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INTRAVENOUS IMMUNE SERUM GLOBULIN FOR HYPOGAMMAGLO1020 BULINEMIA: A COKPARISON OF OPSONIZING CAPAC ITY IN
RECIPIENT SERA. Russel l W. St eel e, R. Ann

August ine, A. Susan Tannenbaum, and Daniel J . Marmer.
Depa r t ment o f Pediatr i cs, Univ ersi ty of Arkans as f or Medical
Sci ences /Arkansas Ch i l dr en ' s Hospital. Litt l e Rock, AR .

Twel ve severely hy pogammaglobu l i nemic pat i ent s re ce i ve d
i nfusion s of alky la t ed immune gl obulin and two ot her non
alky l a ted pr odu cts. Admi ni s t ra tion wa s s eparated by an i nterval
of 3 weeks . Se rum was obtai ned pr ior t o and at 24 hours and 3
weeks a f ter each infusion f or measurement of t otal sp ec i f ic
and ops oniz ing antibod ies. The l atter was accompl ished against

pneumoniae t ypes 5, 12F and 14 and zymosan us i ng chemil umi 
nescence me t hodology .

Changes in t ot al IgG concentrations were comparable for th e
t hr ee pr oduc ts . Prior t o enro l lment, I gG l evels av eraged 115±72
mg/ dl , inc re as i ng to at 24 hour s postinfus i on, and were

af t er 3 weeks . No di f fer ences among the products was
seen i n t heir abi l i ty to produce ant ibodies again st Herpes
s i mpl ex virus t yp e s 1 and 2, rubella, t oxop l asma, cy tome ga lo
virus or t e t anus. Howev e r , dif fe rences in opsoniz ing ant i bo dy
were observ ed be tween a lky l ated and native Ig G prepa ra t ions .
Peak ch emi luminescence responses of neutrophil s f o l l owing
opsoniza t ion o f pneumon iae with native immune were
sig ni f icantly hi gher t han wit h al kylat ed IgG, ind ica t i ng gre ater
fun ctional capaci ty . These s t udi es su gg e s t that native i mmune
serum gl obulin provide s a gre at er potential for augmenting host
de fens e mechani s ms against pneumoc occal i nfection i n hypogamma
gl obul i nemic patients.

AN ENZYME-LINKED IMMUNOSORBANT ASSAY FOR ANTI1023 HERPES SIMPLEX VIRUS (HSV) AND ANTI-VARICElLA
ZOSTER VIRUS (VZV ) ANTIBODY (AB) . Patrick A.

Tellez, Joseph Portanova and Anthony R. Hayward, Uni ver sity of
Col orado School of Medicine , Department of Pedi atrics, Denver
80262.

The human newbor n and inmunocompromised host are parti
cularly susce ptible t o th e devastating ef fec t s of di ssemi nated
VZV and HSV infection. To fur t her i nvest i gat e t he relevant
immune parameters , we devel oped an ELISA f or the det ect i on of
speci fic AB . Plast i c microtiter plates (Dynatech» were the
soli d phase for t he ant igen (Ag ) (VZV/HSV ant igen - Flow
Labs), 100 ul /wel l of a 1:20 dilution i n PBS. Following over 
ni ght (O/ N) incuba tion Ag replaced with PBS-gelat in ( 1
ffi6/ml) and i ncubated O/N 4 C. After washin g thr ice wi th PBS
t ween 20 ( . 05%) , th e index sera or culture supernates are
incubated 100 ul /well O/N 4C . Wel ls are washed as above and
goat anti-human peroxi dase conjugated Ab 1:2000 in PBS-gel
Tween-bovine -globul in (5 mg/ml ) is incubated 2 hrs. at room
t emperature. After washi ng, substrate 100 ul /ml (ABTS- sigma,
1 mg/ml in phosphate buffer + . 15% H?02) is allowed to rea ct
at room tempera tu re and r ead at 2 at 405 nm (Titer t ek
Multiscan ). We compared anti - VZV ELISA t i ter s wit h t hose
determined by FAMA technique:
FAMA : 1:2048 1:512 1:64 1:16 NEGI
ELISA : 1: 104,00 1:25 ,600 1: 6400 1: 200 NEG
The sensitivi ty of th e method has been useful in
of Ab producti on by mononuclear cell s in vitro .

