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December 26, 1947

age 6 months

® oo v I

Baby admitted to Good Samaritan Hospital September 1, 1947, at the age of 3 months,
because of poor feeding. The mother had no other complaints.

P, H, - premature infant - birth weight, 3 1/2 pounds - was kept in
hospital for 2 1/2 months during which time a blood transfusion
and ear paracentesis were done.

¥, Ho = no siblings; parents are first cousins,

Phys. - at age of 3 months (September 1, 1947)
Head - 15 in. Chest - 12 in, Stom. 11 in., length 20 in.

Head clearly pathologically enlarged with full, sl. bulging ant. and post.
fontannels, ’

Chest- scattered coarse rils and rhpnchi

Heart - rate rapid, with blowing systolic murmur at base
]

Apd. - nege.

. SXin., - neg.

X-ray, chest = enlarged, globular heart, prominent thymic area and prominent hilar
vascular markings

Ventriculogram - dilated ventricles

Progress - patient has had several epidsodes of pneumonic infiltrate. The size of
the head has graduallv enlarged. A ventriculogram (December 22, 1947)

revealed greatly enlarged ventricles and questionable calcification along
the inner table of the skull.

Dr.- 1. hydrocephalus with questionable calcification \—
2. Cong. heart disease, acyanotic
No chorioretinitis
CSF - normal protein
normal cells




First Ch

Iy

College Hill at time.

1d - Pregnancy onset about October 1, 194

Mother of child with proved congenitzl Toxoplasmosis

o Lived in

(o]

Child born prematurely in May, 1947.

Early in October, 1946, before knowing of preg-

nancy, took trip to Kentucky over

weekmend -

little country town beyond Lexington. Went to

Loveland, Ohio, to visit parents-i

n-law,

During first pregnancy, lived in College Hill.
Pigeons started to nest in apartment where they
lived (not certain whether in fall of 1946 or
spring of 1947 - at time when pigeons lay eggs).
No pets of their own - but there was a dog next

door whom she petted occasionally.

Husband!s

people whom she visited had dog and cat. Used
to go hiking to Mount Airy a lot for picnics.

LA
¥

ith exception of one day during 1

ast month of

Pregnancy when she vomited and was dizzy, she

had no illness,

Pregnant again October - November, 1947,
Moved to Zast Mitchell Avenue in November 15, 1947,

L

Has not beern ill since May, 1947,

n staff at Jewish Hospital, is present physician.
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Case of chorioretinitis referred -f Cincinnati, Ohio.
- left eye in 1944 - uring £first year of high schoel. During

the past year, examination revealed chorioretinitis
affecting the macular region of the left eye.

Firat noticed difficulty with vision in the

The patient, a 1lS9=year-old girl in apparently otherwise perfect
health, came to the laboratory on April 10, 1948, together with
her mother,* who was born in 1907. The issue here
was to determine whether or not evidence of toxoplasmic infection
could be found in association with this chorioretinitis and, if it
was present, to determine if possible whether it could have been
congenital or acquired. JXor, if the mother would be toxoplasma
negative, while the daughter was toxoplasma positive, it would be
nost unlikely that the infection was congenital. On the other
hand, if they were both positive, it would not be possidble to say
one way or another since both the mother and the daughter could
have acquired the toxoplasma infections at some time subsequent

to the birth of the patient. For this reasoni skin tests were

done on both mother and patient and blood was obtained for sero-
logical tests.

‘ Skin Testst- the toxoplasma antigen, 13100 and 131000 dilutions,
was in cach case pubt on the right forearm and the normal, chick
embrye sntigen in each cese on the left forearm. The inoculations
were made about 9130 a.nm. Twenty-four hours later, I wes informed
by telephone that the mother had a reaction of spproximately 7x7 mm.
at the toxoplasma 13100 site, while the daughter had roughly a
10x10 mm. reaction at the same site. The 1:1000 sites were too
slight to measure, while the normal, chick embryo sites showed
nothing. Apparently the toxoplasma reactions increased, so that
by late evening they were very much larger and itching., I aaw
both of them in the laboratory on April 12, 1948, fifty-five hours
after the inoculations and both the mother and the patient showed
strong, positive skin reactions to the toxoplasma antigen. The
patient presented a marked, itching edema and erythema measuring
60x50 mm. with a central ghite area measuring approximately 15 mm.
in diameter at the toxoplasma 1:100 site, and a2 similar lesion
measuring 265x25 mm. at the toxoplasma 131000 site. There was no
reaction whatever on the left forearm at the normal, chick embryo
sites. The mother had similar lesions but of somewhat smaller size:

Jonomasma—) At thellil00 site, the lesion measured 45x40 mme and the toxoplasma
1:1000 site measured 12x10 mm. There was no reaction whatever at

the normal, chick embryo antigen.




