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REBENIRE LT, 77 v 7 ABRERIEN D5, DK
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et al. (1972) B XV Beverley et al. (1973) T2 54
FEHEIETT 7 v 7 ABERIS ERA L7122, wThb
AN, MIREHERERBR S 2 Wi aFERR
I BRTRECRENE B L Sh, ELERLENS
BB eho Tz,

EE LI, FA—HRERGKERC TR—Ric <A
rad AL —EDFNARTA FEEEL D DREFEN
TLIZERL, BAREOBRE, ARRBRD S VLMK
BEEUSHRBRICh b D HkE LTHRAMELEKS %Y
TFIR=RIT v I ABERIE~YA 7w X A4 5 —HREE
5 Z & h sk Tz,

AT, ZOREOTYICEET 2 KHOMRIMTER

LML REOREMRIC O TR S,
HHEELUEE

1. 55y 7 RA%T

<A 7 a A ¥ —RiT & BILERRB X UThEEkE T
DA L2 E 2 5720.8~1.0um DRIFRRIFARERE
RLZDOT, £0.9pm O FF v 7 AT (REFKLLT
%) 2RV,

2. PURORE

Jacobs and Lunde (1957) O JEkic#U THIERZ
PR L., Thbb, RHERE~Y2OBANS ¥
VIR HEESEEL, VU EREATEREIR TEL
el L7tk TER L - RICIORF BROZRBKE ML T,
RRT—R&HE Lz, #hiliof, 60,000x g, 304y
DL, EEEHERL TESEO M) A-HEEER (pH
8.0, I =0.02) &z, HHFHKE L1z,

3. PUERBRIC AV iR ER

ARz pH IZSR U T, 0.1M i5EE-—/KER(L A Y &7 A
(pH 3.2), 0.1IM =~ 7@-KEgfks Y 7 o (pH 4.0~
6.0), 0.1M Na:HPO«+NaH:PO: (pH 6.2~7.5),
0.1IM + Y A4k %7212 0.2M 7 I ) AF AT u,)
— V-1 (pH 8.0~8.5), 0.1M Na:BsO:;-HsBO. (pH
9.0) X 0.1M NaHCOs-Na:COs (pH 10.0) % H
Wiz,

4. BUFRRIEIC B 7o AR IR

TRz pH IR LT, EROTEHRARE R % %
heEh 1=0.0l it 5 X5 HIRLT vk, 4 4Y
EETT A EX AHAITIET VY v ARz THR
L7z,

5. BURRIET 7 v 7 AWREIEOMER

JEA L7 T T v 7 2RT K % 4,000rpm, 20 4[]
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Fig. 1 Criteria for reading Toxoplasma latex

*: Score of agglutination pattern
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Table 1 Effect of pH of diluent buffer on sensitivity of LA reaction

pH of diluent Serum

Reciplocal serum dilution

Reciplocal

HIC X - C, 1P EOBE 2R Lichai Mg s L7z

B #

1. FikEFRiko pH

BESRME e £ OGO TREE & 3 5 40) E"?“ﬂ:bimz
FEENNTE L {AThbN 2505 i % iz, }nﬁiﬁa
Wi ol@E pH 2 <7, T7bb, pH 3. 27?)5) pH 10
FC 9 BIC A 2 AR E CliE A # L, pH 8.0, 1
=0.0lO%MET T 5 v 7 2 1 mg 24 D 40pg OPUJE &
ARSI TT v 7 APCTIREIRIC X D 77 v 7 Ak
B 4T 78 - 7o F OfESL, Table 1ic534n<, pH3.2
725 pH 6.6 O T IERMEREN WL &, £ 72 pHI0T

L EEHE O ﬁmbbmht pH7.0 2286 pH 9.0 #iPH
WBWTIE, SUESMIC IEH A B R SOG2 8 H iy, Bt
A b [H—Td - 72, @f*% LeSE, PBoSR
3 pH 8.0 0.1IM U A-Me#EiR £721F, 0.2M
TR AFNT w N — YRR C M A MR
LZrELI