LIPOPOLYSACCHARIDE (LPS) STIMULATES HUMAN
.1021MACROPHAGES (MO) TO PRODUCE INCREASED

AMOUNTS OF THE THIRD COMPONENT OF
COMPLEMENT (C3). Robert C. Strunk, Kathleen S. Kunke, and
F.Sessions Cole, Dept. of Pediatrics, Nat'L Jewish Hosp, and Res. Ctr.,
Denver, and Children's Hosp. Med. Ctr., Boston.

MO synthesize and secrete small amounts of C3. Studies were
designed to determine if C3 production could be stimulated by LPS, a
product present at sites of inflammation. Monocytes from
normal human peripheral blood were cultured for 7 days 10 5% human
serum to promote ma.turation .was assessed ?y
hemolytic assay and Incorporatron of S-methlOOine into C3 protem.
MO cultured in LPS (E.coli 0111: B4-Westphal extraction), 500 ng/ml,
produced more C3 than controls: in 6 experiments increases were 15.1
fold for intracellular pro-C3 prote in (range 5.4-32.6), llA-fold for
extr acellular native C3 protein 00.5-13.0, and 10.4-fold for
extracellular C3 hemolytic activity (5.1-31.8). In contrast , LPS did not
increase production of C2, lysozyme, lactate dehydrogenase, or total
protein. Stimulat ion of C3 product ion was maximal aft.er 24 hrs exposure
to LPS. C3 production was increased by a polysaccharide-free mutant of
LPS, but not by alkali-treated LPS, indicating that lipid A was
responsible for st imulat ion. C3 production in human .milk and
bronchoalveolar MO was st imulated by LPS, but production in freshly
adherent blood monocytes was not affected. The LPS-stimulated
increase in C3 product ion was cyclohexlrn ide inhibitable, suggesting LPS
increased translation of C3 protein st imulat ion. There was no alteration
in post-translational processing. This for
synthesis in localized sites of inflammation may be Importa nt in
resolution of the inflammation process.

IN VITRO SENSITIZATION PRIOR TO FUSION GENERATES A

.1024 HIGH FREQUENCY OF HUMAN-H UMAN HYBRIDOMAS BINDING TO
GROUP B STREPTOCOCCI (GBS ) . Ri chard L. Wassennan

and Thomas L. Kuhl s (Spon. by Joseph B. Warshaw) Dept s . of Ped.
and Micro. , U of TX, Sout hwes t er n Medical School , Dallas.

The production of use ful human monocl onal ant i bodi es has been
l imited by the in ability to generate ant igen specifi c B cells
by in vivo immun ization. We describe a procedure of in vit ro
st i mu lation and fusion which has produced s i gni f i cant numbe r s
of antigen binding huma n-human hybridoma anti bodies.

Twenty to thi rty million mononuclear cells prepa red by
Ficoll-Hypaque separation of single-cell suspensions of human
tonsil or spleen were cultured in the pre sence of GBS and
pokeweed mitogen fo r 2 to 6 days and then f used with the HGPRT
defi cient human lymphoblastoid cell l ine LICR-LON-HMy2. Fused
cells were cultured in selective medium for 2 weeks. Growth
positive well s observed f rom t he 10th to the 30th day fol lowing
fusion were sc reened fo r the presence of anti body in an ELISA
or RIA detecting human ant ibodies binding t o GBS antigens.
Results are as follows:

Fus i ons Growt h Positi ve Ant i -GBS Posi ti ve
Pat i ent Perfonned Wells Well s
----1--- 3 56/288 (19.4%) 4/288 (1.3%)

2 5 195/480 (40.6 %) 14/480 (2.9 %)
3 9 557/ 864 (64.4%) 120/864 (13.9%)
4 11 484/1056 (45.8%) 168/1056 (15. 9%)

In vitro stimulation for the generation of human-human
hybridomas i s an effective means of producin g useful human
monocl onal ant i bodi es .

