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PAELIAIMARY LACALUIZATION OF A CELb TYPE-SPECIFIC ANTIGEN IR THE ACCESSQRY
GLAMDS OF TRE NALE MEALXORN BEETUE BY IMNUMOELECTRDN MICROSCOPY
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The reproduckive accassary gland coanex of male Yenebria mpliter conststs
of two sets of waired glands: the bean-shaped (BAGS) and the tubular-shapad
accassoNy glands {TAGs).! tnlike the ¥AS, which contains a singla cefl
type, the 8AG cantaips &t least sevem cell types differentiated by the
ultrastrycture of their secretory granules. The BAG alsp synthesizas a
wider variaty of proteins.? As the gland becomes mature, gramyles are
sacreted into the lumep of the GAG, forning the plug, and are mlded into
the spermatophare, 2 cemplex structure used to transmit sperm to the female
during mating. Up to this goint it has been difTicult ko correlake imdi-
viduwal protein species with specific granule types. Therefore, we have
turred to nonoclenal antibedy techrology and jamunoelectron microscapy to
fnvestigate the praduction, Tocalization and fate of 3RG and spermatophare
prateins.

Wanac1onal antivodies ware made against plug antigens.® Spleen cells fram
nica imunized with secretory plug material were fused with S22 myeloma
cells, The resylting hybridamas werz selected in HAT media and were
screenad and charackerized by aenzywe-linked imeunosorbant assay {ELISA) and
imuro-alactroblotting, Posittve cell lines were claned and injected into
mice fgyr ankibody-containing ascites fluid. &ne recovered clone (PL 6.3)
sacretes antfhody against a pair of antigens (M4=10¥Xd). The adulz-specific
antigens nere identified ia BAG, in secretory plug, and {n spermatophore
homagenates. Examination of jmmunochenmfcally stained paraffin-embedded
sections revealed that the aniigens were restricted to cell type 7.

We used immnoetectran mcroscopy ta geteraine the syb-cellular localizakion
of PL 6.3 antigen. BAGs Fycn mature malzs were ¥ixed in 4% parafarraldehyde
in ohosphate tuffer pH 7.2 for 1 hr, denydrated through alcohol and
embedded in Epan. Thin sections (silver) were cut on a Reichert CN-U2
nicrotone and collected on nickel grids. Sections were etched in 5% &,0,
for 10 nin. Afiar incubation inm blocking sera, sackioms wer2 incubated in
primary antibody (diluted 1/20) for 30 min in anti-mouse Ig& avidin-biotin
peroxidase canjugate for 6@ stin (Vectastain, Vector Labs}, and were stained
with DAB for 10 min.% Controls for immunahistochemical study coasisted of
treatpent with gre-immuns sera, and onission of primary or secondary
antibody (F4g. 2). Sections were examined an a Philius 20F at 44 kv,

The antigens recognized by antibedy PL 6.3 Ware Tocated pyimarily within
the secretory gqranuizs of cell type 7 and rarely within the cytoplazn of
the BAG cell {Fig. 3 anpd 4}. Mthough parfect morphological integrity was
nol raintained by the fixaiion protecel necassary Lo preserve antigemicity,
examination of adjacent thin sections staired With uranyl acatate and lead
citrate canfirmed granule type identification (Fig. 1}. This antibody, and
athers currently under develcpment wi1) provide tools far wapping granule
movement and apdification in BAG developrent and in sgermataghore
formation.
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Fig 1-¢ Section of BAG cenzaining cell type 7 granyTes.

1. 3tainad with wranyi acetaie and tead citrate. Bar = 4.5 wm.

2. Stained with avidia-biotin peroxidase (ABP) coaplex without prisary
antibody, Bar = 1.0 um.

Stafned with wonocional antibody PL 6.3 and ABP camplea. Bay = 0,3 -am,
Highly nagnified vies of type 7 granules shawing lecalizatian of ARP
canplexes. Bar = 4.25 um.
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