(70

. C t
bufer N, > 48 16 32 64 128 256 512 e rments
3.2 260 3 3 3 3 3 3 3 3 3 >512 non-specific
541 3 3 3 3 3 3 3 3 3 >512
4.0 260 3 3 3 3 3 3 3 3 3 >512 non-specific
541 3 3 3 3 3 3 3 3 3 >b512
5.0 260 3 3 3 3 3 3 3 3 3 >512 non-specific
541 3 3 3 3 3 3 3 3 3 >512
6.2 260 0 0 0 0.5 2 3 3 3 3 n. d.* non-specific
541 3 3 3 3 3 3 3 3 3 >512
6.6 260 0 0 0O 0 0 0 1 1 1 n. d.* non-specific
541 3 3 3 3 2 2 2 1 1 =512
7.0 260 0 0 0 0 0 0 0 0 0 0 specific
541 3 3 3 2 2 2 1 1 0 256
8.0 260 0 0 0 0 0 0 0 0 0 0 specific
541 3 3 3 2 2 2 1 1 0 256
9.0 260 0 0 0 0 0 0 0 0 0 0 specific
541 3 3 3 2 2 2 1 1 0 256
10.0 260 0 0 0 0 0 0 0 0 0 non-specific
541 0 0 0.5 1 1 1 0.5 0 0 n. d.*
n. d.* : not determined
Incubation buffer : Tris-HCI buffer, pH 8.0, 1=0.01
Toxoplasma antigen on sensitized latex : 40 pg/mg
2 —F — Tl % 2 {50 ©2048(% £ T 2 f5R 3 T O 2. RIESLE
%, b ¥V 77 X HUREE T o7 7 A RREE 20.025m] 1) kAR H]
Fo Rmy S—=Thx, bAoA e dREO%, —&i PURERAE TR o pH #8.0 (I =0.01) Ic—E L
B U C RO G & 8 Lz, HUARMIE Fig. Licoms e Bl T, AFEEEAERE ] AR U7 BRI & 5 4320 55120

FETSBEBAC LU TEELIZEZA, 5 v 7 Z1mg

MY O PUREEREAEE 5 43T 30.9g, 20530 BT
3HI40pg L7 D SERICE L., PURfiic oW TR S &

5 S EVE GG No. 541k 1 @ 256 5% L, JR{ERR %
R LT L2 g2 <, ¥77, il No. 260134 < pak:
DEE£Th-7- (Table 2).

2)  J&EREO pH

PURIR O PR [ % 1.78mg/ml & U, JEIER] %
405y & LT, REERREERR O pH % 3.2 206 10 £ TX
2 CRHEEFT R > 722 25, Table 373, 75
v 7 A 1mg M0 OFREEHIFEARE pH 3.2128B0T
X 23.3ug Lo 720y, pH 4.0555 pH 10 offiPH
T 35-40 pg L BIF—EOMHTH -2, —4, % pH
TRAE L7277 v 7 ZREEIRIC X - T No. 54104t
iz sk =L =5, pH 7.0 226 pH 10 OFiFA TR {E
L7cT77 v 7 ATiE1 : 256 —EThod, pH 6.3
UFTRIELZ T 7 v 7 2 TIRIME pH O FREL L i

PURM S FRE L7e, 2 OFURED TR F % v 75 X<
PURO IR X HAREMEDS & 5 D T, ICFN & TN

)
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Table 2 Relations between sensitizing time, amount of
antigen bound to latex particles and LA titer

Bound Toxoplasma

Sensitization . .
antigen per unit

Reciplocal LA titers

time latex particle weight .
(min) (1g/mg) Serum No. Titer
5 30.9 260 0
541 256
20 40.3 260 0
541 256
40 38.1 260 0
541 256
60 40.3 260 0
541 256
120 39.5 260 0
541 256

Toxoplasma antigen concentration in incubation buffer: 1.86 mg/ml
Incubation buffer : Tris-HCI buffer, pH 8.0, I1=0.01

Incubation temperature : 37 C

Diluent buffer: 0.1 M Tris-HCI buffer, pH 8.0

Table 3 Relations between sensitizing pH, amount of antigen bound
to latex particles and LA reactions

Bound Toxoplasma

antigen per unit Reciprocal serum dilution

] Serum o Reciplocal
pH latev)éeli’a}rltt‘de No. titer
(,ug/rgng) 2 4 8 16 32 64 128 256 512 1024

