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NORMAL MICROTUBU LE CMTl ASS EM BLY BY CH EDI AK-HI GASHI 936 CCHl PMN s . !h And e rson, !:l..:_ Hughes, L Wible, 
Smith & Bay lor Co ll ege o f Med ic ine, 

Houston , TX & Michigan Sta te University, E. Lansi ng, MI. 
A new indirect immunofluorescent techni que was employed in 

stud ies o f a 1 y/o M with CHS to delineate possib le functiona l 
relation sh ips between assemblage of MTs & PMN moti I ity, morphol­
ogy & surface d ist r i but ions of adhesion or lectin bi nd ing sites . 
CH PMNs ex posed to gradi en ts of fMLP demonstrated diminished o r i­
en ta tion /m igra tion Cp <. 001 ) but normal numbers o f MT/PMN s [34+5 
CCHl, 36:!:.7 (control l) & norma l MT lengt hs - [CHS; 6.9:!:.2-0 -
CPBSl + 10.1+3 CfMLP) vs cont rol; 7 .1 +2 CPBSl + 10. 9+3.1 

(fMLPl). -MTs o f CH & no rmal PMNs were equally su sceptible t o 
de po lyme r i za t ion by co lchic ine & the ir reassemb lage fo ll ow ­
ing fMLP stimul i was normal. Shape c hange by CH PMNs st imulated 
in suspension with fMLP (2 nM, 5 mi n) was d iminished [mean % b i­
po la r + uropod forms = 30+7 CCHSl, 92+6 (contro l s) , p <. 00 1). 
Col c hicine promoted si gnificantly less bipolar sha pe c hange 
of CH PMN s (10+6%) as compared t o normal PMNs C55+10%l (p <.001 ). 
Cond iti ons pro"iOOting a r ed istri buti on of surface binding sites 
for albumin coated la tex beads CACLBl to the cell uropod in nor­
mal PMNs [colchic ine o r fMLP (0.1 nM, 10 nMl) fa i led tore­
di s tribute (cap) ACLB binding s ites of CH PMNs. In cont ra st, CH 
PMNs demons tra ted enhanced spontaneous concanavalin A capping 
[55+7% CCHl, 8+6% (con t ro l ), p <.001) o r capping fol lowing co l­
c h icine pC:e incubat ion [84:!:_11% CCHl , 61:!:_10% (control)). 
Thu s , abnormalities of PMN mobi I ity, s hape change & surfa ce dis­
tri buti ons o f lect in o r ACLB bind ing si tes medi ated by c hemotac ­
ti c facto rs are unre lated to patholog ic MT assembly. 

ANTIBODY (Ab) TO THE CAPSULAR POLYSACCHARIDE (PRP) OF 
HAEMOPHILUS INFLUENZAE B IN 2 TO 6-MO-OLD I NFANTS 
VACCINATED WITH PRP OLIGOSACCHARIDES CONJUGATED TOTHE 

DIPHTHERIA PROTEIN CRI•I197. Porter W. Anderson, Michael E. Pichi­
chero, Univ Rochester, Dept. Peds, Roch NY (Spon. David H. Smith) 
----A-reduc ing oligosaccharide preparation (vs) from PRP was con­
jugated by reductive amination to CRM197, a non-toxic mutant 
tein of diphtheria toxin. This conjugate, Dcr-vs-1, was pre­
viously reported to elicit memory-type Ab responses to PRP in 
children 12-30 mo of age. In the present study doses were 
given to healthy infants at ages 2,4 , and 6 rna a long with conven­
tional DTP vacc ine, in a separate site. There were no adverse 
reactions. Sera were taken before each injection and 1 mo after 
the third. The sequence is complete for 4 subjects . Anti-PRP 
Ab titers were determined by radioantigen binding: 

Subject 
KG 
JH 
MM 
EC 

2 mo 
D.T3 

<0.020 
<0.020 
0.41 

Anti-PRP Ab, at age 
4 mo 6 mo 
0.056 T:() 

<0.020 1.2 
<0 . 020 0.062 
0.092 0.020 

7 mo 
3.3 
4.2 
1.5 

<0. 020 
Thus no rises were seen after the 1°. There were distinct rises 
after the 2" and even larger rises after the 3" in 3 subjects. 
Subject EC, who had no detectable response, also had the highest 
pre-vaccination level (presumably maternal Ab). Additional in­
fants and the l g class specificity and bactericidal activity of 
the antibodies are being studied. The approach seems promising 
for prevention of H. influenzae b infection in the age range of 
greatest susceptibility. 

