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NORM AL MICROTUBUL E (MTl ASSEMBLY BY CHEDI AK-HI GASHI 936 CCHl PM Ns . ]h And e r son, !2.:_ Hughes, L Wi b le, 
Smith & §_:B.:_ Bri nkl ey . Bay lo r Co l lege o f Med ici ne , 

Houston, TX & Michi ga n Sta te Un ivers ity, E. Lans ing, MI. 
A new indi rect i mm unof luo rescen t techn ique was emp loyed in 

stud ies o f a 1 y/o M with CHS to de li neate pos s ible functiona l 
relation s hips be twee n assemblage of MTs & PMN moti I i ty , mo r phol
ogy & su r face d istr i but ions o f adhes ion or lectin bi nd ing sites . 
CH PMNs ex posed t o gra d ien ts o f f MLP demo ns trated d im in ished o r i
en t ation / migra tion Cp <. 00 1) but norma l numbers o f MT/ PMN s [34+5 
CCHl , (con tro l l) & norma l MT lengt hs - [ CHS; urn -
CPBSl + 10 .1+3 urn ( fMLP ) vs cont rol; 7 . 1+2 urn CPBS l + 10 .9+3.1 
urn (fMLPl). -MTs o f CH & no rmal PMNs wer; equall y su sceptible to 
depo lyme r iza t ion by co lch icine CuM) & t he ir reassemb lage fo ll ow 
ing fML P s timu li was norma l. Shape c hange by CH PMN s s timulated 
in s uspens io n with fMLP (2 nM, 5 mi n} wa s d imi n i s hed [mean % b i
po lar + uropod forms = 30+7 (CHSl, 92+6 (contro l s) , p <. 00 1) . 
Col c hicine CuM l promoted s ignificant ly less bipo lar s hape c hange 
of CH PMNs ( 10+6%) as compa red t o no r ma l PMNs C55+ 10% l (p <. 001 ). 
Condi t i ons proffiot ing a r ed i stri buti on of su r f ace bi nd i ng sites 
for albumin coa ted la tex beads (ACLBl to the cell uropod in nor
mal PMNs [colchic ine CuM l o r fM LP (0. 1 nM , 10 nMl ] f a i led to re
di s tri bu t e (cap } ACLB bind i ng s ites o f CH PMNs. In cont r ast, CH 
PMNs demonstra t ed enhanced spontaneous concanava lin A cap p ing 
[55+7% CCHl , 8+6% (cont ro l ) , p <.00 1) o r cappi ng fo ll owing co l
c h ici ne CuM l pC:e i ncubati on [842:_11% CCHl, 61 2:_10% (contro ll). 
Thu s , abno rmal i ties o f PMN mobi I ity, s hape c han ge & s urface dis
tri buti ons of lect in o r AC LB bind i ng si tes medi a t ed by c hemotac 
ti c fac to r s a re unre lated to pathol og ic MT assembly. 

ANTIBODY (Ab) TO THE CAPSULAR POLYSACCHARIDE (PRP) OF 
HAEMOPH!LUS INFLUENZAE B IN 2 TO 6-MO-OLD I NFANTS 
VACC I NATED WITH PRP OLIGOSACCHARIDES CONJUGATED TOTHE 

DIPHTHERIA PROTEI N CRI<il9 7· Porter W. Anderson, Michael E. Pichi
chero, Univ Rochester, Dept. Peds, Roch NY (Spon . David H. Smith) 
----A- reducing oligosacchari de 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 r espons es to PRP in 
children 12-30 mo of age. In the present study 25-ug doses were 
given to healthy infants a t ages 2,4, and 6 rna a long with conven
tional DTP vaccine, in a separate site . There were no adverse 
reactions . Sera were taken before each injection and 1 mo after 
the third. The sequence i s complete for 4 subjects . Anti-PRP 
Ab titers were determined by r adioantigen binding : 

Subject 
KG 
JH 
MM 
EC 

2 mo 
D.TI 

<0 . 020 
<0.020 
0.41 

Anti-PRP Ab , ug/ml, at age 
4 mo 6 mo 
0.056 1.() 

<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 s een after the 1°. Th ere were distinct rises 
after the 2" and even larger rises after the 3" in 3 subjects. 
Subject EC, who had no detectable respons e , also had the highest 
pre-vaccination level (presumably maternal Ab) . Additional in
fants and the I g class specifi city and bacteri cidal activity of 
the antibodies are being studied. The approach seems promis ing 
for prevention of H. i nfluenzae 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, 

Rebec ca l.· Turn er, Mary Ellen Kleinhenz, 
Guyton and Jerrold _:!. Ellner (Spon. by William.!· Sp ec k). 
Case West ern Re serve Universit y Schoo l of Hedic ine, University 
Ho s p itals o f Cl evela nd, De partment s of Pediatrics , Medic ine, 
and Surgery, Clevela nd, Oh i o. 