Imraunization Protoccl
@
| c. . #974 |

Recd 0.1 ce. I. Dermal of Toxo Mouse Br. #16 at 10-2 6-2-47
" n n " #ooon " " #18 at 10=1 6_20_[*7

Bled out, C.EF. 1:128-1:256, Neutralizes complete at 1:100, partial
at 1:20 72447

[G. P. #1037

Reed 0.1 cc. I. Dermally of Toxo #22 Mouse Brain at 10-3 T=-2=47
. " " " " n #ZSA " " P e 8__1_‘47

L] " " n n #30 1] U] 110N 0wl 8_8_1_‘7

Bled for serum, 5.0 cc. from heart. 10-8-47

Serum C.F. Titer, 1:256

Bled outj serum to -20 deg. 10-10-47

Y &,\ Joal wans—



DEVELOPMENT OF C.F. ANPIBODY IN INFECTED GUINEA PIGS

\ 10/29/47

Vil
4

; 11/13/47 11/21/47 12/b/b7
G.Pig # 0.1 cc I1.DER, JB.F. LESION BOOSTHR S.Q. C.F.
1113 1:100 0 0 0.25 ce -4!/° 64
1114 1:100 6L, 0 0.25 ce 1284
1116 - 1:100 0 ~ 0.25 cc  Died 11/24/47
1117 1:100 0 A 0.25 ec 1284
1118 1:100 0 # 0.25 ec 32
1119 1:10 0 A
1124 1:10 64 0 0.25 ec 1284
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ELI LILLY AND COMPANY

INDIANAPOLIS 6, U.S.A.




COLLEGE OF MEDICINE
1512 ST. ANTOINE
DETROIT 26, MICHIGAN

WAYNE UNIVERSITY

BOARD OF EDUCATION

DEPARTMENT OF PHYSIOLOGY

DETROIT 1, MICHIGAN

I am sorry we were not more explici
concerning our information on the potency
globulin we sent to vou.

to the total quantity
was 350 units per mge.

WHS: swm

May 14,

(]
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of Ac=
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ine ,L,UUU units reierreqa
sent. The specific activity
of tyrosine.
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incerely

yours

O
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UNIvERSITY OF MINNESOTA
Tuae MEDICAL ScHOOL

MiNNEAPOLIS 14

DEPARTMENT OF PEDIATRICS
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WESTERN RESERVE UNIVERSITY
CLEVELAND 6, OHIO

INSTITUTE OF PATHOLOGY June 21, 1948
2085 ADELBERT ROAD

Dear

I was greatly fascineted by the results you describe in your letter
of June 16, This looks to be a very fruitful as well as fundamental
problem,

I believe from your data thet the activator is either complement or
one of its heat labile components, I wouldn't be too disturbed about
the apparent non-relationship of the hemolytic titers of the various

serums used to their activating cajags e Som nocoos 201-

207 in the textbook on Immunity by vou
will note that it is a well known phenomenon that COMmplel rtain

species of enimals does not always activate antibody produced by active
jmmunizetion in other species. OFff the record, we have obtained a simi=
lar phenomenon on the lysis of sensitized H. pertussis by various comple=
ments., We have noted that guinea pig complement does not activate anti-
pertussis rabbit and humen serums., We are further investigating this
unexpected result. It may be valuable to determine similar relation-
ships in your present study. Until you heve carried this out, I cannot
see how purified components of complement will be of much aid. In any
event, the test would eppear to be concerned only with the heet labile
components (C!'1l and/or C'2),

I may be able to furnish you some human C'l. The question arises
as to how we could ship this substance to you since it is relatively un-
steble at room temperature. It mey be necessary for you to pay us a
visit to discuss this very fundamental problem more thoroughly. Flease
feel free to do so.

