


Hequired Muoterials:

1. Two fallopian tubes {unfixed].

205 gm of sgar.*

3100 ml of distilbed water.

4, Clamps.

5 100% formalin — M0 ce.

&, Boclerin, Crramepositive  and  Cram-negalive (E. coll and
Siaphylococei) suspended in 30 oo of distilled waer. This sus-
penston will have a cloudy white color*®

*NOTE:; Agar has n meling poini of 105% C, Once melied, it will
reman liquid wntil a 1emperature slighily below 60° © is
reached,

“*NOTE: Gram-positive (Staphylococel] and Gram-negalive (E
coli) bacteria may be obiained from the Microbiology Dhe-
partment of 5 hospiial or they can be purchased from g
pharmacsutical company.

Procedure:

1. Make a 50% agar solution in distilled water

2. Mix the suspenston of bacierin with the 50% ngar soluion,

3 Clamp ane end of the fallepian twbe shui

4. Place liguid agar and bactera migwire in hypodermic svringe and
imject inla the Jumen of ihe [alopian wbe,

5 Clamp the open end of the fallopian fube shi,

f. Fix whole falloptan iube in 2000 oc of 10.0% formalin for 48
himars.

T, The lallopian tube & then cut inlo pieces suitgble for embedding
These pieces are processed and parallin embedded as wsual

R Sections are cuf af 4 o & microms.

% Sections are now resdy 1o be opsad asoa controd,

Remarks:
Rath gelatin and ogar were fesied &g o suspending madia for the
culiured bacieria. Gelotin was found onsuiishle bacause il Sains oo
heawily with basic aniling dyes causing some conlusion and oe-
cassonally masked 1he sesned bactersa, Agar was then selecbed and
found fa siam light blse, bul very transpareni with basic anilineg
dyes. This in no way hindered visualizatkon ol the bacierin.

The number of bacterta sre generally plentiful and eusily ohserved
mroscapacally with this method. The concentration can be easily
adjusted by incressing or decreasing the number of bacigria. Two in-
ogulbwiion lpops pulled pently over an agar contral plale gave an ade-
quaie number of bacteria, 1 is also slvisable 1o have a fresh cobony
of bacteria (24 hours old), Experience has shown that an older
calony of becieria fover 48 hours] did fol stain as sl

The resulis were excellent with this method. The slide showed
nod only well differentiaged fissuc, bul also Cram-negative and
Giram-positive bacierin in the same aren

Relerences:

I Lilke. R Hisiopathosgic Technic and Pracical Hseschemisty. MoGitas iR
Hissk Do, Mew York MV, ld pd W5

I Fabis, BD & Ashwanh, B0 Teviben® ol Human Hiskslog. Linke, Broam and Co,
Boriiont, M. 150 ed. ¥

1 M. 5F 0 A& Teubonk ol Clmicsl Paibslogy. The Willerms, sta Wik Compans,
Baltimasre, Marsland, Wh od. 1954

4 lasna. L0 Muamial of Hisiologe Smming Maihals of de Aimied Forces Bsiiie ol
Paibohigy. MolmsHil Book Oo. Sew York, MY, Jul od 15968

Helpful Hints for Taking the

H.T. Practical Exam

Heidi Mimnaugh, HT (ASCF)

Sacred Heart Medical Center

Spokane, Washington 1304

During the past Tew years our siudents aking the H.T. praciical por-
tisa aff the Regsiry Examination have overcome several plifalks. e
iw huoped that by printing the following tips ofther examiness may be
helped 10 peepare Tor taking, and passing, the H.T. Practical Exam.

