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Announcement

Wi nre plessed (o annmince
that Mrms. Elaineg 5. Hoyd,
HT. (ASCP), s the recip-
rent of the Golden Farceps
Award. Her paper, “An
Evaluation of ihe Prob-
lems  in Lymph  Node
Prepiratton,” wis selected
froam entries submitied 16
HISTO-LOGIC from Juky
I, 1971 ihrough March 1,
1973

Mre, Boyd will he flown, ofl expemses paid, to the
“Symposium on Hstopathologe Technigues™ which will
be conducied Ociober [-5, 1973, in Silver Spring, Mury.
land. There she will be presented the Golden Foreeps
A,

Criterin for selecting the winning article were original-
ity, clarity. und sekentific contribution,

B

An Evaluation of the Problems
in Lymph Node Preparation

Elaine 8. Boyd, HT { ASCP)
Lo Hobles Haspiial
Thousand Ouks, Califormia 91 360

Lymph Nodes, My Achilles® Heel
In wiew of the foci tkat all histoléchnologisis encounter ex-
treme difficultios In processing lymph nodes, 1 would like to
shire with ¥ou some of my findings and techniques for im-
proved lymph node preporation.

In otder 1o obiain s disgnostic section of lymph node there
are certuin miles ol processing and fxing which must be fol-
lowed wery clowely, These will be enumerated (n the srder of
the processing techmique which has been found moest helpil

Wecking (Macre Sectioning) of the Lymph Node

Ihe node should be cut (macro sectiobed b immedistely by the
pathologel. Falure to cot the node immedistely, or placing
the entire node into o fixetive will result in o poorly Tised cen-
tral portion of the mode. The Wisct capsule Topms a profective

= shield around the Iymphaiic tisae, which delays the penetra-

tion of the fixative, sometimes for hours, producing vanying
degrees of central sutolyss with poorly stained, bollooaed
cells, and a conirasting deeply stained penphenl zone

Fixation
As in all tissaes, Nixation s of vital importance, dnd |8 o trouble

COFTRIGHT D (RFE, LANTEN FEOOUCTE PIVMRION WLDE LeRDRATONER |NE

apol which is offen overlooked. [f formalin s used os o fixs-
fve, iomust be Wilfered with sodinm phosphste monobagic,
and sodhim phosphite dibasic (4 gmo oond 6.5 g/ 1000 cch
respectively. Acil formalin (unbuffered) rapidly produces a
dramatic alteration of stuining, resuliing in & deeply scidophilic
charscier of the connectivi thsue, a lack of differentiol stain-
ing. and a balleoning of the aucleus, which may then appeor
vesicular. (Change the fixative olien, ar you may be putting
youir tases into what s, esentlally, distilled water.) 18 mus
e remembered that a fixative is exhausted after four baskets
of tissue have passed through the solotion, This o true of afl
finutives. Zenker’s i o better fixative than formalin for nodes,
in iy extimation. 1t gives a betier preservation of the eyiologic
detuil, a3 well s exceilent siaining quality,

It must be noted that the tme of fixation b of great impos-
tance. The tsswe should, for best results, remain in the fixative
for a perfod not less than tweniy-four houre This i mot only
desined, bul prefecred. The handling of these spocimena atould
iever b rushed in any of the technical phases.

Frocessing

Beware of conmtamination!!!! (Cormting one solution o an-
othir. ) This paini cannoi be stressed (oo strongly. Change the
deliydrunts egch day. IF you see sopropy] slcobol as a dehy-
drant, it must be followed by methanol, anbydrous, fo com-
pletely remove the wmier from the sections

Paraffin Infiltrstion

The temperature of the poraffin bath ia witally important.
Paraffin hested above 607 C destroys the lymphoid tissue
olmost completely. The differential choracteristics will also be
oltered, resulting in a muddy Buish-pink color rather than the
sharp differentiation which is preferred,