With best regards, I am,

LPsew
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THE C. _.DREN’'S HOSPITAL RESEARCH FOUN .TION
ELLAND AVE. AND BETHESDA

IO

CINCINNATI 29, OHIO

June 2L, 1948

—

This letter concerns a piece of work which you published in the
Journal of Immunology, Volume L6, 1943, under the heading, "The Comple-
mentary Activity of Mouse Serum." During the past few months, we have
been studying an unusual immune phenomenon against toxoplasma and found
that an accessory substance is required for the completion of the pheno-
menon. This accessory substance is thermolabile, is present in fresh,
human serum in such small amounts that the activity disappears below the
50% end point at a dilution of 1l:4, and guinea pig serum seems to have
even less than human serum, Unfortunately, we are limited to the species
of animals that can be used for these tests, because most other animals,
with the exception of the mouse, yield sera with a non-specific effect in
the fresh state. The mouse serum, however, has no activator effect at all.

I happened to be looking through the last edition of Topley and Wilson
(1946, Volume 1, page 232) and there found the statement, "Mouse serum
which has no complementary activity has neither C 1, C 2, nor C L (Brown,
1943)." ur original paper, it seemed as if this
quotation fro as wrong in that you indicated that mouse
serum was deg% ; ad C 1, C 3 and C 4, I wonder if you would
be good enoughy am correct in what I think your conclusions are.

Previously, I was thinking that perhaps our accessory $ubstance might
be C 1 == first, because it was thermolabile and, second, because it ap~-
parently was present in greater concentration in human serum than in guinea
pig serum, However, since mouse serum, which is eupposed to have C 1, is
completely devoid of our accessory factor, it seems to me to become a little
difficult to be definite in ones suspicions in this respect.

Looking forward to hearing from you, I am,

Sincerely yours,

ABS:mje



WESTERN RESERVE UNIVERSITY
CLEVELAND 6, OHIO

INSTITUTE OF PATHOLOGY
2085 ADELBERT ROAD

July 19, 1948

idate your findings.
As I told
is concentrated over
active and isotonic. The C-f
Very pure,
but does
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If you desire any further

UpoI NMe,

With best

1) 1
Li ew

glad to learn that the complement fract

rou over the phone, each of
a

J=1n Nal ks 3 e
these fractions
human serum Theyv are fully

fraction contains
The C™2 fraction contains only C 2

contain albumi:
1

order, I hope that they will help to

contain C™3,

information, please call

Sincerely yours
v W 3




DEPARTMENT OF PHYSICAL CHEMISTRY
HARVARD MEDICAL SCHOOL
BOSTON 15, MASSACHUSETTS

July 24,1948

Dear

as asked us to take care of the
request for samples of human blood plasma fractions con-
tained in your letter of July 1llth. We were interested
to hear about the accessory substance you have ohserved
in your work on toxoplasma and are sending you samples

of all the main plasma fractions to assay for this com-
ponent. We have found that the best method for dissolv-
ing these powders is to take them up in 0.15 molar sod-
ium chloride and adjust the solutions to around pH 7.
Since the dried powders have been stored for some time
(although at 00 to -2° ¢,) they may have lost some act-
ivity if the accessory substance is labile. We include
a sample of whole plasma from which you could tell whether
this is so, as you mention in your letter having tested
both fresh and frozen plasma.

Some investigations of complement carried out
here a few years ago indicated that C'-1l was in Fr, II#III,
which might be of interest to you also,

We look forward to hearing from you again about
your study and hope you will let us know if we can be of
any further help to you,

Sincere
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WESTERN RESERVE UNIVERSITY
CLEVELAND 6, OHIO

e e e N h September 1, 1948
2085 ADELBERT ROAD

Dea

I am very sorry that I was not able to see you while
I was in Cincinnati, Unforeseen circumstances prevented
me from visiting your laboratory. I hope that I may have
the same privilege on my next visit to Cincinnati.

I was extremely interested by your remerks on the
effect of the components of complement on your entigen-
entibody system. I would eppreciate it very much if you
could furnish me with the details. I shall be glad to
give you my interpretations if you so desire,

With best regerds to- end yoursslf,

Sincerely yours,

LPsew



THE .ILDREN’'S HOSPITAL RESEARCH FOL JATION et
ELLAND AVE. AND BETHESDA
CINCINNATI 29, OHIO

October 8, 1948

Your letter of September 1 was deeply apprecisted, and I regret

that the pressure of other businese has prevented me from writing to
you earlier about the results we obtained with the concentrated human

Gi and 02l fractions which you so kindly supplied,

Effect of Fractions in Toxoplasma Immunity Phenomenon

Source of toxoplasma antibody - heated human serum in concen-
tration of 5% in final miwture
with toxoplasma.