3.2 23.3 260 0 0 0 0 0 0 0 0 0 0 0
541 1 0 0 0 0 0 0 0 0 0 2

4.0 35.3 260 0 0 0 0 0 0 0 0 0 0 0
541 1 1 1 1 1 0 0 0 0 0 32

4.7 35.9 260 0 0 0 0 0 0 0 0 0 0 0
541 2 2 2 1 1 0.5 0 0 0 0 32

5.5 39.6 260 0 0 0 0 0 0 0 0 0 0 0
541 3 2 2 1 1 1 0.5 0 0 0 64

6.3 40.8 260 0 0 0 0 0 0 0 0 0 0 0
541 3 3 3 2 2 1 1 0.5 0 0 128

7.0 39.9 260 0 0 0 0 0 0 0 0 0 0 0
541 3 3 3 2 2 2 1 1 0 0 256

7.5 40.3 260 0 0 0 0 0 0 0 0 0 0 0
541 3 3 3 2 2 2 1 1 0.5 0 256

8.0 40.3 260 0 0 0 0 0 0 0 0 0 0 0
541 3 3 3 2 2 2 1 1 0.5 0 256

9.0 37.6 260 0 0 0 0 0 0 0 0 0 0 0
541 3 3 3 2 2 2 1 1 0.5 0 256

10.0 40.0 260 0 0 0 0 0 -0 0 0 0 0 0
541 3 3 3 2 2 2 1 1 0.5 0 256

Toxoplasma antigen concentration in incubation buffer: 1.78 mg/ml
Incubation : 37 C, 40 min
Diluent buffer: 0.2 M aminomethylpropanol-HCI buffer, pH 8.0.
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Table 4 Effect of pH of incubation buffer on stability of free Toxoplasma antigen

Free Toxoplasma antigen for inhibition

pH of incubation

(pg per 0.025 ml)

3) £ pH BT 5 bx Y 77 X~<HFROLEME

&% pH ORMERRERTIC0.14~2.19,¢g/ 0.025
ml O ¥V 7 IX<HRE Mz, 37C 1240 HiEHE
L7 BICRERIER G #1772V, BEHIEOREIC X2
THROREES B LTz,

pH 3.2 X UM. 0TI IER REEED 72w I Fhik A sk
2o 7zh3, Table 4 2R3 4n<{, pH 4.8THE L/
HoEE, 2.1942/0.025m/ THHEERGELRET,
BRI KIE L TWiz, pH5.58 X U pH 6.3 TAL
U7 HURIC DA S 2 R BEFEEOET 238 bz,
pH 7.0%*5 pH 10 D#FH THLER U7 HUFIT 3R & [F%
DOIREFEW.ZTRL, XY 7T X<HFIZZ O TH
RV ZER DR bz (Table 4),

4) RRIEEED A AL IREE

PUFRIEAZE®R (pH 8.0) DA A 5kEE (1) 7
i3 %0.01%25 0.5 OFPH T4 BRI EX TRIEL 72 & Z
%5, BEVEEBARI—ETHY, F Fhitko
TI77 v 7 ABRERERBRE Tl o/c L T AHEEIC b
=D o7z (Table 5).

5) RREREOHLIFIREE

BAERHC BB R OVURRE 2 Ex 2 L, FA L
JFREHRIE Table 6 iRt Bl FUREBR
SELVHBMEOMEBRERSL, 77 v 7 A1lmg HY
22.4pg H537.6pg TEBEILEMA A DA, 49.3ug
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C t
buffer 2.19 1.09 0.55 0.27 0.14 omments
Reciprocal LA titers
3.2 >512 >512 >512 >512 >512 non-specific
4.0 >512 >512 >512 >512 >512 non-specific
4.8 256 256 256 256 256 specific
5.5 128 256 256 256 256 specific
6.3 16 32 64 128 256 specific
7.0 8 16 64 128 256 specific
8.0 8 16 64 128 256 specific
9.0 8 16 64 128 256 specific
10.0 8 16 64 128 256 specific
Control (0 time) 8 16 64 128 256
Incubation of free Toxoplasma antigen: 37 C, 40 min
Toxoplasma antigen sensitized latex: 37.6 pg/mg
Diluent buffer: 0.2 M aminomethylpropanol-HCI buffer, pH 8.0
Anti-Toxoplasma serum : No. 541
7z TRPULBRIC X 5PUEMO TR, —7F, 10pg BLTFT

BB RIESR D b, 2.2pg LT ClREE X
BTz,

3. 77 v 7 ABEREREOREME

EROBRFER»S, MBEOMKEERIBEELS
mg/m/, JEIERBEIRO0.2M LTV E=Y M-TV E
=T7HRER (pH 8.0), RR{ERFHIG05) & iFBERESM: &
LTRBY, Zhick>TERMLE T Ty 7 REERER
KA rnd A2 -HOry ME, RIFHER X OHRIM
5 DI LA DO & T,