AUTOIMMUNE PROFILE OF LYMPHOCYTE SUBPOPULATIONS IN 
AN ADOLESCENT WITH HISTOPLASMA CAPSULATUM (HC) 
MEDIASTINAL FIBROSIS (MF). Stephen _g. Aronoff, 

Rebecca l.· Turner, Mary Ellen Kleinhenz, 
Guyton and Jerrold .:!· Ellner (Spon. by William.!· Sp ec k). 
Case Western Reserve University School of Hedicine, University 
Hospi tal s of Cleveland, Departments of Pediatrics, Medicine , 
and Surgery, Cleveland, Ohio. 

MF following HC infection is rega rded as a hyperimroune pheno­
menon. Circulating lymphocyte subpopulations and lymphocyte 
bla s togenesis were studied before (pre-Rx) and two months after 
surgery (post-Rx) to remove a mediastinal mass in a 14 y.o . male 
with HCMF. Pre-Rx, the OKT4/0KT8 ratio was 4.8 (normal <2.5) 
and decreased to 2. 8 post-Rx mainly due to an increase in OY.T8-
bearing lymphocytes from 12% t o 19% (normal 12-24%). Immuno­
globulin-bearing cells a lso increas ed post-Rx from 15% to 27% 
(normal 5-17 %) . OKT3 reactive cells were unchanged. Strepto­
kinase-Streptodornase (SK-SD) failed to induce blastogenesis in 
peripheral blood mononuclear cells (PBMC) pre-Rx. Depletion of 
adherent c ells resulted in a pos itive response (stimulation 
ind ex 5.6) . SK-SD and HC mediated blas t ogen es is were observed 
in PBMC post-Rx (S.I . 8.1 and 4.5 respectively). Ab sen t 
blastogenic responses in t his f orm of HC infection appear t o 
resul t from suppression by adherent cells. The patt ern of 
circ ulating lymphocyte subpopulations noted pre-Rx is similar to 
cla ss i cal autoimmun e diseases supporting the hypothesis tha t 
th e development of HF aft er HC infection is immune-mediated . 

PROSTAGL&'IDU: SYNTHESIS 3Y Rli.Bg i T i>'c\'E0f.AR Hi\CR)rii ,-939 GES MEDIATED llY THF: ALTT-;RNATIVE 
ACTIVATION. Car los N. 

L. Jordan. Northv..restern University' Children Is Ho s pita) .. ' 
Departments of Pedi.a trics and Pathology, Chicago Illir.ois , 606 ll1 . 
Prostaglandin (PG) synthesis by rabbit alveolar maorophages ( 'lfJ) 
wrt s reported to be s timulated by het e rologous , 
nutologous se-ra. fg the s tud y ue st iD.ulateC. !·''f 
prelabelled with C-arachidonic acid with v.1.riuos s erura vrep::!.­
rations, complement proteins and quantitat ed th P. .i.r PC by 
thin layer chromatography . Our showeJ that: 1) tryp­
sini?ed r;::bbi.t se rum(RS), RS activated with agg regated lgG ;;,nd • 
zymosan, stimulat.ed PG release by 2) Activation of RS .... ith 
zymosan was more efficient PG synthesis than RS ac t i 
vatcd with aggregated IgG. 3) When C4 deficient guinec pig 
was used, it was clear that activation of the a lt-=rna tivc 
way of complement (APC) independent of the classical 
stimulated PG release. 4) \;e were able to abolish the 
ry effect of serum and ac tivated C3 (but not zymosan) by 
ing the M¢ C3 b receptor (c3bR) ••ith anti-C3bR preincubation. · 
Thus we concluded that activation of the .iltcrnat ive pa thway of 
complement plays an important role in PG synthl!s is by alvc0lur 
macrophages. 