Concentrated C | and Cé used
individua - in concentration of L5% in fi-
nal mixture with toxoplasma,

Combination of C{ and Gé - g@ach in a final concentration
of 22,5%.

Source of heat-stable compo-
nente of complement
"gocessory factor® - human serum devoid of toxoplas-
ma antibody heated at 56° C for
30 minutes in final concentration
of 50%

The “activating" capacity of these f{ractions alone or of the two to-
gether was tested by adding them to the heated immune serum in the concen-

trations indicated sbove, in the asbsence of heated normal human serum,



The capacity of these fractions to restore the "accessory factor" actie-
vity of a heated normal human serum (which exhibits this activity in the
fresh state but loses it after heating) was tested in the presence of a
50% concentration of such normal heated serum, The results were entirely
negative in both types of tests while the simultaneous control with the
fresh normal human serum used in the test gave the expected positive re-
sult, You will recall that fresh mouse serum did not have the "scces-
gory factor,” and in the present test addition of G;_ or cé or both
failed to activate it, Thus, it would appsar that the heat-labile come
ponent of the "accessory factor® in fresh human serum needed for the
toxoplasma immunity phenomenon was rot present in the S times concen~
trated 0] and Gy fractions of human serus which you sent us,

Effect of Fractions in Hemolytic System

It was desirable, therefore, to determine the activity of these
fractions in a hemolytic system both with the heated human serum that we
used and with heated guinea pig serum which in the fresh state contained
100 « 120 units of complement per ml, The sensitized sheep erythrocytes
consisted of a mixture of equal parts of 3% washed RBC and rabbit hemol-
yein diluted to contain 3 units per 0,25 m), The guinea pig and mouse
sar&:wem used in 0,1 ml, and the human serum in 0,2 ml, amounts; each
fraction was used in 0,2 ml, amounts, constituting LOE of the total
volume before addition of 0,5 ml, of the sensitized erythrocytes, The
results were recorded after incubastion in the water bath at 37° ¢ for



.~

30 minutes and 60 minutes, and after sedimentation in the refrigerator

overnight; however, the final results were the same as those recorded

after 30 minutes., They were

53’ {fraction (concentrated) +

H ] it +

# 1 i &

o ) (1;5} &

L 4

63' fraction (concentrated)

" - " »
w (concentrated) «
e (1:5) +
" om (1:5) .
oy Ay
. = (1:5) +
. = (1:25) *

. " (1:5) -

as follows:

galing ~e—- no hemolysis

fresh mouse serum --- no hemolysis

heated guinea pig serum - 2-3 plus hemolysis
heated guinea pig serum -— no hemolysis
galing == no hemolysis

hested guinea pig serum - no hemolysis
fresh mouse serum —-- no hemolysis

saline —- complete hemolysis

galing === no hamolysis

heated gz_xine: pig serum --- complete hemolysis
heated guinea plg serum — 2 plus hemolysis
heated human serum - complete hemolysis
hested humen serum ——- 1 plus hemolysis

fresh mouse serum --- no hemolysis

These data indicated that in the concentrated form these fractions

were not pure, since hemolysis could be produced without addition of the

heat-gtable components of complement, However, diluting these {fractions

115 got rid of the other components without loss of their capacity Tof\

asctivate either the heated human or guinea pig serum, Especially notee

worthy is the fact that, contrary to expectations baged oxx-



paper on mouse serum, neither the concentrated 02 fraction by itself nor
Qi - 02 (diluted 1:5) could impart complementary activity to fresh mouse
serum,

These data would seem to suggest that fresh human serum (and perhaps
to a legser extent fresh guinea pig serum) contains a heat-labile compo-
nent different from Giland Gé, which is necessary for the consummation of
the toxoplasma immunity phenomenon but not for hemolysis, These data al-

o raise the question whether Gordon Brown's preparation which activated
fresh mouse serum might have contained another component in addition to

I3
02. Your comments on these observations would be greatly appreciated,

With kindest regards fram d myseli,

%incerely,

P8, We have carried out similar tests with whole plasma and fractions
I, II « IIX, IV-l, IV-l, and V which we obtained from Boston, The
original plasma still had some complement (although in very low
titer) when tested against sensitised RBC, but had no effect on
the toxoplasma system, Neither the plasma nor any of its frac-
tions, listed here, were capable of reactivating s heated normal
human serum which lost its affectiveness in the toxoplasma system,
There was, however, a partial effect with fraction IV-l used as a
7.5% solution, but not with the 1% solation, which may suggest
that the unknown component might perhaps be associated with this
fraction,