Edifer's NMode:

The fdlowing sugpsstions are the persannl views af the author and
are nat 1o be misconsi sl as suggestions from, or approved, by the
ASCP Board ol Regisiry.
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1. Corefully clean &l slides and covesslips with an alohol-acetone
soluticon

2 Cui b leasq 10 slides per block, them suan one by hand (H&EE) to
see iF it stains well. Don™ use the autoenatic stalner for your lest
slide,

3. Use egg albumin coated slides for specimens of braln and bone

4, Labed blocks and shides Trom the same tissoe, p2 appendix i, ap-
pendis 2. This is especinlly important with appendix and muscle
it 10 insure you hove maiched the correct dide with s
oarresponding block

5, When cutting skin, cut through the epidermis last, as i wall be
micre scraichy and drag through the resi of the section

f. Bon®t cud an entlee Block on the same spod af the knile, Keep
mwoving the knile. Cul no more than two ribbons on a particular
aren of the knifie

7. Comsistently mounl sections im the non-frosted center part of the
slice. [an't mouni dimgonally, Esch slide inoa set should be
micanied in the e manner

B 11 cun be helplul o keep irack and lshel whal arder slkles were
cut on o particular piece of lissue and make a aolaen of every
iime the knile was moved.

8 Be sure you have o fresh, clean waster bath when cutting amd
wipe surface ofien.

10 Lise o conder waler hath For brain Specimens b preyent o much
separalion of section

i1, Use a second, hotier water bath to faien oul specimens of ap-
pendix and bone. Lay ribhon on your regular water bath, then
mount sagtion on shide, lay i1 oot on hotier bath and pick up
again quickly 1o remove rippies

12, Remiove nll formalin pigment in seciions hefore staining
Espescinlly waich vour fumgus sections for residue pigmenL

13, B sure your glassware for all silver sedution is tharoughly acid-
cleaned o avoid any precipitaie,

14, Make certain nnilime blee salution is working for Masson's
irchrome. The sisin geis weak and dull alier expsssive o

15. Use fresh solutions whenever possible

16 Try v run 1wo didess together on stains that pend io kuosen sec-
tans; Le., argentalfin, LFB

17, Use a clean aar of mouniing medin and wse it only for your prac-
lical whdies.

18 Alser vour slides are covershipped and well dried (2 dapsh, you
cun serape excess mouwnting media from around the coverslip
wiith o roror bllscle.

1% Type all labels and be sure they are placed on stralghl. Meatness
is wery impartant and can reflsct The guality of your work,

Staining of Bacteria in Tissue Sections:
A Reliable Gram Stain Method

Robert C. Brown, K10,

Ruiherford Haosplial

Ruiherfordion, Marih Carelina 28139

and

Howard . Hopps, M.I,

University of Missourl, Scheol of Medicine
Columhin, Misouri 85201

Ssolwtioms:
1% Crysial Yiolet
s (DR R AR A T 11 ) 1
R R T A BT T i ittt rt | DAY ml
Giram’s lodine
e R P R L T 1.0 gm
L] T 1 - N e s B g SO 20 gm
Distilked water .. i com—— J0 mi
i, 25% Brdt Fachsin (steck)
Basic Tuchsin...... {125 pra
Dhismtillesd water ... = JHED mil

Filter solution through hln 4 Whmn'lun paper.

Basle Fuchsin (Warking)
(For foemalin, gluiersldehyde, and Bowin's fiked tiEswe |
Bagse Fuchsin (s10ck)...... et - ha 18 mi




T | = T S e - 1 |
Basic Fuchsin (Working)
{Far Formal-Fanker's fixed fissue)
Bazie fochsin (EI0REY ... b o - 50 mi
Disrilbed water ..o T = SEEEN T W 25.0 mil
Giallege's Salutien
Distilkad water .......... I OSRRRERNNNE 15 [ |
Formaldehyde. concenirsed 1374000 . 1.0 mil
Gilacisl acetic acid ........... . S % mil
Pieric Acid = Acetome
Picrlc acld oo SR el IR {5 gm
PO ..o cee oo S A AR RS 000
Acetone - Xylens
T SR A T TR 1 el b e 5000 mil
ORI NG 21141 it Lot b 500 mi