BACTERIAL AGENTS STIMULATE THE RELEASE OF SECRETORY.1025IGAFROMHUMAN MILK LEUKOCYTES . Elizabeth !:.. Weaver,
Char l es P. Davis, Robe rt C. Fader , Randall M.

Goldblum, and Armond-S . Goldman. The-University of Texas Medical
Bra nch , The Depar tment s of Pe di at r ics and Microb i ology,
Gal ves t on, Texa s.

Recently we reported t hat the s e cr etion of sec retory I gA
(SIgA) from human milk leukocytes was s timulated by phagocytosis
(J . In fect . Immun. 34: 498, 1981) and certain sur fac e membrane
stimul i i ncludin g N-fonny l - L-methionyl-L-phenylalanine
(J. Immunol . In Press, 1984) . Si nce that synt het ic peptide i s
similar t o ones secreted by ce rtain s t rains o f en te ric ba c teria ,
we ques t ione d whethe r othe r ba c terial produc ts al so trigge r th e
release of that immunog lobulin f rom phagocytes in human milk .
Supe rnat ent f luids from cul t ure s of Es cherichia coli 07KL or
Kl ebs iella pneumoniae obtained by pass age through fi lters
le ad to th e release of 40-50% of the SIgA found i n unfractionat 
ed human colost ral l eukocyt es (p<O.O I) . A similar degree and
t empora l pattern o f SI gA release occurred when those l e uko cyt e s
we re exposed t o heat-treated f i l t rates from th os e bacteria l cul
t ures , pur if ied l i popol ysacchar i de f rom!. coli or t ype 1 pili
is olated from!. pneumoniae.

Thus, the secret i on of SIgA by human milk l eukocyt es i s 1n1
tiated not onl y by phago cyt os is o f i ntact mi cr oorganisms, bu t
also by important compone nt s o f ce r t ai n enteric bacterial patho
gens. Furthermore, t hese findings suppor t t he hypothe s is t hat
SIgA released f rom t hose l e ukocyt es plays a ro le in protecting
t he br eas t-fed infant f ro m ba cte ria l in f e ct i ons o f th e gas t ro
intestinal tract .
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IMMUNOREGULATORY DEFECTS AND EPSTEIN-BARR VIRUS (EBV).1022IN HEMOPHILIA. JL Sullivan, DB Brettler and P Levine
(Spon. by James B. Hanshaw) , Dept. Ped , and Med ..

Vni v . of Mass . Med . Sch . , Worcester , MA.
Hemophil i ac patients are at risk for t he devel opment of ac

quired immune deficiency s yndrome . Asymptomat ic hemophi l iacs
demonstra t e immunoregulatory de fects. The etiology of immune
de f ec t s i n thi s population i s no t we l l unders tood . In a group
of 137 cons ecutiv e l y cho sen hemophil iacs, EBV s e rol ogy was
examined.
An tibody Status
Serone gative
Se roposi t -ive

Anti-VeA , 1:320
Anti EA ' - 1:40
VCA > 1:320
or EA > 1:40

Age related acquis ition of EBV did no t differ from normal con
tro l s, however, 66% of hemophiliac s have s ero logic pa t t e rns con
s i s t ent wit h pers i stent or reac tiva tion EBV i nf ec t i on . In 60
patients, i mmune s tudies revealed s ignifican t i mmunor egula t ory
abnormali ties (OKT.4 /T.8 vs . in normal con
t rol s ). Func t i onal studies revealed s i gni f icant depress i on of
Con A respon ses (mean 10glO CPM vs . in
mal co ntrols) . We hypothe size th a t chronic an tigenic stimula
tion by Factor VI II concentra te re sul t s in i mmunoregulator y
disturbances and i ncreas ed reac tiva tion of EBV infec tion . Re
a c t i va t ed EBV i nfection c ont r i but e s fu r th er t o t he i rnmunor egula
t ory de f e c t s i n patients with hemophi l i a .
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