THE CHILDREN'S HOSPITAL RESEARCH FOUNDATION [ et frany
ELLAND AVE. AND BETHESDA

CINCINNATI 28, OHIO O R T

October 8, 1948

Dear

Your letter of September 1 was deeply eppreciated, and I regret
that the pressure of other business has prevented me from writing to
you earlier about the results we obtained with the concentrated human

B{ and Gé fractions which you so kindly supplied,

Effect of Fractions in Toxoplasma Immunity Phenomenon

Source of toxoplasma antibody - heated human serum in concen-
tration of 5% in final miwture
with toxoplasma.

Concentrated G and Cé used
individua -« in concentration of L45% in fi-
nal mixture with toxoplasma,

Combination of G{ and C% - each in a final concentration
of 22,5%.

Source of heat-stable compo-
nents of complement
"accessory factor® - human serum devoid of toxoplas-
ma antibody heated at 56° C for
30 minutes in final concentration
of S0%

The "activating" capacity of these fractions alone or of the two to-
gether was tested by adding them to the heated immune serum in the concen-

trations indicated above, in the absence of heated normal human serum,



The capacity of these fractions to restore the "accessory factor" acti-
vity of a heated normal human serum (which exhibits this activity in the
fresh state but loses it after heating) was tested in the presence of a
50% concentration of such normal heated serum, The results were entirely
negative in both types of tests while the simultaneous control with the
fresh normal human serum used in the test gave the expected pogitive re-
sult, You will recall that fresh mouse serum did not have the "acces-
sory factar,“ and in the present test addition of c{ or sé or both
failed to activate it, Thus, it would appear that the heat-labile com-
ponent of the “accessory factor" in fresh human serum needed for the
toxoplasma immunity phenomenon was not present in the 5 times concen-

trated Ci and Gé fractions of human serum which you sent us,

Effect of Fractions in Hemolytic System

It was desirable, therefore, to determine the activity of these
fractions in a hemolytic system both with the heated human serum that we
used and with heated guinea pig serum which in the fresh state contained
100 - 120 units of complement per ml, The sensitized sheep erythrocytes
consisted of a mixture of equal parts of 3% washed RBC and rabbit hemol-
ysin diluted to contain 3 units per 0,25 m), The guinea pig and mouse
serys were used in 0ol ml, and the human serum in 0,2 ml, amounts; each
fraction wes used in 0,2 ml, amounts, constituting LO% of the total
wolume before addition of 0,5 ml, of the sensitized erythrocytes, The

results were recorded after incubation in the water bath at 37* C for



(!

5

30 minutes and 60 minutes, and after sedimentation in the refrigerator
overnights however, the final results were the same as those recorded

after 30 minutes, They were as follows:

G’a fraction (concentrated) + saline --- no hemolysis

" " " + fresh mouse serum --- no hemolysis
" " i + heated guinea pig serum —-- 23 plus hemolysis
" " (1:5) + heated guinea pig serum --- no hemolysis

+

02’ fraction (concentrated) + saline --- no hemolysis

U " " + heated guinea pig serum --=- no hemolysis
" " " + fresh mouse serum -~ no hemolysis
G]I + 0'2 (econcentrated) + saline --- complete hemolysis
W " (1:5) + saline ~== no hemolysis
LI (1:5) + heated guinea pig serum --- complete hemolysis

AR (1:25)

*

heated guinea pig serum —-- 2 plus hemolysis

" " {(1:5) + heated human serum --- complete hemolysis
" . (1:25) + heated human serum --- 1 plus hemclysis
" " (1:5) + fresh mouse sorum --- no hemolysis

These data indicated that in the concentrated form these fractions
were not pure, since hemolysis could be preduced without addition of the
heat-stable components of complement, However, diluting these {ractions
1:5 got rid of the other components without loss of their capacity Z;‘v(\

activate either the heated human or guinea pig serum, Especially note~

worthy is the fact that, contrary to expectations basged 0_



paper on mouse serum, neither the concentrated Cé fraction by itself nor
C; + Cé (diluted 1:5) could impart complementary sctivity to fresh mouse
serum,

