 gm

. Diistilled water 100.0 gm
Stock Phloxine Solution
Phlexine H - 1.0 gm
Distilled water 10,0 g
Enuin-Phloxine Wnr]-rl'rlg Holutinm

Siock epaln solutlon . ., ... . 10 ml

Siock phlooise solution iy i 160 ml

95% ethyl aleokol . .. ., .. ] TaA0.0 mi

Clacialaesble seid . ..o e 4.0 mi

Make up working lull.lt:l:m a5 needed, Working sclution
should be changed at least once a wesk.

Acid Waler
Hydrochbore scid 2.0 ml
Dhstilled water ... . {222 8.0 ml
Anmmopium Waler
Amumsinsbiin hyelroside (condentrated 53%%) . 1.5 ml
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Stuining Procedure:

1. Doparaffinize in xybene for 2 minutes.

2, Doparaffinize in xyvbene for 2 minutes,

#, Dhip slide B times in 100% ethyl alcobwol,

4, Iip slide & times in 86% ethyl alcohod,

b, Dip slide B times in 70% ethyl alcohol.
6, Ploce slides in tap watar for 2 minites,
T
B
8. Th

1000, ml

. Btain slides in Gill TTT homatosyhin for 3 minutes,
; H.lnw liden in tnp water,
ulcl dips in acid watar.
10, I-"Iul.le slidey in running tap watar for 2 minutes,
11. Blue glides in mmmoniun water until blue,

12, Place slides in running tap water for 2 minates,

1, Conmtarstain slides in eosin/phloxine lor 2 minuies,
14, Thp slides B timas in 95% sthy] aloohol.
16, Thip slides B cimas in 85% ethyl aloohol.
it Dip slides B timas in isopropy] sloahol.
17, Dip elidea B timas in isopropy]l aloohol.

COETRERHT & 1R LS. T DNEIDN. MWLES LABCHRIIES. thE

18, Dip slides 8 times in isopropyl aleohol,

16 Clear in xylone, and mount covergloss with resinousd
meedin,

Rusults:

Nuclei — blus

Cytoplasm — pink

Hoforoncw

Lups, L.CE: Manuel of Histalogle Staining Methods of the Armed

F;:*.ﬁu Inmatituta of Pathobogy. drd Ed., MeGraw- L New Yook,
15968,

*Larmnr Laloratories, 17 James Strest, New Haven, CT 06513
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Liguid Coverslipping Media

Mury Hulse
Mediesl Center of Boaver County
Nenver Falls, Pennsvivanis 15010

In our laboratory we spand a grent deal of Hme coverslipping
P'ap and other microscopic slides, Because of this, we have in-
stituted the use of a liquid coverslipping medis,* Following
are soma sugEestions on its use and advantages;

A v iages:

1. Liguid coverstipping media is u high viscosity Auld with o
refractive index of 14951 0U005,

2. Tt is colorless and transparent, and can be applied as thick
or thin ns nocesanry on Pap amears of uneven thickness

d. No coverglass §s necessary and bubblea are epsily
eliminated.

4. It comes in o conveniont appleator can, and reguires mo
dilution,

5. The media containg an antloxidant to inhdblt stain foading,

G. Approzimately 300 Pap smeurs can be coversd with an
Hapumee can.

Applicatlon on Pap Smears:

When applying Hoguid soverslip, the slides should he held
horizontally. After the medis has been applicd, the smear
should be put in a rack and placed on a level surlace bo ' sst-
up” for ot least 30 minutes. Xylens can be used to clean
overflows. Clean the spout of the applicator can with xylens
to avold clogging, The fomes from liguid coveralip aré po-
tents therefors, cover and dry alides in o well ventilated ares,
We pleo use Hguid coveralipping medla to afflx coverglasaios
to tissue sections.

