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SERUM DILUTIONS

Figure 1, The typical énh&bitm?f e"fc *immme sera or
complementary lysis, 141 type from ¢ e Aomandsed with
normal. rabbit serum, and ' type {rom gulr“ plgs immunized
with rabbit-sensitized guinea plgz « rvth%QCVque
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CHAFTER IX

MATERIALS AND METHODS

General

SR

R o 209 o : s
A1l sera were inactivated at 56°C for thirity minutes when
PN : A o :
nsed Ffor the First time, and subsequently at 567¢ for ten minutes
each btime.

Optical densities were measured using o Bausch and Lomb

Spectronic Twenly at a wave length of 5hQﬂ9 excapt where specis

sty
s

ied otherwise. Absorption is meximum at this wavelength when
sensitized scells are lysed in the presence of complement, due to
reduction of some oxyhaemoglobin to methaemoplobin. Cells lysed
in distilled water show wmaximum absorption at 55?/L(X&b&% and

Mayer, 1948},

Sheen Cells

Sheep's blood was collected initially dn Alsevers' 50le

Lk “ o s . m . 2
ution , and more vecently in a Baxtey Transfusp-Vae bottle
containing 2.3 gm. per cent of dextrose and 17 gme y@r cent

m} kt :
of sodium citrate. It was stored in the refrigerator, and was

not used within four days of bleeding. Before use, the cells
g 9

were washed bhree times with wmodified Dulbecco Phosphate Bule

gee Appendix

2., : e :
Bawter Laboratoriesg of Canade Litd., Alliston, Untarioc.



Bt
osj

fered Seline (383)1 in & 15.0 ml, centrifuge tube using a centri=-
fuge speed of 2000 R,P.M, for five minutes each time. The sedi-
ment of packed erythroeybes left afier the final washing was used
Lo meke o suspension in DES, 1.0 ml. of which pilus 9.0 ml. dlatile-
led water gave aa optiecal deunsity of 0,225 at a wavelength of ﬁﬁQﬂo

Thie suspension will be referred to as "0,225 sells”, and is

ner cent suspeunsion. The blank used

o
e

roughly equivalent to a one
o wers the machine for this determination consisted of 1.0 ml,

DRSS plus 9.0 ml. distilled water. Cells were prepared freshly

Ey

2

aach day and kept in the refrige

§”3
;;
&
¥
s
o
s
’Y.i»,
Pt
o
e
@
et
<

.
Sensitizer
s

The rabbit antiesheep cell haemolysin was obtalned Irom

Markhawm Laborstories, Chicago 20, Illinolsa.

Titration of Sensitlize

pilutions of haemolysin were made in DBS, and to 20.0 ml.
of eaph dilution was added an egual volume of 0,225 cells, in

50 wml. centrifuge tubes, identical to those used in routine sen-

& £ g N «:m i
sitizatlion of sheep cells. After incubation at 3770 for twenty

2

minutes, with intermittent shaking, the tubes were ventrilfuged at
G o ; Y
oY for five winutes at 2000 R, P.M., and the supernatants were

-;

dipearded, DBS was added to the cells without shsking, and cenw
trifugation was repeated. This procedure will be termad Ywashing

briefly ongce." The supernatants were decanted, and 19.8 ml. DBRS

“mee Appendix
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