Cutting Technigue

A sharp knife 18 a must in cuiting l¥ymph nodes, so there will
be no compression of tearing af the section. The knife must be
fairly cold, and the porsffin Bloek likewise should be cold. An
o cubi ls satisloctory Tor this siep. The rate of speed of the
wheel of the microtome should be approximately 13 revolu-
thame pet minule. The block should be cut no thicker than four
microns &0 there I8 no layering of the cell

Staiming

Again, svold contumindation of the solutione All solutions
should be fredh, and the slides droined well between =ach bath.
Also keep in mind that lymph nodes take up the nuclesr stain
mote readily than does the overape timie, and the time in this
solution should e almost cat in hall, in order to obtain the
proper  differenttion of the puclear chromatin and the
nuicleoli,

Conclusion

The preceding hints are a must if one expects fo obtain o good
secilion of lymph node each and every time. The procedure
which Las been foupd to be most satisfaclory is s follows:

Flxation and Processing Schedule
1. Fix cut lymph node with Technicon FU-48 for 18-24
L TalRE
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Alcohal, BOE for 1 hour,

Alcohiol, 95% for | hour,

Alcohol, 100% for | hour, ( Longer i necessary .}
Acctane, 1 changes for A0 minutes cach.
Paraffin, I changes, | hour each,

Embed, and cut at 3-4 microns

S e i A

Stnining Technique
1. Decerato and hydrate to BO% aleohal,
2, Place in iodine alcoholic solution for 2 mintes. (1% iodine
in TOF% sleohol. |
Place in sodivm thiosulfute for 2 minutes. (5% squeous)
Drstilled water, 1 minite,
Atain i Harris' hematoxylin for 3 minutes. {Add 5 oz
glacml pcetic acid/ 95 ¢e hemaloxylin pror Lo wse.)
i Rinke in tap water uniil excess dve ceases 1o run
T, Becolorize in scid aleahol, 3 gquick dips (2% HCLin TOW%
alcohnl)
B, Wash in mnning mp water for [0 minoles,
g
a
|

ot

. Maee in distitled water Tor | minute

. Counterstain in Techalcon eosin, 3-5 dips.

. Dehydrate in 95% alcobol, sbsolute slcohol, and clear in
_ xylene, 3 chaispes each.

12, Mount 2| coversiip with restnots medii.

1
|

In processing tissies wsing different fixatives, Technicon
FU-48 was found to be the most benelicial. [0 was my observp
tinn that rssues fixed in this olution presenied Tilile problems
with sectiop coming off slides. The slides stained very well,
ind were the ones most complimented and aecepted by the
paiholognis.

S0 my Achilles' Heel, | hope | hive conguered yviou® May
you remain on the slide where you belong!!!
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Multiple Staining Procedures
for the Islands of Langerhans

Ellen 5. Slaughier, HT {ASCPF)
aricl Roberd E. Brown, M. 1.
Washington, DLC. 20344

In our experience theee is o siaple staliing procedure that can
identify satisfectorly and simultansously the three types of
islet cells in humun pancress. We recommend Gomori's olde-
byde-fuchsin siiin for bets cells, Gomori’s chrome alum-
hemutoxylin-phloxine stain for slphy cells, and Hellersirim
and Hellmun's modification of Davenport's silver impregnation

34

technigue for slpha, (or delta) cells. The critical sspects lor
successiul apphication  of each procedure invalve fixalion,
staining times, and proper differentiation, with ise of 8 known
powitive control,

Al pressni there ure three Enown types of kel cells, and
each one is gssociated with the production of a specific hor- -
momeE:

1. Beto cells — sseocisted with production of insulin.

2. Alphig eells — amocipfed with production of glucagon,

3. Alphoy {or delin} cells ~ pssocisted with production of

gantrin,
Because there are clinicul stntes nssociated with the sbnormil
production of these hormones, one con resdily appreciate the
negd for a rebinble staiming technigue to ientify and stody
#ach specific cell type. Unfortunately, in our experience there
BHas been no single sinin that ssiisfactorly identifies sach of
ihe aforementionsd cell types We have found it necessary to
::'ﬂsln:r theee separate islel cell stains in each cise. These in-
clude:
I. Gomar's aldehyde-Tuchsin stain for beta colls.?-®
1. Gomari's I:hrnrrlz slum-hemaioxylin-phloxine stain for
alpha cella ¥+®
3. Helleratrim  and Hellman's modification of  Daven-
m‘ﬂmmmlthﬂ technigus for pipha; or delta

With this combination we can assess (he following:

1. The uppraximoie proportions of the different cell typea.

2. Which cell types are proliferuting, us in nesidioblostosis
(neaformation of isleis).

A, Which cell types are showing cytopathologle features
such ap nuclesr by pertrophy.

4, The stuie of pranulation of degranulstion. (This is partlc-
ularly helpful n afiempting o distiagash feoplastic
from normal islets, bocaiwe the former dre ustally bit
nit alwoys relutively degranulared, )

The purpowe of Uik tepor is threefold:

. To polnt out some of the practical applicitions of spes
cial stain for islet cells,

1. To present our particulsr modificstion of Gomeari's alde
hml'ﬂdhﬂn and chrome alum-hematoxylin-phloxine
]

3. To meview Hellerstrdim and Hellman's modification of
Davenport's silver-impregnation technique, pointing ouf
the eritieal sleps in each metbhod.

$
Procedures

Modified Gomori's Aldehyde-Fuchsin
Stain for Beta Cells
Fixation

Lise |0% buffered neuirsl formalin und fin for &0 fessi 24
hours.

Microramy

Cur parallin sections al & micra.

Solu b

Zenker's

Dictilled waier, |, | 3T e 1000.0 mi
Mereuric ehlorde. ... . . ...... 50.0 pm
Potssitim dichromate. . . ... ... 35.0 gm
sodinim sulfate, .., .. 100 pmi

Add 5.0 ml of glacisl acerie sctd 1o %30 ml of Lenker's salu-
tion hefore wse, DHacard after use.

1'% Alcohbolic Todine
DT & xR o SR
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Editor’s Corner
Virginia Histology Workshop

The Virginiu Society of Histology Techniciins i presenting
their 2l histology workshop [n Richmond on September 7:8,

1971 For information contoci: Mm. © Durkowski, 9613
Kruuse Woad, Chesterfield, Virginia 238332,

6th Annual Histology Conference

The Hlinods Society Tor Hisiolechnologists presenis (s Gth An-
nual Conference, 1o be held at the Ramado Inn, Champakgn,
Mlincds, Avgust 2335 (873 There will e wei laba, hisio-
chemical techniques, and special presentations. For informis-
tion comtact: Mr. Kepneih H Urban, 21410 &, Magnolia Ave-
nue, Chicago, illinoks 60614

The ediior wishes to salicit infarmation, questions, and aruicles
reliting to histotechoolegy. Submil these to; Lee €. Luina,
Editor. Hsto-Loglc, P.O, Box 36, Lugham, Marylond 30801,
Articles, photogrophs, eic, will aot be setorned wiles ne-
quested bn writing when they ore subinitied,

]

To fecelve yvour own personsl capy ol HISTO-LOGIC, or to
have in assoctile added Lo Lhe mailing list, wnle: Lab-Tek
Products, Divismon Miles Lobomiones, Inc., IOWATE M. Aro
Rid., Maperville, Hlinals 60540,




Symposium on X
Histopathologic Techniques

The Symposiom on Histopaibologic Technigues will he
conducted af the Sheraton apd Holiday Tnne, Sikver Spring.
Morylamd. The dutes for ths year's program are Ocitober |=5,
1973, Listed below are the tities for the workshops, scientific
sesslons, and seminar belng condocted. PLEASE NOTE THE
FOLLOWING SPRCTAL INSTRUCTTONS:

Reglstration application! The reglstration application s
attached, This will be the only anoncemenr snade ces-
corndng the ormpostiom. Regstration Tor scleniific sessions
is limited 1o 600 We reqaest thoi you lle your registratione
by our Sepiember 15 closing dote. Late applications, how-
eved, will be gccepled provided the guota has not been
filled.