T-CELL INDEPENDENT HUMAN PNEUMOCOCCAL POLYSACCHARIDE • 940 ANTIBODY SYNTHESIS. Douglas J. Barrett and Eli a M. 
Ayoub, Department of Pediatrics, University of 

Florida College of Medicine, Gainesville. 
Antibody responses to Pneumococcal Polysaccharide type 

(PnAb) are independent of T Cells in the murine modeL To con­
firm the putative T cell independent nature of the response in 
humans, we studied PnAb secretion by in vitro lymphoctye cul­
tures. Twelve day culture supernatants of blood mononuclear 
cells drawn before and 1 and 3 weeks post-immunization with 
Pneumococcal Vaccine were assayed for total IgG and PnAb by 
ELISA. Maximum PnAb secretion occurred at 1 week post-immuni­
zation in both unstimulated (177 .!_ 90 ng/rnl) and pokeweed 
stimulated (300 + 200 ng/ml) cultures. PnAb secretion was not 
due to polyclonal stimulation since no change in anti-tetanus 
toxoid secret ion was found and a paradoxical decrease in total 
IgG secretion occurred (pre=2.4 meg, l wk post "' 1.3 meg, p < 
.001). Addition of purified pneumococcal type 3 antigen 
( .001-10 ng/ml) had no effect on PnAb secretion. B cell 
enriched T cell depleted cultures had similar PnAb kinetics to 
unfractionated mononuclear cells: pre= 1.5 + 1.6 ngAb/mcgigG, 
1 wk post = 180 + 175 ngAB/mcgigG, 3 wk post = 381 + 380 
ngAb/mcgigG. Addition of T c e 11 s + pokeweed mitogen, pu ;:l fied 
IL-2, or allogeneic T helper factor from mixed lymphocyte 
culture supernatant had no effect on PnAb secretion expressed 
per meg total IgG. These studies suggest that Pneumococcal 
Polysaccharide type 3 is a T cell independent antigen in humans 
which may activate B cells in a manner distinct from conven­
tional protein antigens. 

PNEUMOCOCCAL TYPE 3 ANTIBODY IS RESTRICTED TO THE t 941 IgG2 SUBCLASS. Douglas J. Barrett and Elia M. 
Ayoub, Department of Pediatrics, University of Flor­

ida College of Medicine, Gainesville. 
To det ermine if human antibodies to Pneumococcal Polysaccha­

ride type 3 are restricted in IgG subclass diversity, we tested 
sera from normal volunteers drawn before and after immunization 
(n=9). Subclass-specific ELISA techniques using murine mono­
clonal antibodies to human IgGl, IgG3, IgG4 and the Ig fraction 
of sheep anti-IgG2 were developed. Enzyme-conjugated antibod­
ies were shown to be specific by testing against homologous and 
non-homologous lgG subclasses in direct ELISA using WHO myeloma 
reference standards. The relative sensitivity of each subc lass 
antibody conjugate differed as shown by reaction in competitive 
binding ELISA where SO% inhibition of binding for I gG l=O.l meg, 
IgG2= 1. 7 5 meg, IgG3• 0. 25 meg and IgG4=0. 17 5 meg. End-point 
serum titer was defined as that dilution giving an optical den­
sity twice nonspecific background and was normalized to reflect 
the relative sensitivity of each subclass-specific assay. Pre­
immunization geometric mean titers of serum antibody were IgGl= 
13.5, IgG2=258.7, IgG3=7.0, and IgG4=3.5 . Post-immunization 
titers were significantly higher for IgG2=955 . 0 (p <.05) but 
unch anged for IgG1•20 . 8, IgG3=6 . 6, and I gG4=4 .0. Mean pre t o 
post-immunization increases in antibody titer were significantly 
higher for IgG2=5.75 (p < 0.05) compared to IgGl=l.SS, IgG3= 
1. 0, and IgG4= 1. 0. These results demonstrate that 90-95% of 
human antibody to the putative T-cell independent antigen 
Pneumococcal Polysaccharide t ype 3 is restricted to the IgG2 
subclass . 
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