Staining Procedure:
I. Deparaffinize and hydrole slides 1o distillsd water.
2, Stain sludes in 1% crystal violes Tor 2 minuges,
3 Wash slides im tap waler o remove excess crysial vicdst
4, Place shides in Gram’s inding for 5 minuwies,
. Wash slides in-imp waler o remove excess wodine
 Bpi, bui me 1o diryness
. Differenimie shides in acelone uniil blee color ceases (o rum from
the dide. This is best accomplishexd by veriically dipping the slide
mpproximaiedy owo times per second in 8 Coplin jar Tk with
aceiane, Only a few secomds B necessary o secomplish this
B, Rinse slides quickly in tap water and wash thoroughly 10 remove
melane,
9, Plage slides in working hasic fuchsin sodution Tor 5 minuies
10, Wash slides briefly in tap water
11, Mace stides in Gallegn's solution for ¥ minuees (Mowing on solu-
ticn occasionally o agitae helps ihis siage of differentacion).
12, Wash slides thoroughly inowep water and Blal, Buat nol 1o dryness.
13 Accrone. 3 quick dips.
14, Preric acid-seetone, 3 quick dips.
15, Acetone, 3 quick dips.
I4, Acetone-xylene, $ guick dips
17, Xyleme, 10 quick dips.
18 Xylme, | minuie
19. Mounl in resinous mounting medio

Resulis:

Ciram-positive hacieria — siwin hlue
Giram-negative hacierin — siain red
Backpground tissue — generally yellow
Muchs and epithelivm — stain light red

Mt
In steps X, 4, % and 11 solutions are applied o shide which are lying
fiai

In steps 1, T and 13 o L&, the slide is dipped in g Coplin jar con-
faining soluton.

Short duration (3 quick dips) m 005% picrc scid-acefoms pives
reltable differenimtion of Ciram-negative baclerin and & desirable
vellow background Higher pecric acid concenirations (even 1%
peric achl-acetone) feull in poarly controlled dilferentiation with
purar atiinang of CGrame-negative bacieria, Rapid dehydraison in ace-
tome (as indicated) is essential for good resulis.

The mare concenirsted hasic Tuchsin Working Salution B &
essential far good staining of Cram-negative hacierin when Farmual-
Lenker's Naative is wsed, It is emphasized tha Gaelfepo 5 diffevenrian
i @ prdkeal remgens b e s proveslune

Editor's Node:
This s1ain his been wsed s the AFIP Lobarniories for seme iime
with excelisnt resulis

Referemoe:

Brivdrt, R & Hopps, HAE - Saising of Baowtia o Tivsse Sectiomn & Helable Ciram
Sam Meihod Am. ) oof Clin Paib, Yol b0 Moo 2, Ao, 1973
Provigd weih permission eomi Ediin-Dhiel dsenzan Jogres) of Clincal Parbelig.
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Histotechnology Seminar Offered

The First Annual Hsamechnolegy Continuing Education Seminar
will be held February 23, 34 & 25, 1978 a8 sthe University of Texas
Health Science Center al San Antonio, Mediesl School Companeni.
Fourteen (14) contact hours will be accumulalad. Course mnunibser
O will be directed by Sue Judge, HT (ASCP) and Lyn Hschard-
san, HT (ASCT).

The course s sponsared by the Liniversity al Texas Healih
Stience Center a1 S5an Anionio in coaperation with the University of
Texm Medical Branch at Cialvesion, Liniversity of Texas ML) An-
derson Haspital and Tumar Institate, ond University of Texms
Henlih Science Cemer @ Dallas

The concept of the course is o present up-to-dale methods and
scientific advances in the figld of hiscosechmdogy, covering basic as
well a5 advanced information to improve standards in the hisio-
pathology lbormory of large and small hospinals as well as research
Isboraleries. Chutstanding technologisis and Taculiy members will
present bodh lectures and workshops. The laest equipment and
products for the laboratory will be available for examination

Fee for the course is S48, Swdents Mrom any of e Four participat-
ing Institaiions may pay & special fee of $30.