1) my bzE

MU HETER LI vy FORELL EE LIS
vy b (Nos. 005, 008, 010) ZFEOt huiEF 1214ic
ONWTENENT T v 7 ARERIS TR VI %
B L7c#ER, Fig 218 T<, Fuy MHO—HKRiX
Bhok. T4bb, Lot No. 005L 008 & D ki B
TiX, —EHIr8l (66.9%), A~—HDOHN+ 157 (2%
) %3801 (31.4%) T, =+ 2 7sEix 241 (1.7%)
DHTHo7z, No. 005 &L 010 DHFAITIE, —Fk 98 4
(81.0%), =+ 17¢cEN226] (18.2%), =+ 27X&EX 14
0.8%) PHRTHoIz,

2) fRIFHE

REPMEEEH ) H200 A% E T, 5CIREFL, t
MLE 9 v M % T B PURMBEEEMICHREN L Z
%, Table 7iTR¥T0<, FUEMEOEENIRED Shied



Table 5 Relations between sensitizing ionic strength, binding

of antigen to latex particles and LA test results
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Bound Toxoplasma

Reciprocal LA titers

Tonic antigen per unit
strength latex particle

: (Zz}r%)hgt) Serum No. Titer
0.01 37.5 260 0
541 256
0.05 37.0 260 0
541 256
0.10 37.7 260 0
541 256
0.50 37.7 260 0
541 256

Toxoplasma antigen concentration in incubation buffer : 1.92 mg/ml

Diluent buffer: 0.2 M aminomethylpropanol-HCI buffer, pH 8.0

Incubation : 37 C, 40 min
Incubation buffer: Tris-Hcl buffer, pH 8.0

Table 6 Results of LA patterns and titers using latex particles sensitized
with various amounts of Toxoplasma antigen

Sensitized
Toxoplasma
Toxoplasma . . g
antigen alrllrtl:i%elr;tgzr Sel\rlum ) Reciprocal serum dilution  Reciplocal
(mg/mD) particle o 2 4 8 16 32 64 128 256 5121,0242,048 O
weight
(pg/mg)

3.56 49.3 260 0 0 0 0 0 0 0 0 0 0 0 0
458 3 3 2 2 1 0.5 0 0 0 0 0 32

541 3 3 3 2 2 1 1 0 0 0 0 128

1.78 37.6 260 0 0 0 0 0 0 0 0 0 0 0 0
458 3 3 2 2 1 1 0" 0 0 0 0 64

541 3 3 3 2 2 2 1 1 0.5 0 0 256

0.89 22.4 260 0 0 0 0 0 0 0 0 0 0 0 0
458 3 3 2 2 1 1 0 0 0 0 0 64

541 3 3 3 2 2 2 1 1 0 0 0 256

0.45 10.3 260 0 0 0 0 0 0 0 0 0 0 0 0
458 2 2 2 2 1 1 0 0 0 0 0 64

541 2 2 2 2 1 1 2 2 1 1 0.5 1024

0.22 4.5 260 0 0 0 0 0 0 0 0 0 0 0 0
458 1 1 1 1 0.5 0 0 0 0 0 0 16

541 1 1 1 1 1 1 1 2 1 0.5 0 512

0.11 2.2 20 0 0 0 0 0 0 0 0 0 0 0 0
458 0 0 0 0 0 0 0 0 0 0 0 0

541 0 0 0 0 0 0 0 0 0.5 0 0 0

0.06 1.3 260 0 0 0 0 0 0 0 0 0 0 0 0
458 0 0 0 0 0 0 0 0 0 0 0 0

541 0 0 0 0 0 0 0 0 0 0 0 0

Incubation buffer: Tris-HCI buffer, pH 8.0, 1=0.01
Incubation : 37 C, 40 min
Diluent buffer: 0.2 M aminomethylpropanol-HCI buffer, pH 8.0