We do not subsititute lgueld coverslpplng meils for & glass
coverslip on tissue sections, sinee we feel Lhil & coverslip
provides batter quality mounting. 1n addition, eoveralipped
slides are nlao ready o read immediately afier covering,

Drying. |
Ligubd coversip will dry sulficiently for seresning purposes
in about 20 minutes after application, However, nothing
should be lald on top of the slides wntll they have been
allowed to dry overnlght, Smears con be fled safely afier air
drying for one woeseh,
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Clennlng the Surfuce:

Tha liguid coveralip modia is soluble in xvlape. When "'dot.
ting™ the slide we recommend the use of water soluble ink.
The removal of pon-agieeous ink dots with xvlene will
dissobve the liquid coverslip surface. Immersion oil can be
blotied off, and the surface rinsed in warm water, Dust can
alea be woshed off a dried smear with warm water,

"Permuoalip [Alhon Bcientific), und Flo-Texx (Lerver Laboratorics

E

A Modification of Southgate's
Mucicarmine Method

Colvin . Poyne, BS.*
Chesapeake, Virginia 21323

Introdwetbon:

Usig my academically obtsined knowledge of chemistry
and my  lsboratory expaorience acquired over o perdod of
years, | have modified the technique for making mudear-
mine stairing S6RitiHH Tor Kistalagic pimpeses. My modifica-
Lion is based upon Sodthgaie's technique of 1927, which was
an alternate method of the originel Mayer's technique of the
LB00 g,

Caurmine, a mixture of chemicals, has a basic component of
carminic acid which s a compbsx, hyvdroxylted, aromatic
molecule. When thls acid is dissolved in‘a sobvent, It dis-
socintes Into poailive and negative ions; the positive ions are
hydrogen ons, and the negative ions are the actusl staining
partion of the melecule, Carminic acid dizsolves best in a sol-
vent of aleohol and wuler mixed ps compared to pure aloohel
or pure watar, Tf this mixiure in warmed, it dissolves even
betier,! A with many ucids, corminic ocid 1= more seluble in
a neutesl or slightly alkaline solvent than in an acldle sal-
vent. Por this reason alone, 1 foll 1t necessary to incranss tha
amount of alominum hydroxide to further’ noutralize the
acidie effect of alumingm chloride and te stress slow and
grodual addition of aluminum chleride so a8 Lo provent
precipitation of the already dissolved carminle acd by too
miich ackiity,

It Iz auggosted Chat o sengitive halabes be used to make
proper weight moasoremonte. However, for places that do
il have such olaboraie cquipment, eautious estimntions
should vield splisfactary resulle. Tt is paramount that as it
tle variation as possible is ellowed,

The instructions in this paper have been wribten in such
manner that o beginning laboratory Lechateian s well e tha
professional should he capable of successhully folloking
thim, For this rénann, to some, cartain points may appear to
be redundunt

Muterinls Meoded;

o 1000-ml Krlenmeyer Flask (Pyrex)
A0:ml Pyrax tost tibe, 120 em % 2.5 em

(s long-handled test tobe holder

. Twa sl dry, slainlese steel spatules

. O Bh-cm jghass stirring rod

. Do 100-ml glass graduated cvlindar

. Boaling water bath, set up under ventilation hood or in g
wiell ventilnted room

8. Mettler Halonce, model PN1210, or equivalent balunce

enpihble of ndcurately measuring to 1100 gm
9, Normal colonic mucosa (human) as controd Lissue

Solutinns Needel;

1, Weigert's iron hamatoxylin salalion®

3, [L25% Metanil yellow solution!

3. Mucicarmine solution fas desoribed: bhelow)

—JEI’..I&..;.:-Q.L—'
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Preparation of Muelcarmine Solutlon:

Using the materials listed wbove. follow this procedurs
precisely; small degress of variation cun be critical o the
resulls you obiain the staining solution,

Carming (Aluminum ealciom lnke) | v 4B Em
Aluminum hydroxide | AIOH,. hli;ﬂl Co A gm
Ethyl elcohol, 50% .. .. . 376 mi
o R R e e e EE il