These data would seem to suggest that fresh human serum (and perﬁapa
to a lesser extent fresh guinea pig serum) contains a heat-labile compo-
nent different from Qi and ng which is necessary for the consummation of
the toxoplasma immunity phenomenon but not for hemolysis, These data al-
8o raise the question whether Gordon Brown's preparation which activated
fresh mouse serum might have contained another component in addition to
Cé. Your’ comments on these observations would be greatly appreciated,

With kindest regards froz_nd myself,

Sincerely,

enc,

P.S, We have carried out similar tests with whole plasma and fractions
I, II + III, IV-1, IV-4, and V which we obtained from Boston, The
original plasma still had some complement (although in very low
titer) when tested against sensitised RBC, but had no effect on
the toxoplasma system, HNeither the plasma nor any of its frac-
tions, listed here, were capable of reactivating a heated normal
human serum which lost its effectiveness in the toxoplasma system,
There was, however, a partial effect with fraction IV-l used as a
7.5% solution, but not with the 1f solution, which may suggest
that the unknown component might perhaps be associated with this
fraction,



THE 1ILDREN’'S HOSPITAL RESEARCH FO JATION TSN
ELLAND AVE. AND BETHESDA oy W
CINCINNATI 29, OHIO

October 8, 19548

I deeply regret that the pressure of other business
has prevented me from letting you know the results of our
tests for accessory factor in the toxoplasma immunity re-
action in the whole plasma and fractions I, II + III,
IV-l, IV-L, and V which you were good enough to send us,
The original plasma still had some complement although
in very low titer when tested with sensitized sheep
erythrocytes but had no effect on the toxoplasma system,
Neither the plasma nor any of its fractions were capable
of reactivating a normal human serum which was deprived
of its heat~labile components of the accessory factor by
heating at 56° C for 30 minutes. It is perhaps noteworthy
that a partial effect was observed with fraction IV-l when
it was used as a 7,5f solution, but not when it was used
as a 1¥ solution, This may suggest that if the original
plasma had been handled in a manner better to conserve the
very heat-labile components of the accessory factor that
they might perhaps be found to be associated with fraction
Iv-l,

With many thanks for your kindness in supplying us
with this material,

Sincerely yours,

ABS:mje

R — 2l
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UNIVERSITY OF MICHIGAN
SCHOOL OF PUBLIC HEALTH

ANN ARBOR, MICHIGAN

.DEPARTMENT OF EPIDEMIOLOGY
VIRUS LABORATORY

October 11, 1948

Dear

Thank you for the copy of your letter to_

Needless to say, I was disturbed to find you had not been able to
repeat my old results with mouse serum. The first thing % 1
me as a possible explanation is the question as to whethe

fractionation of C=-2 and mine employed the : <

in m per I followed the procedures ofM
and which the endpiece (E-1, containing C-2 and C-4) was

sepal fresh whole complement by treatment with COge Treatment of
one portion of this endpiece at 56°C. left the thermo-stabile C-4 and
treatment with NH;OH left the thermolabile, ammonia-resistant C-2. If

es a different method of fractionation, we might possibly
answer .

ave a partia

My observation that the endpiece (C~2'+ C-4) restored the complementary
activity of mouse serum was not original since n 1911 deseribed
that phenomenon. It is of course possible that some C-4 remained in my
C-2 preparation but that is unlikely if the ammonia treatment was satis-
factory. You might play with C-4 a bit and see what comes out.

Another point, although I honestly don't think it important, is the
fact that all my tests were made on sera from six genetically pure, inbred
trains of mice from Bar Harbor, and én the wild mouse Mus musculus.
Could it be that the ordinary white Swiss mouse is different?

Your phenomenon sounds very interesting. Since I know nothing about
it I am presuming you have an in vitro test which you hope will replace
the neutralization technique you described in 1942. Have you considered
the possibility of some heterogenetic factor such as the Forssman reaction?
And here is a real "flier". Why don't you try a completely new hemolytic
system such as guinea pig or dog cells plus anti-guinea pig or anti-dog
cell rabbit serum? I know it sounds crazy and your answer will probably
be found in a study of the serum.

Please keep me informed of the progress of this work. I'm becoming
very interested.