Hegistration Torms may be seroxed if more thon one
individial from the same asctivity wishes (o attend. Mail

registration and check o Registrar, PO Box 36, Lanlan,
Marvland 20801,

Accammodaiiwns: All sccommodations for rooms must be
made direcily with the hotels For your convenience, the
nddresses snd toll-free phone numbers are provided below

Holiday T

K777 Georgia Avenue

Silver Spning, Md, 20910
(BO0} J3E-F40d0

[ Approaimately [our
blocks from Shératoni

Shermton Silver Spring

B727 Codesville Road

Stlver Spring, Md. 20910

[ROO) 175.3335

Sy mpuosium Headguarters
Husiel

In order to insure reduced rated, please indicate on your
reaervation that you are & registeant fof the Histopathology
Symposium,

Workshops

WORKSHOP NO. 1: MONDAY, OCTOEER 1. 1973
GopD AM, - 430 PM,, {Holiday Inn)
RESULTS ORIENTED MANAGEMENT FOR HISTOLOGY
SUFERVISORSE
Mr. Robert Rike

TRAINING WORKSHOP — AM.

The mornitg sesson will focus on how, when and why
people Linrm, d.lh':lnpmtﬂl: af a five-step iraining technigue angd
sevietal practical applications

LEADERSHIF AWARENESS WORKSHOP — P.M

The alternoon session is designed 10 foous on the quilities,
skills and abilities needed for effective leadership; ulso, types
and siyles of management, and personal siyle |dentification.

WORKSHOPR NO. 2: MONDAY, OCTOBER 1, 1973
Gl A M.~ 4:30 P.M,, {Sheraton)
INTRODUCTION TO TISSUE IDENTIFICATION
“Mire Edna Prophet and Mr. Richard Verfuerth

The purpose of this workshop is to soqueint the participant
wilhi bamic Ussde striciures, The vahie of this knowledge in
ainln teehnology will be illustrated with the vee of photomicro-
gruphs of special stains.

WORKSHOF NO, 3:  TUESDAY, OCTOBER 2, 1973
W00 A M. — 4230 PAL, (Holidsy lnnk
SPECTAL STAIN SEMINAR/WORKESHOP
Mr. Bart Wenger

Thin seminar will deal with photomicrographic presentation
of numercus special stokne. Specinl emphasis will be placed on
{1} preferred stains (or demonstrating specific entities, (21 ape-
cial requirement for successfnl remilts, (1) solution stability,
{4} common problems and selutions [n sistp techaology, and
i question and answer period,

WORKSHOPF NO. 4: TUESDAY, OCTORER 2, 1973
Q00 AM. — 4:30 P.M_ (Sheraton)
ADYANCED CRYOTOMY
Mr. Frank Avallone

This workshop 8 designed for those desiring odvanced in-
formation on cryostet technology. Included will be o prablgn-
solving sessicn. The workshop will be enlbasiced by several
lectures denling with vardous facein of eryosial jechnology.
Reglatrants are encouraged to bring problem tinse specimen.

WORKSHOP ND, 51
0:00 AM,
MICROTOMY
Mr. H. K. Rumsell

TUESDAY, OCTORER 2, 1973
4130 P M., (Sheraton)

The problems relstive to poor vedsus good inicrobamy will
be emphasized. The verous sieps in cutting which may be
responsibile for virlable resilis il be discusied, 10 inelude the
effecis on itisswe sectioning of the following: fixation, proc-
emsin, embedding, microtomy, and tissue oentation. I
depth knile shorpening methods will be included.