Aluminuin chleeide anhydrons (AICL) .. ... .. 05 gm
Thoroughly mix the dry carmine and alominum hydmj_ldl-m
the hil-ml test tube, Add the 25 ml of 25% ethyl alcohol to
tho tost tube, and using the glyss stirring rod, thoroughly
mix until as rach of the dry mixitire as Pnnhlp- in inbo =nlu-
Iidtln TTaing the teat tube holder, warm the solution by lnower
ingr Lhe tubg intérmittently into the waler hath, stiring con
linugusly with the glass rod, Warming should be for no mare
one mingts. De ot allow solutlon to bofl or be eon-
taminaied with the bolling water, Using the promessored
476 mil of 50% edhyl eleabol, Anse the antire contents of the
test tube into the 1000-ml Pyrex fask, stirring with the
glazs rod each timse so that the i arioioe: diE it Te
removed from both the glass rod nod the inside of the test
fube. Using the dry stainless steel spatuln, stowly and
pradually add the slumingm chloride to the solution in the
Mask, swirling after sach additlon, Do not breathe the HO)

vapors! Afler addition of all the aluminum chloride, im-
mediately place the Musk into the bailing waler bath and
watch closaly for signs of bolling inside (the Mask. Ball for ax-
nctly 2% minutes. Promptly remove from the water bath gnd
allow to cool, Seal the Nask with “Parnfilm* and allow to it
under rofriperation (do not freeos) for 94 hours, Remove the
flusk from the refrigerator, makntnining its seal, and allow
Lhe contents to reach room temperalure, ngitating periodical
ly. Filter onee with standard laboratory filtor paper to obtain
stock eplution, To ohtain the working selution, dilute one
part slock to four parts distillsd wikar (1:4 ratio) -

Keep the stock solution in o sealed container and under
refrigarntion. The steek should vield good resulis for a
minimum of § months,

Tho aversge ataining time is 120 minotes (2 houss), Each
new atock should be tested at 30, 80, 90 and 120 miniies,
sinee the working solution dilotion ratio may have to be wd-
justed slightly,

Fluation:
10°% buffered noutral formnlin

Microtomy:
Cut soctiona At 6 micrmeters,

Btaining Procedure:

. Deparuffinize and hydrate to distilled wator,

Welgert's iron bematooryling 7 minutes,

. Wanh in running watoer for 10 minutes.

. Metandl yellow, I mimite.

. Ringe quickly and remove exeosa witer before next atep

. Waorking mucicirmine solulion, 120 minutas,

. Hinse in 3 changes of 5% sthyl aleohol, dehydrate and
clear in xylone,

H Maoant coverglpss with resinous medis,

—Clﬁ-L'ln.‘..a!\;-l-

Helerences:
1. Merth Index. An Encyelopedia nf Chemicsls and Dnags. 8th Ed.,

v 2Lk
b tlm-l. Loti; Marmal of Histologic Stwindng Methods of the Armmd
Forces Enstitute of Pathology. 3ed Bl Melirow-1THIL New York,
11154, p. 36
3 Ligies, LG5 : Maual of Histolople Stoindng Methods of the Armed
Forces ITnatitute of Fatholopgy, Srd Ed., Melraw-Hill New York,
1985, p. 78,

*Article wos submiltsd In Jume 1979 whin Mr. Puyne was o Navy
M2 emploged. at the Naval Regional Medical Center, Ports-
mouth Va. i is now attending Old Dominiss Univeraity,
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A Word of Caution

Tameln Rird
Sunriss Hospital
Lans Vegas, Nevada 83114

The following incident recently occurred in our labarntory,
W would like this published in Histo-Logie, so histatechnol-
agints can be awaore that there is o definite problom with this
particular procedure.

{n Fehroary 26, 1981, s technician Tamela Bird
wui sttempting to prepare s solution for the softening of
keratin described on poge 11 isee procedure bolow) of the
Muanual of Hixtologic Staining Methods of the Armed Foroes
Institute of Pathodogy, Third Edition, when the alcohol burst
into flimes. The procedire was followed in the order printed,
with the exception of Lhe concentratod nitric acid, which was
omitead. Alcohol spilled over the counter, Noor, & stool gnd
thir parbage can, all of which caught fire. Courier Charbes
Turner was in the depiriment at the time, found & large con-
lainer of water and immedintely drowned the fire with a:large

usntity of wator, A fire extinguisher was heonght into the
gﬂp-ﬂllmul:dla hﬁ Clndy Spencer but wan not needed. There
were no injurlis or demage to the department,