Fungal Growths Due to
Excessive Washing
An Editerial

The three phoiographs (Figs. 1. 2 and 3 demonstraie a growih
which, though unlilsly, cam oceur and may resul in diagnoseic prob-
lems. The Ffungi-like organsmes scen in the phowographs were
produced by exposure of the lssue specimen 1o o FURLing lap waler
wish which excesded Four days. It is unlikely that tssue of any Kind
usad for the production af microscopie slides will ever require lour
days of washing in running water, hut there are several inslances in
which a mistake can B made which may resull in exomsive TBsee
washiimg in 1ap water. Because of this possibaliny, the problem is being
broughl Lo wour allenlion,

Figure 1:

This pholograph shows
the fung growing oui-
st the fissue speci-
men. 5kin, HEE X3K

Figare &

Bacierindike sinaciures
can be sezn with dhe
fungi in & hair follicle

Skin, H&E X440
g T .
: 'l...l: 45 ‘\: “a ',-
g T SEas e Flune 3
e Ly Saio” The fungi can be seen
i % “#* = growing in the dermis.
e LN 5 i Mote that the fung ap-
el ;L : pears 1o be embedded in
e h\ﬁ: - ® ° the tissue siruciure.
™y ) * \ Skin, HEE X0 and
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rules our mistaken identiry and
improves embedding fechnique

Tissua-Tek® Il Process/Embedding Casselle is numbared at tha
sdnrt {or pasitive identification. Fram atad bo slorage, tissus and

cassatta fraval logathar to aliminate misicantification. And the cassetis
doais dowblo duty: lirst it serees as & processing capsule, and ihen as
an embeadding ring. It forms streamlinad 1issus blocks that sava
30-50% on paratfin cosls and lake wp 0% less spaca than

pravious melheds Available in claar plastic Mo, 4151

or the highly resislan white plastic No. 4187, Process

Cover No. 4184, The polished sieal bass mold makes

a cloarer casling which presanis a superiar culking face,

Its clean sharp edpes insure an axcellent 1it in the
mizroiome. Tha mold's design alsa hedps reduca
cleanup, sloregs, and housakgaping chores. Hase
malds avallable in five sizes, Noe, 4161-4165.

Lab-Tek Products...selting the standards by which performance |s judged.

Technically Speaking

Rabert &, Clark, Technicol Services
Lab-Tek Products, Saperville, 11 60540

The wse of vacuum infilracion sith the sid of heat has proven 1o be
mosl bemefictal i the preparation of tssee spacimens. especiolly
thase that are porous and of low densiiy,

Tisgws-Tek® 1 Vacuum lafilirator serves the histdogy labsoragory
in several capacities.

Firsl, paralfin mmpregmalion o greatly enhanced By wsing the uni
with melied paraffin al 680°C and 1% inches of vacuwm. The amount
of air irapped G0 the lEs0e Spaiimen is allizn SUrprising.

Second, the vacuum mhlgrator con be used 1o enhance Formakin
fixation hefore aciual processing hegins. Lale surgical specimens can
alten delay the eniire processing schedule. With the addition al 10%
formalin inte the chamber, b and vacuum. those lobe specimens
can be fised in N minutes or so

And. the unil can be used s o work pot. Placed Beside the Tissue
Embedding Cenier, Tesue-Tek I Vacuum Inhlilirator Bamomes o
welcome ooosssory ibem. [ eliminaies the pesd tooremowve the paral-
fin pms from the Tissue Processor

Like an¥ piece ol equipmeni, varsus parts ol the Yacuum [n-
filtrior can wear oul, Listed below are the pard numbers loc the
micst commonly replaced parts:

GRODO250  Cowver (with walve assemblyi
0adis Cover (without volve asssmblyp
d0sT2Y  Therrmosis

SRN0258  Ling trap

4027 12N Heat Elerment

5136108 Rubbeér gl

These parts may be obtsned through any authorios] Lab-1ek Ser
wice Certified Distribaior,

Tip receive your omn persornal copy ol HISTORLOCG I, ar o have dn s
siciwe wildded 1o ke mniling LS, submil home adidress ' Lab- |2k
Produicis. Daviskin Miles Lahoraiores, Ing., XOW4ATE SNarch Awrorn He
Mupervillg, |hnoes BIS

L

Ihie edivisr wishes o sobien Inlarmaeisan. gusstons, and arvickes relating
o Bisstechnaligy. Subimit thase i Les O, Luda, Edvee, Hisu-Logic,
.03, B b Lasbam, Marylasd 20807, Aricks. phialographs, ¢qc., will
fnl b returnel umhss seguested mownling when they arg aubhmitied