(73)
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Lot no. 010

Lot no. 008

Table 7 Effects of storage at 5C of the reagent on serum titers

Reciprocal LA titers of sera

Serum No. Periods (months) of storage of the reagent
0 2 5 10 13 16 20
260 0 0 0 0 0 0 0
125 8 8 16 16 16 16 8
332 16 16 16 32 16 32 16
391 32 32 64 32 32 64 32
487 64 64 64 128 64 128 64
504 128 128 128 256 128 256 256
541 256 256 512 512 256 256 256
816 512 512 512 1024 512 512 512
937 1024 1024 1024 2048 1024 1024 2048
7.
% 3) HEMRmIEIE B
40% Py b i 220 flic > T, B (56 C,305)) ORi:
i 2, L BEDTT v 7 AFERETUMEZ i L7, Fig. 31T
1024 - s 1 AN < JLERET% O BUEAIZ 19861 (90.0%) iZBWT
L 2 /13 1, —F L, +17%3E3214] (9.5%), +27EIH (0.5
256 I- /18 %) DHTHY, FECIIEMLOLE T2\ LN S
- I M nie.
64 | st £ =
- ”' 7 3',//1
U Vs V2= FRFMEMOL b -7 0 7Y VBHET 7 o
2 6l 20/l 7 ADFME L OHARRICIE -7 w7 Yy 0 FER
5 A S R S R T -
g 409 4096 -y
E S 5 I s
& L, 2/1 - ‘g - /,’ /3 1
1024 3 5 L S 1024 [ ‘1 371
//’ / , s // / //
- ST s . r L2 1 3,
256 |- 175 127 7 2 956 | 3 6/1
v / = , i
L 1,9 13" 2, o L / 4/3
64 - P 2" ST e
S 3 -/
- 6 2. - A
S S E 70
16 B~ SR g 1 71 21,0
<1619, T <16 164 1.7
| 1 | 1 1 1 1 1 &= 1 ] 1 1 1 L 1 1 1 J
<16 16 64 256 1024 4096 <16 16 64 256 1024 4096
Reciprocal LA titers
Lot no. 005 Reciprocal LA titers after inactivation

Fig. 2 Titers obtained by three different
lots of LA test with 121 sera.

Fig. 3 Effect of inactivation treatment (56
C, 30 min) of 220 sera on their titers.
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RTT v I ARTOREW.D S, pH 8LE, FLLT
pH 8.2 OfgfE i MEb T 5 (Singer and Plotz,
1956 ; Oreskes and Singer, 1964)., Bozd3ch and Jira
(1961) ¥+ ¥ VS IR~ TT v 7 REERTIC S pH
8.20%BE Ik 2 L7245, Lunde and Jacobs (1967)
R fE OMRICAERREIR 2 AV, BEROLEZ 2V
LT, FBEOWMER LI XY I TIX2TT v 7 AU
HRIE~A 7 v A7 —HREL, HEFKRICHY 5%
BEikD pH 77.05:59.0 D& FHETH Y, HFRK
3R 2 RESE RV iz pH 7.0925 pH10.0
OHEBENPLEE LWEKETH o7,

5y 7 ARTIR N XY 75 IR ERBRIET D
FEEREE L F % K %, Bozdech and Jira (1961) 1%
37C, 2L L, Lunde and Jacobs (1967) %4 ~
5C, 2BfilE LTWD, RIS DO b ¥ V77 X~
FRES 77 v 7 ARLTFOREVED &, HFRREOEME
EHVRREDEEZBNDD, 1£0.9um DORFE AW,
HREDOFIREHIEE #0.89 25 1.78mg/ml TIic L
=45 E0EAE, pH 8.0 DEERH T 37C, 40/WL
12053l 2 4t LTRBEZ LT Lz,

77 v 7 RARF~OFETURRIERZ, FRifBREEE
RS8BT 577 AEHE Y RRY v 7 4 FRIE
(Ltderitz et al, 1958) »5WIk hD -F a7V
LT NT I VESME (Shioiri, 1964) DFAICL BT,
AR D BWEH (757> 7 A 1mg ¥4910.3~49.3,g)
ZRFE iz,

RO PURE A BEEEL. 8mg/ml, RR{ERIZRENR D pH
%8.0LL,37C, 60RIEL VWO FUTHERLETFT v
7 ABERIEAIL, vy FERZLAERDONT, W
RERTETO R L 1200 ARIZIEEOET 2 R& T,
o MU LE LTHRERZEMRICT ATV S Z L 25R
dbh, £, 7 v 7 ARTEHIROBEE L Lok
X, FERERIUE DRI AER T TR L, MiE DI
ILLBER L, BFRABRD B W mBEREERSRERIC <
BT, FESBELARERIFIEL DD & v 2 &
5. oW (FEES, 1977 a) BX U 3@ FEE D,
(1977 b) Wk R5h, ZORFERZ LD XV TITTX=
77 v 7 RAEERER L BEfF OB WE L O RficE W —BR
PELATWS,