Preventalive measures taken Ineluded:

I Reviewed procedurs for softening keratin and smittsd

its ueein the future

2 Acquired a new fire extinguisher for the histology

departmeant,

4. Evervone wos alorted to Lhe possible dnngers of using

wabor on w-chemical fire,

4. A report of the incldenl was sent 1o the editor of the

AFLP Moo and the Histo-Logic newslelter,

Kerntin and Chitin Softening Procedures*
Thore ara no highly setisfeclory procedures for softening
keratin andor chitin which would result in both rapid soften-
ing and subsequent good section staining, By use of concen-
trated sulfuric acid with the aid of heat, Keratin can be Gomn-
pletely. dissolved from the tiesue section. However, much
tissue destruction alsa will oceur.
For the softening of chitin, the following procedure (s
found &0 give n satisfactory rosult.
1, Fix specimens in o fixative of choice.
4. Ploce speoimens in the following solution until complete-
by de-chilinized,
Change sedulion svery 2 deys for best resulis.

Mberouran ehboeRe:. | e e A0 g
L -2 L {15 gm
Mitric acid. coneenlrated T30l
E thylaleahol, 95'% 5.0
Dirtilled water 00,0 ml

4. Waph in mnning water for 8 hours,
4. Dehydmte, clear ond impregnate with paraffin oF pro-
véss ge deaired.

EDITORIAL NOTE: Printing af the setdure herein in no
way condones 11s use, bub i printed to show readecs the
methad Ba. Bird makes reforence 1o, In the Editor's handa
the procedure has worked wall, bot the vardoes ingrodionis
must be added after the aleobol and distilled water nre
mixed, [n other words, mix aleohol God water firat, then add
other ingredients slowly. 1L is stronely sugpested, howaever,
that this method be used only when dhasohitely necessiry
and with utmost eare, We thank M= Hind for calbing this
probdem bo our attention

*lana, 1.0 Marual of Histolngic Stainig Methods of s Armsl
Forges Iostitute of Palbolopy, drd Ed, MeGraw-HEL Now York.
1868, p 11

Methyl Green Pyronine

Virginin Cordoro
Morith Coroling Memorinl Hospiial
Chapel Hill, North Carolinn 27514

Fixation:

Formulin, Zenker's or Helly's
Microtamy:

Cat parnffin sections st 6 ndcrons,

Holutions;
L5 M Sodium Phosphate (Stock]

Sodium phrsphate, disbasic fuse powder foem) ... 705 gm
Distilled waeer ... .. ... R 1(MME0 il
Diissolve with low heat.

. 0.1 M Citric Acld (Stock)

Citricacid . ... .. : ; 217
Dristilled water . ., .. ., i R T 10030 mi
Methyl Greon- Pyronine Solutlon®
0.6 M Sodium phosphateistock) . . .. ... ... .. .. 62.5 mi
0.1 M Clirlo e faboede) . 0. ovns oo s 475 ml
I i o e e T e e JTh g
Pyronina Y .. .. ., L5 g

Mix — then ndd:
0.6% Phenol lagueous) . . . . oo JBml
1% Rosorcinol {squeous) . .. LR 5L

(Phanal and Resoreined should be mude frosh

Stuining Procedure

1. Depuraflinize alidos and hydrole G0 distilled water.

2, -Stain slides in metlyl green-pyronine for 1 minute.

3. Hinse slides in distillsd wator,

4, Blot slides gently -and debydrate in 100% aleohol and
clear in xvlene.

fi. Mount coversiip with resinmis media,

Hesulis;
HNA — pink to red
DA — preen to hluish-gresn

*This salution requiree 2.0 duys to ripes,

&

Appointment to Biological Stain
Commission

The Edivor of Histo=Laogrlo (Los G, Lo was recently-elested

Lo membership in the Binlogical Stain Commission, by éckion

taken by the Troslees of the Commission at their annaal

meeting, Jung, 1981 The field of histotochnnbogy. should bo

viry much involved with the netivities of this Commission

aince we use many dyes in our daily laborntory petivities,

The Commisslon's five major gouls are:

1. To sssire continued availability of dvos and best use of
dyves n bbomedical applicalion,

2 To prosnole optimal cospernbtion among makers, vendors,
and users of dyes in hiomedical application,

3. Taassure the quality of dyes by testing thom and certify
g only those which mest préscribied standards,

1. To educate dye dsers ohout soarces of relinhle dyes and
thikr st o

B Publish new knowlsdge about-such dyves.