WORKSHOP NO, 6: WEDNESDAY, OCTOBER 3, 1973
T:00 PA, — 1000 PM., (Sheraton)
BASIC CRYOTOMY
Mr, Edward Cunningham

The purpose of this workshop is io provide the basics of
crynsiat technofogy, pariioularly for thoss technicians who
wish to learn this fecet of histology or (hose having iffoul s
with routine stnt techniques. Participants will have an appor-
tunity 1o use different éryosiils and learn Use pros and cons of
cach, “Stat"” eryatomy and new H & E stuining procedunes will
b performed,

WORKSHOP K0, 7: WEDNESDAY, OCTORER 3, 1971
100 P M. < 200 PM,, (Shemion)
COMMUNICATIONS FOR THE MANAGER
Dr. James Yosni

Effective: communicution skills are a prereqguisite for man-
ige. Lénrn how Jeom can become o befler manager by im-
proving and preciicing communication skills. Prepare yourself
to be more effective in your present position and to be guali-
fied for a more responsible position.









Hellerstriim and Hellman's Modification

of Davenport’s Silver-lmpregnation Method
for Alpha; or Delia Cells

Fixutiomn

Use (0% buffered neutral forenalin and fix for ot least 24
T,

Microtomy
Cut paraffin szctions st 4 micra,

Solutions
0N Nitrke Acid

Mitric acid (concentrated) . . .. L... B45 ml
Rlcohol. BOR" ¢ 0l e e e e Uy 5% ml
Pyrogallic Acid
Pymogallie aedd 5 cGnrn sy e s e 5.0 gm
Aleotiol, 5% . . . e, 100.0 ml
Mig well and then add
Convatilraied formaldehy de
solution (374000 . ., ... ..., 5.0 ml
Mix well.
Silver Nitrate
LT T L e U e Rl e Ay 10.0 gm
Ditted weabes. . . ... ..., ..., 10,0 ml
Iissolve and add
OLIN mitrie acid sslution ... .0 0w s B0 ml

M wedl, Adjust this solution to pH 5 with concentrated (58%)
amimoniim hydroxide (need approximately |5 dmps). Filter
[hscard afier use.

Staining Frocedure
1. Decerate sections and hydrite (o distlled waler.
. Mace in Bouin's sohition at 37°.C for 2 houm.
Waosh in ranning water for | hour,
Rinse once in distilled water,
Diehydrate through grded slcohols o 95% pleahol
Flace n fltered sdlver nitrate golution overnight in a 377
€ oven in total darkness,
. Imimerse for B seconds in 5% alcahnl,
. Develop for 60 seconds in a solution of pyrogallic scid,
{Agitnie)
9. Place through 3 chanmges in 95% aleshol for | minaie sach,
10 Alcohol, 95%, 2 off-and-on chanpes.
11. Ahsolute nleobed, 2 off-snd-on chanpes.
12, Xylene, 3 alf-andson changes.
13 Mount covenlip with resinous medin,

R e

esuilis
Alpha; ordeltacells, . ., .\ .0pruranas Blick

The critical stepy in this procedure include: (1) Uking scld-
cieaned glassware; (2) avolding use of metul stninkng appara o
(31 adjusting the pH of the silver solution lo exectly 5; (4]
filtering the working silver nitrate ssluilen 1o avold precipifa-
tion; and (5) wolding the use of mercurial fixstion. A& control
mugd @lin beorun almulioneously s et the proper end polt
can be reached.
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(DO NOT USE THIS SPACE)

(Mr, Mrs, Miss, Dr, Mil. Rank)

Last

NAME

HOME ADDRESS

Stale

City

Sireet

EMPLOYED BY

{Manday)

WORKSHOPS

Mo, 1 $2000  Quots 60

PLEASE CHECK FUNCTIONS YOU DESIRE TO ATTEND:

Unlimited  {Monday)
53000 Unlimited  {Tuesduy)

F20.00

Mo, 2
Mo, 3

§10.00  (Thunday Evening)

BANQUET.

SCIENTIFIC SESSIONS_____$25.00  {Wed., Thur., Fri.)
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