MY 7T X2 BPEOBWIAIL LT, FFRMLREIC
FT<h, RET, BRIEIHER~AI7veiA 577
T v 7 AERERERERER L., AFciiRilicilb
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b BN LR L RO LERIC DV TR~ 7,

1. FTHRMLTEO.Ipm DI F v 7 ARFEHEH
U, RH $ESEDZERKIMHPIRE BIE Lz, BERIE
TUFE b LA 2RV, PUERRTYE 0.025m/ 12 HiFUK
E5 7 v 7 AREEWR0.025ml &z, —KEEBHHEL
7z,

2. RMERMHMRMNOIEL T 2 PIRMGRISIC X 58
#ENIE L ATab h 2R ASERD pH 2H~
72 2%, pH 7.0 59. 0DHFXFE TH - 7=,

3. pH 8.0, 37 C iz B1F % 8 BRAERERZ 20 53LL 1
Thork,

4. JRIEREMZ 40432 L, 37C 2B 2HLRRIEA
iR oFE pH 1 pH 7.0% 510,004 ThH o7z,
&y pH TR KIS LT-,

5. A AVEREEX T =0.01%50.50 T3 HERIE
B Lol

6. RAEFIUREIZTT v 7 2 Img ¥ Y2274 L40ug
B2 FETH - 72,

7. VUREARE 1.8mg/ml OFUEEE EHAL, &K
{ERiEER D pH % 8.0, RIERFHEI60Sy, RAEREE 37 C
PHEEGEE UTER L-REKCH W TR Z 5,
vy FEZIFEALERL, 5C THORL L 200 BRE
ETHDT,

8. AMiiE220flic > % 56 C, 305D IEMILEITAV,
ZFORBOTEMERE L2 5, LA Y—FL,
AETEIEBOLEN 2N L BRI

B

WMERBICHY, HRBEE > - EAKERKERK
FHRERFEE NRTRER L S O D NER S B
EFMAEME KBEBRICER T2 L b, X
ERO—MEEY L RILFEHRRANALER T %k
—, BHABEOHKICERIUKLET.
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Abstract

STUDIES ON LATEX AGGLUTINATION TEST FOR TOXOPLASMOSIS
(1) PREPARATIVE CONDITIONS AND STABILITY OF THE REAGENT

NoBuUYUKI TSUBOTA
(Research Laboratory, Eiken Chemical Co., Ltd., Higashi-shinkoiwa,
Katsushika, Tokyo 124, Japan)
AND
HikARU OZAWA
(Department of Chemical Pharmacology, Pharmaceutical Institute,
Tohoku University, Sendai 980, Japan)

In order to develop a reagent for serological diagnosis of toxoplasmosis a sensitized latex
for the microtiter agglutination test was prepared, which was proved to be useful as a highly
specific, sensitive and stable immunotitration reagent. Studies on the preparative conditions
and stability of the reagent are described in this paper.

1) Onto polystyrene latex particles of 0.9 pm in diameter was adsorbed the antigen
consisting of a water-lysate of Toxoplasma (RH strain) by adding a latex suspension to an equal
volume of diluted antigen solution and by incubating the mixture at 37 C under various condi-
tions.

2) The optimum pH range of the buffer solution used for serum dilution for the assay
of sensitized latex preparations was between 7.0 and 9.0 (Table 1).

3) - The time required for antigen sensitization was 20 min or more in a buffer solution
at pH 8.0 at 37 C (Table 2).

4) The optimum pH range for antigen sensitization by incubation at 37C for 40 min
was 7.0-10.0 (Table 3). The antigen was inactivated at low pH (Table 4).

5) Ionic strength of the buffer solution had no influence on antigen sensitization from
1=0.01 to 0.5 (Table 5).

6) The optimum quantity of antigen adsorbed on latex particles for proper agglutination
was approximately 20 to 40 pg per mg of latex (Table 6).

7) Comparison of three different preparations prepared under the identical conditions
(pH 8.0, 37 C, 60 min, 1.8 mg antigen/ml) showed minimal lot-to-lot variations as judged by the
agglutination titers of 121 human sera (Fig. 2).

8) The reagent was stable for at least 20 months at 5 C (Table 7).

9) With this reagent the inactivation pretreatment of sera was not required as shown
by the well matched agglutination titers of 220 human sera before and after inactivation at
56 C for 30 min (Fig. 3).
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