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Abstract. Positive direct immunofluorescence was ob­
served on mucosal and skin lesions of two patients with 
pemphigus vulgaris when standard Tzanck smears of the 
lesions were prepared. Negative tests were notcd on smears 
obtaincd from patients with other bullous disordcrs and on 
control blisters produced with cantharadioe, iriction, and 
liquid nitrogen. Our preliminary results suggest that this 
modification may provide an alternative 10 the standard 
direct immunofluorcscent test whcn biopsy spccimcns are 
not ensily obtainablc. 

The use of immunofluorescent technique has be­

come widespread in the diagnosis and manage­

ment of bullous disorders (2, 3, 4, 6). Recent re­

ports have re-emphasized the fact that indirect 

immunofluorescence may be negative when, in 
fact, the direct test is positive (1). Biopsies are 
therefore required in situations where a false 

negative test result is suspected. Specimens must 
often be taken from relatively inaccessible areas 

and must be processed rapidly, frequently creat­

ing logistical problems. 

We have performed direct immunofluorescence 

on specimens obtained from patients with bul­

lous disorders utilizing the standard technique for 

preparing Tzanck �mears. This modification has 

proved valuable in the diagnosis of pemphigus 

vulgaris. 

METHOD 

Fresh bullous lesions from the oral cavity and body of a 
46-year-old white male and a 53-year-old white woman
with known pemphigus vulgaris were examined. Both had
biopsics and standard indirect and direct tests consistent
with this diagnosis. As controls, lcs1ons from 2 patients
with bullous pemphigoid and I p:uient with bullous ery­
thema multiforme wcrc cxamined. In addition, cantharidin­
induccd acantbolytic blisters (5) and blisters produced by
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liquid nitrogen and friction in 2 normal volunteers were 
cxamfoed. 

All lesions were treatcd in u similar manner. The bulla 
of the roof, if present, was removed without disturbing the 
base. The ba�e was then gently scraped with a sterile 
wooden tongue-depressor. Material obtained was imme­
diately smearcd on a gla,s slide and air dricd. Slides wcre 
�tored at 20°C and preporcd within 48 hours. 

Slides were overlaid with commercially prcpared fluores­
ccin-conjugated goat anti-human lgG (Hyland Labora­
tories, Los Angeles, Calif.. USA) diluted I : 10 with phos• 
phate-buffered saline containing 2 % Tween-80. Af ter in­
cubation for 30 min, the si ides were given 1hree J 0-min 
washings in phosphate-buffcred salinc and rinsed with 
<listilled water (3). 

Af ter F A mounting fluid and coverslip, were applied, 
the slides were examined with a Leitz Onholux fluores­
cent microscope utilizing a Schott BG 12 excitcr filter and 
a Lcitz K530 burrier filter. 

RESULTS 

All lesions examined from both patients with 
pemphigus vulgaris were positive. Individual acan­

tholytic cells as weU as clumps and sheets of ad­

herent epidermal cells were seen to exhibit bright 

green fluorescence (Figs. 1, 2, 3). The marked 

fluorescence of individual acantholytic cells con­

firms the observations of others (8). The intensity 

of the fluorescence was greatest at the periphery 

of the cell membrane. Some cells showed a lo­
calized "beading" at thc periphery of the cell. The 

)arge sheets of cells exhibited the same type of 

bright intercellular fluorescence as is noted in the 

standard direct preparations. 

COMMENT 

Early diagnosis is essential for the proper manage­
ment of pemphigus vulgaris, and the indircct im-



munofluorescence te�t may be negative in the 

early stages. ln one study 66 % of the patients 

with thb disorder initially presented with lcsions 

Jimited to the oral ca, ity (7), where adequate bi­

opsy specimens cannot be obtained easily. 

This new technique of performing direct im­

munofluorescence on Tzanck smears has proved 
lo be a particularly useful adjunct in the diagno­

sis of pemphigus vulgaris. l\ot only may it be per­

formed without the nccessity of a standard hiopsy 

specimen. but also lhe preparation of the smears 
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Fig. J. Acantholytic cells from oral le­
sions of a 46-year-old whitc male wiLh 
pc111phigus vulgarb showing positive 
immunofluore�cence. x 210. 

requires neither specialized equipmcnt nor train­

ing. By circumventing tissue biopsy and subse­

quent cryostat sectioning a much more rapid 

mean<, of diagnosis is provided. Furthermore, since 

storage of the slides for 48 hours before testing 

did not induce false negative results, lhe special 

facilitics required for the immunofluorescent 
diagnosis of pemphigus could be utilized by physi­

cians in the outlying areas by mailing the smears 

lo central laboratories. 

Fig. 2. Clump of cells and one acamho­
lytic cell from pemphigus vulgnris Je­
sion of central chesL of a 53-year-old 
white female. lntraepilhelial localization 
of labeled antibody is sim,lar to that 
-.een in standard direcl biopsy prepara­
tion:,. x 210. 
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Fig. 3. (a) Acantholytic cell from Tnnck ,mear of rcm­
phigus , ulgaris, Gicm,a stain, x 450. (b) Acantholytic cell 
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