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Recently Fahinui and! Ansarasingahamn (Fed.

Pooc. 22: 195, 1963; J. Cell Bio!. 22: 29, 1964)

have showti that approximusately 89% of the lac-

tic dehsydroogetuase contaiused ins a muscle section

diffuses into thse fluid mssediuni after 10 minutes of

incubatious as recomssmusended by stamidard proce-

dunes. Too prevent such diffusions they used a gela-

tins filmus co)ntaimiing all of thse incubation mixture

inugrediemsts. By this nseauus they were able to

insprove the intemusity of the reaction and the

locahizatious of lactic dehydrogenase in tissue see-

tions of rabbit skeletal nsusc!e.

Although their nuethod seemiss quite sinuuple, it

was observed ins our laboratory tisat it is not de-

void (if somuue sigusificaust imscomsvenuiemuces: (1) The

final gelatin coincenstratious o)f 2.5#{176}�described its

the original method seemuus imsadequate in that the

quick evaporatioui occurniusg duriuug and shortly

after mopplicatioun of thse gelatin results its con-

siderable retraction cof the filnu. (2) The co)mstact

of the tissue sections, particularly those of a

large size, with thue gelatin filnus whets prepared on

a rigid gbtoss suurface is sometimes irregular.

Suds uuuevetu comutact favors tbse foornuatiojus of air

bubbles ansol iii tumrmu areas oof negative stainimig.

(3) Tue delachsnsenst of the sect ions from the gelatims

filius after iuucubatioouu requires considerable trac-

linus mind/or side s!idimsg oof the ccover glass. This

results its wriuskles amid danuiaged areas in the tissue

sectiouss.

Tryimsg to muvoid thse imucconuvemsiences just de-

scrihed, we hsave iustro)duced too thse original incu-

bat icous tssixt uure fib mis nsuet hind scomuue nuo)difications

thsmot seemuu too exteusd considerably its versatility

amid use: (1) Too retard the retraction and evapora-

tints t)f the film, a hsigher cootscentration of gelatin

was used. Omue part of the incubation mixture

(prepared as described origiusally) was mixed with

one part o)f a � buffer-gelatin sdolution (Tris

buffer 0.2 31, pH 7.4) resulting ins a final gelatin

incubatiouu nsixture conucentrationu of 3.25%.

Withs thuis gelatin concentration the retraction is

uuegligible tonic hour after the gel filns is fornsed. (2)

To insprove the contact with the tissue sections the

gelatims substrate filnss was prepared! on a flexible

base. Ausy conumsiercial polyvimuyl sheet of a thick-

msess rangiusg Irons 0.09 to 0.13 ussmn can be used. In

our experiusuemsts a chlorpolyvinyl sheet 0.09 mm

thsick served! the pumrpose. A rectangle of the up-

proopriahe size is cut fromus the plastic sheet and

section (Fig. 1). With this nnethod the contact

is significantly imprcoved, thus prevent imiguneven

staining and formation of bubbles. (3) The coombi-

nation ouf the plastic base with a higher coonceis-

tration of gelatin assures easy detachmiuent of the

film. Hence there is no need for tractious or sliding

of the nitounted sectioon. After iuucubatioon the film

caus I)e removed directly either by strippilsg it off

with a forceps or nuelting it away under warns

water (45#{176}C). The slides are washued thucuroughly

with running warns water atid fixed its neutral

buffered fornialin. The wrinkles and damisaged

areas oobserved with this proocedure are usegligible.

After studying a nunuber of tissues a gooo;d locali-

zation and a strong reactioon for lactic dehydro-

genase activity withoust diffusidon was oohserved

(results to) be reported elsewhere). The advantages
of the plastic gelatin film were particularly obvious
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whets sectiouss oof whole rat organs such as heart,
liver, atud kidney, or whole nsouse embryo sections
were incubated. Furthermore, the time required to

prepare the plastic gelatin film is considerably
shorter when compared to individual slide spread-
mug. Thie amount of material needed was also found
to be less as compared to the original method.
About 20 sections can be incubated with each 1.6

cc gelatimi filni.

Thsis plastic gelatin film method has also been
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