MF f o llowing HC infect ion i s rega rded as a h yperimroun e pheno
meno n. Ci rculating lymp hocyte subpopulations and lymphocyt e 
bla s tog en e sis were studied befo re (pre-Rx) and two months after 
surger y (po st-Rx) t o remove a medias t i nal mass in a 14 y .o. mal e 
with HCMF. Pre-Rx, the OKT4/0KT8 rat i o wa s 4.8 (normal <2. 5) 
and decr eased to 2 .8 post-Rx mainly due t o a n inc rease in OY.T

8
-

bearing l ymphocytes from 12% t o l9% ( normal 12- 24%). Immu no 
globulin-bearing c el ls a l s o increas ed post-Rx from 1 5% to 2 7% 
(normal 5-17 %) . OKT3 reac tive cells wer e unchanged . Strept o
k ina s e-Streptodornase ( SK-SD) failed to i nduce blasto g enesis in 
peripheral blood mononuclear cells (PBMC) pre-Rx . Depletion of 
adherent c ell s resulted i n a po s itive response (stimulatio n 
i nd ex 5 .6). SK-SD and HC med i a t ed blastogenes is were observed 
in PBMC po st-Rx (S.I . 8.1 and 4.5 r espectively). Absent 
bla s t o g e nic r espon s e s in t his fo rm o f HC infec tio n app ear t o 
resul t fr om suppress ion by adherent cell s. The patt ern of 
circ ulating lympho cy te subpopula tions not ed pr e-Rx i s s imila r t o 
c l ass i cal auto immun e disease s s upporting the hypo thesis tha t 
th e develo pment of HF aft e r HC i nfec tion i s immune-mediated . 

PROSTAGL&'IDU: SYNTHESIS 3Y RABgiT i>'c\'E0f.AR HACR)rii ,-939 GES MEDIATED llY TH£ ALTe:RNATIVE 
ACTIVATI ON . Ca r los N. 

L. J o rdan. Northv..rest ern University, Children's HE:.mor is. l Hospita ) .. , 
Departmen ts o f Pediatr i cs a nd Pa tho l ogy , Ch icago I ll ir.o i s , 606ll1 . 
Prostaglandin (PG) synthesis by rabbit alveolar maorophages ( ' lfJ) 
wa s report e d t o be s timula ted by het erologous , 
nutolo gou s s e-r a . Ig t he s tud y ue st iD.ulatec! !·''f 
prela belle d with C-arac hidonic acid with v.1.r iuo s s erura vr e p::!.
rat ions, c omplement pro t e i n s and qua n t itat ed th P. .i.r PC by 
thin laye r chromatogr a phy . Our sho wuJ tha t : 1) t ryp
sfni?ed r .::.bbi.t s erum(RS), RS a c tivat ed with aggregat ed lgG ;;, nd -
zymo s an, s timula t.ed I'G r e l ease by 2 ) Ac tiva t i on o f RS .... i th 
zymosan was more ef f icient PG s ynt hes is tha n RS ac t i 
vat cd with aggr e gated IgG. 3) When C4 defic ient guinec pig 
was used, it was clear tha t activation o f the a l t=rna tivc F<!th
way o f complement (APC) independ ent of t he clas sical 
stimulated PG r e lease . 4) \;e were able to abolis h the 
ry e ffect of serum a nd ac tiv at e d C3 (but no t z ymosan) by 
ing the M¢ C3 b receptor (c3bR) ••ith anti-C3bR preincubation. 
Thus we c oncluded tha t activation of the .i ltcrnat ive pa t hway o f 
comple ment plays an import a nt role in PG synthl!s is b y alvc0 lur 
macrophages. 

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

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

(PnAb) are independent of T Cells in the murine model. To con
firm the putative T cell independent nature of the respon s e in 
humans, we studied PnAb secretion by in vitro lymphoctye cul
tures. Twelve day c ulture supernatants of blood mononuclear 
cells drawn before and 1 and 3 weeks post-immunization with 
Pneumococcal Vac c ine were ass a yed for total IgG and PnAb by 
ELISA. Maximum PnAb secretion occurred at 1 week post-immuni
zation in both unstimul a ted (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 oc curred (pre=2 . 4 meg, l wk post "" 1.3 meg, p < 
.001). Addition o f purified pneumococcal type 3 antigen 
( .001-10 ng/ml) had no effect on PnAb secretion. B cell 
enriched T cell depleted culture s had similar PnAb kinetics to 
unfractionated mononuclear cells: pre= 1.5 + 1.6 ngAb/mc g igG, 
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 Pneumoc occal 
Polysaccharide type 3 is a T cell independ ent antigen in humans 
whic h may activate B cells in a manner distinct from co nven
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, Universit y of Flor

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

ride type 3 are restricted in IgG subclass diversit y, we tested 
sera from normal volunteers drawn before and after immunization 
(n=9). Subclass-specific ELISA techniques using murine mono
clonal antibod ies t o human IgGl, IgG3, IgG4 and the lg frac tion 
of sheep anti-IgG2 were developed. Enzyme-conjugated antibod
ies were shown to be spec i fic by testing against homologous and 
non-homologous lgG subc lasses in direct ELI SA using WHO myeloma 
reference standards. The relative sensitivity of each subc lass 
antibody conjugate differ e d as shown by reac tion in competitive 
binding ELISA where SO% inhibition o f binding for I gGl=O.l meg, 
IgG2= 1. 7 S meg, IgG3• 0. 2S meg and IgG4=0. 17 S meg. End-point 
serum titer was defined as that dil utio n giving an optical den
sit y twice nonspeci f i c background and was normal i zed to r e flect 
the relative sensitivity of each subclass-specific assay. Pre
immunization geometric me an titers of serum antibod y were IgGl= 
13.S, IgG2:258. 7, IgG3=7.0, and IgG4=3. 5. Post-immuni zation 
titers were significantly higher for IgG 2=955 . 0 (p <.05) but 
unchanged for IgG 8, 6, and I gG4=4 . 0 . Mean pre t o 
post-immunization increas es in antibody tit e r we re significantly 
higher for IgG 2=5.75 (p < 0.05) compared to IgGl=l.SS, IgG3= 
1. 0, and IgG4= 1. 0. The s e re s ults demonstrate that 90-95% of 
human antibody to the putative T-cell independent antigen 
Pneumococ c al Polysac charide t y pe 3 is re s tricted t o the IgG2 
subc las s. 
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