Notice of my appolntment o this Commission is provided

herein, primarily (o offer any ussistance or information

relative to probloms involving the five goals, Addreds in-

quirines amndior information to: Lee G. Luna, Chisf; Bt

pathology Laboratories; Armed Forces Institute of Putholo-

Fv: Washingbon, T B0UL0E,

LGB
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SMOOTH OPERATION!

Tissue-Tek® 11l Tissue Embedding Console System

RMoss bsun pmbedding Can b amodaiher, Toster g imore

coivisiienl Toaug-Tek W Tiiee Imh-d.d:l-n. Caimale Sslem,

e Fram LAHTEK, has Boon dedigned b make vowr lab life

(LR L

& Unil:plans modufar design means identical working surfaoe
|'Inl.'|!||I|.|. Moy smeoodhdy From afe codteide Bie s ablme
without woerying about adiiusting oo v pgul e

* omation witdds for Cotvviiment r|u_||| (R [ AT |u|1-|-c|-|ll:||l
Lty i ldle s
* Lol slate eleclionics dasaie yides ol |||'|H1|||.i"!|||-l_

TINSIEIENE SErealf
& Mylon work iy wurlaces clean wasly

Frw turther dedavh; contact yuur Lals Teb disiribasion
American Sclentific Products, Curtin Matheaos Seiengific o
VW Scientitic. Star II-lLuld_ winil Fale opvitaticiie siesieod Pes

towdlay |
Y ke irmie ¢ Dinpavhi gy Cevtaoke aned Dssmnyl Coespip A &
The Ristokagy FVINmS Boweca
Stain-Technology “Wet" Workshop Workshop Objectives:

and Seminar, March 7-12, 1982

Fresented liy: Low G, Luna, H.T. |(ASCP)
The Center for Histotechnology Training

This five-day extensive wel workshop snd seminor will af-
tord rogristrants the opportunity to utilize 20 special stadns
demonstrating more than 26 pathologic entities.

In addition to the practical special staining aspects, lec-
tures will be presented doily fto include everings) on
chamistry of staining: staining mochanizms; tisaue identifl-
cation for histetechnalogiste; shelf Hfe of solutions: prefernad
conteals; ntroduetion o immunoperoxidase; decaleification
and various other sulijects direetly relsted to the production
of high-quality microscopic slides.

Upon completion of this course, U reglstrant sill be abls Lo
{Liefficiently and elfectively perform 20 special stains;
{2 underastand the mechaniam and chemistry of staining re-
actiona; {3} gain o working knowledge of geneml and specifse
pitfalls regarding epocial stains (4) gain neceasary sxpertise
to determine the quality of atalmed slides: (6) sequire exlen
give knowledge for determidning ahedl e of atining solu-
Lions; (6] in sddition to the above, reglacrant will lebirn how to
identify various tissue strsctures, The latter subiect I mosi
important since it elows one bto dentily the staining
qualities of & given structure or entiby.

For program and related information, contacl: Hegistran
Center for Histotechnology Training: PO, Hox 2458; Hock-
ville, M 208562.

T reuive your own personol copy of HISTOLAGEC, oF Lo have ot geicaciadi

wilidial Lo the mailing st sebmit home sddress to: Labs Tk Divisiin, Miles

Eaboradoriva; Inc., BOWETSH Morth Aurom Hd., M pevalbe, lingls B0G40
PrinLid ja L 5.4
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I'he wfilor wishes tn salicil infermation, qustions, sl erdoes resilng e
msintechnolngy. Submai ihese i Lee G, Laing, I..-dll.m Hilsti: Logie, P.00 Rax
M, Lankam, Merylsnd 30700, Artichs, phet phi, e, wlll nir b nstarnm)
iinbess reuesle] Gnowriling when they are su 1.n-d