Best personal regards,

\Leuug

.\?4. G

Waasel , o ; Do, Ots

5 GCBsne
WM‘-‘

S TSagiet A m«-}o}.m
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WESTERN RESERVE UNIVERSITY
CLEVELAND 6, OHIO

INSTITUTE OF PATHOLOGY
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DEPARTMENT OF PHYSICAL CHEMISTRY
HARVARD MEDICAL SCHOOL
BOSTON 15, MASSACHUSETTS

»1948

Dear

Thank you for your letter of October 8th
containing the report of your investigations for the
toxoplasma antibody‘'s "accessory factor" among the
plasma fractions we sent you last summer.

We think you may be interested to hear that
we have recently developed a new fractionation proced-
ure for human blood plasma, in the interest of better
preservation of the more labile components, in which
category your report indicates the "accessory factor®

belongse.

This new method is very different from our
previous one, The time for the whole process is great-
ly reduced. The fibrinogen and most of the globulins
and lipoproteins are precipitated in the initial step
and maintained in the solid state until fractionally
extracted, During the main separations the pH never
goes below 5.6 or above the physiological range amd
the hgghest alcohol concentration is just under 20%
at -5%Y C,

We will soon have prepared sufficient quan-
tities of the major fractions so that aliquots of them
can be made available for investigation. These aliguots
represent all the initial components of the plasma. Later
we will also have new subfractions for distribution.

If you wish to carry out investigations of
these new fractions and will let us know, we will make
every effort to provide you with material for assay.




THE CHILDREN'S HOSPITAL RESEARCH FOUNDATION
ELLAND AVE. AN BETHESDA
CINCINNATI 29, OHIO

November 11, 1948

Thank you very much for letting me know
of your new methods for fractionation of
plasma, Would it be possible for you to send
me some of the original plasma from which the
new fractions are being prepared? Should the
original plasma be as inactive as the last
preparation we had, dbere would not be much
use in our testing any of its components, If
you have the original plasma in the lyophilized
state, may I suggest that it be sent to us by
air mail, special delivery, rather than by par-
cel post, the way it came last time, However,
if you still have it in the frozen state, I
would like to suggest that it should be sent
to us packed in dry ice, by air express,

Sincerely yours,

ABS:mjec



DEPARTMENT OF PHYSICAL CHEMISTRY
HARVARD MEDICAL SCHOOL
BOSTON 15, MASSACHUSETTS

November 23,1948

Dear

In reply to your letter of November 1llth, we
wonder whether the following might be the easiest way
to answer your question about the "accessory factor®
activity in our initial plasma, as collected for the
new fractionation procedure.

Rather than have us freeze or lyophilize an
aliquot of this plasma and attempt to send it to you
refrigerated, could you yourself draw a small amount,
using conditions similar to those we now use, and then
assay it for "accessory factor"$g

The procedure by the new method is to collect
450 cec. of blood in a bottle containing 75 ce. of acid-
citrate-dextrose solution. The blood is then cooled im-
mediately to 5° ¢, and centrifuged within two hours of
the time at which it was drawn. Immediately following
centrifugation the first fractionation step is started
and is complete within six hours of the time of bleed-
ing. Therefore, if you could draw perhaps 6 or 12 CC,
of blood into 1 or 2 cec. of ACD, centrifuge and assay,
you would be able to determine whether an appreciable
amount of "accessory factor" activity was lost even be-
fore the first step of the new process.

If you decide to do this, find the majority
of the activity still present in the plasma, and wish
then to assay the fractions, we will be glad to provide
you with them.

As we mentioned before, we hope by the new pro-
cedaire to preserve the more labile components of the plasma
better and therefore we would be rarticularly interested to

hear what you find, in the meant i
wishes. = ° g 2 ime assuring you of our good

Sin




THE CHILDREN’S HOSPITAL RESEARCH FOUNDATION
ELLAND AVE. AND BETHESDA )
CINCINNATI 29, OHIO '

December 1, 1948

Dear

Many thanks for your letter of November 23, and I regret
the unavoidable delay in replying to it, From your descrip-
tion of the procedure used in your new method of processing
plasma for unstable components, I can tell without testing
that our toxoplasma accessory factor would be preserved dur-
ing the early stages of preparation if present in the original
plasma, However, it would still be necessary to test the ori-
ginal plasma to make certain that it is free of specific toxo-
plasma antibodies, for if such antibodies are present we can
not carry out the tests for accessory factor, We know from
some recent studies that the blood of many normal adults may
contain toxoplasma antibodies and, as a matter of fact, one
sample of gamma globulin that we had tested recently contained
this antibody in a titer of 13256,

If you do not have any facilities in your department
for shipping plasma in dry ice, I am sure that Dr, Eaton, of
the Department of Bacteriology, would be good enough to
oblige by sending off the specimen to me,

With many thanks,

Sincerely yours,

ABSsmje



DEPARTMENT OF PHYSICAL CHEMISTRY
HARVARD MEDICAL SCHOOL
BOSTON 15, MASSACHUSETTS

January 5,1949

vea: [

I wish to apologize for our delay in writing
you regarding the dried plasma which was sent to you on
December 20th. Although we did get the material off to
you, the intervention of Christmas delayed me in writing
to inform you that it had been sent.

We would like to explain that the aliquot was
dried instead of frozen because even freezing produces
the lipid denaturation mentioned in a previous letter,
drying does no further harm as far as the lipids are
concerned and for shipping purposes drying is more sat-
isfactory.

At least this will enable you to determine
whether the activity loss you observed was the result
of a long storage period or is due to some other factor,
since the first plasma we sent, as you know, had been
stored for quite a long time at 0° ¢,

We hope the new material reached you promptly,
in spite of the delay of this letter, and we look forward
to hearing from you again when you have had a chance to
assay it.

With best wishes for a happy new year,

Sincerely yours,




January 18, 1949

I wish to apologize for having delayed so long in letting you
know the results of our tests on the sample of lyophilized plasma
which you were good enough to send us, Our tests on this sample
brought out several points of interest as follows:

1) Whatever treatment this plasma had had prior to the time
of lyophilization was apparently sufficient to destroy the very
labile accéssory factor required for the toxoplasma immunity phe-
nomenon,

2) Although it was devoid of this accessory factor, it still
had enough complement for the lysis of sensitized sheep erythro-
cytes to yield a 50% hemolytic dose of 0,02 ce. You will realize,
however, that this is approximately one-tenth of the amount of
complement usually present in fresh or well preserved human serum,

3) This sample of plasma (and I do not know how large a pool
it represents) had toxoplasma antibody in a titer of 1:16,

In view of these findings there would not be very much point
in testing any of the fractions that might have been derived from
this sample for accessory factor, It may indicate to you, however,
that your starting material already had lost certain very labile
components,

Sincerely yours,

ABS:mjc



b

DEPARTMENT OF PHYSICAL CHEMISTRY
HARVARD MEDICAL SCHOOL
BOSTON 15, MASSACHUSETTS

January 24,1949

Dear

Thank you very much for your letter
of January 18th containing the report regard-
ing your toxoplasma accessory factor assay of
the lyophilized plasma we sent you.

We wondered whether your previous
studies of this factor have given any indica-
tion that the lyophilizing process itself may
be injurious to this factor and would be in=-
terested in any information you could give us
on this point.

May we express our appreciation of
your help in testing the toxoplasma accessory
factor,{ and also complement, in relation to
the former's activity loss) for us and the hope
that ,as our work continues,we may be able to
determine better conditions for the preserva-
tion of this labile component.




January 28, 1949

-

In reply to your letter of Jamuary 2L, I
might say that we know that the toxoplasma ac-
cessory factor holds up quite well when stored
in the frozen state in an insulated box containing
gsolid CO,, We also know that it can be frozen and
thawed at least three to four times without losing
its activity, We have also found that certain
lyophilized specimens of serum (we haven't tested
many, however) which were lyophilized by the pro-
cess in which the serum is first frozen in dry ice,
were active as regards the toxoplasma accessory
factor, You probably also know that the titer of
ordinary complement is well preserved in serum
that has been properly stored in the frozen state
prior to lyophilization,

Sincerely yours,

ABS:mjc



DEPARTMENT OF PHYSICAL CHEMISTRY
HARVARD MEDICAL SCHOOL
BOSTON 15, MASSACHUSETTS

February 3,1949

Dear

Thank you for your letter of January 28th,
containing further information regarding the stabil-
ity of the toxoplasma accessory factor, If, as our
work continues, we obtain material under conditions
which we think should have better preserved this com-
ponent, we would like to write you again and hope you
might consider assaying an aliquot or two for us then.
In the meantime, may we thank you again for your help.

I recently read a report by
mon her work in Japan with the Ekiri Commission
vas interested to learn that it was your initial
observations of this disease which gave the impetus
to their work.

With best wishes,

Sincerely yours,
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