CHAPTER 1V
RESULT
1. C4 Phenotypes
The common C4 p ‘ ,’” ced from electrophoresis of
neuraminidase-treated .sma égud immunoblotting with anti
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C4 are shown in Fi Each-C4 allotype consists of three

bands, usually wi A(s "_‘ | dal band) and two minor
(weaker cathodal dsh  Gene \ \ C4A alleles migrate more
anodally than do - considerable overlap in the
zohe of migration gﬂ the two loci. The pattern of C4
allotypes that carry s ”:L,- t either C4A or C4B locus,

Figure 11. In this study,
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Although meuraminl eatmentmf plasma samples has

B 131 LIV 41 S
) VST HTEV 01 1

becomes difficult. In order to solve this‘problem the samples were
treated with neuraminidase and carboxypeptidase B enzyme, yielding the
simplified pattern of one single sharp, distinct band for each C4
allotypes (Figure 12). By this approach, identification of a hidden
null‘allele is possible. As shown in Figure 13 , there is only one

single C4A band in lane 3, the intensitity of which is less than that
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of C4B allotype on the same lane and that of any other C4A bands in
other lanes. The C4 allotypes in lane 3 was thus identified as

C4A 4,Q0 B 2,1.

2. Detection of C4A and CAB Variants by a Functional Hemolytic Assay.

In the assignment ts distinguishing C4A from

ﬁmolytic function assay.

- n;nidase-treated sample

C4B products, it is

Bands of hemolysis was
3. Frequency of C4 A YDES

3.1 Frequency of C4 ALloLyp .r.-i Populations.

ypes in Thai normal subjects

have been shown in Table 6. -€443 4 CABL are the most common C4A and

C4B allotypes. --‘xﬁ--:nﬁﬁjm'{i- otype being 0.7 and

0.452 for C4 A3 and >"' 7 r%)ectively.

14 of the 10% normal sub,)ects the were clear
e ARGV O SV VRS o
Thus, the frequency of C4A*Q0O, the phenotype and genotype for C4A*Q0
are 14% , 0.14 and 0.0727 respectively (Table 6). There were one

homozygous C4 A null allele (C4A*Q0,Q0) in normal subjects.

In 7 of the 100 normal subjects, C4B*¥Q0 could be assigned.

The frequency of C4B*QO, the respective phenotype and genotype are 7%,
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0.07 and 0.036 (Table 6). There were 2 homozygous C4B null allele

(C4B*Q0,Q0) in normal subjects.

3.3 Frequency of C4 Allotypes in SLE Patients

As shown in Table 7, the common C4A and C4B allotypes in

SLE patients are also cA. ,’ﬁ the phenotype and genotype
frequencies being 0.71 & and 0.789 and 0.541 for

C4B1 respectively.

3.4 Freg uenc \ Patients

The fregquencies o ' in SLE patients was

shown in Table 7. ) : el@" \-\ 4B were found in 35.5%

AT Yk

and 14.5% of patientg w hér ‘-f Ave gene frequency of 0.197 and
SN

0.075. As shown in Table 8, there statistically significant
increase of C4A null -:'n?:f’{? Hi:{‘; patients (35.5%) compared

with controls (14%)s_{(p = 0.0015, relative ri 338 ).,
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In comast, there was a sligl'm increase although no
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there was only one C4B null allele (C4B*Q0,Q0) in SLE patients.

3.5 Frequency of C4 Allotypes in RA Patients

C4 allotype frequencies in RA patients are shown in

Table 9. C4A3 and C4Bl1 remain the common allotypes in RA patients with
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phenotype and genotype frequencies of 0.735 and 0.485 for C4A3 and
0.853 and 0.616 for C4Bl respectively. As shown in Table 10. the
frequency of C4B21 and C4B4 were increased in rheumatoid arthritis

patients (8.8%, p = 0.17, R.R. = 3.13 and 2.9%, p = 0.44, R.R. = 3.00

respectively). The frequency O; . was significantly decreased in
rheumatoid arthritis (29.4% ‘i s j = 0.029). Neither rare
variants of C4B alloty

C4A or C4B null alleles
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Figure 10 C4 eletr oretlc patterns
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Figure 11 C4 electrophoretic patterns

plaﬁuﬁﬁﬂ,ﬁﬁ %:W(EJmTﬂ?le at either C4A

or O4B locus. The C4 allotype determined from these
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Figure 12 C4 elecIl
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Figure 13 C4 electrophgrgic pattern e; neuraminidase-carboxypeptidase
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are:lane1C4A44BZZ;laneZ:C4A33B11;

lane 3 : C4 A4,Q0 B2,1 ; lane 4 : C4 A 3,3 B 5,2
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Table 6. C4 Phenotype and Genotype Frequencies of 100 Thai Normal

Subjects.

Allotype Subjects Phenotype Genotype

(n) frequencies frequencies

———————— T ——————— —— o - . . o T e e e e S B o S o G

C4 A1l 0.000
2 0.051

3 0.452

4 0.225

5 0.000

6 0.254

Q0 0.073

c4 B 1 0.443
2 0.315

21 0.015

3 0.005

4 /- 0.01 0.005

5 ‘;fi ‘Jiﬂ' .~ 0.062
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Table 7. C4 Phenotype and Genotype Frequencies of 76 SLE Patients.

— ——————— S — - —————— S - —————— — T T o T~

Allotype Subjects Phenotype Genotype
(n) frequencies frequencies
-—EZ A 1— 0.000
2 0.027
o 0.462
4 0.189
5 0.006
6 0.006
Q0 0.197
C4B1 0.541
2 0.284
21 0.027
3 0.000
4 0.000
5 0.054
11 0.145 0.075
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Table 8. Frequency of C4 allotypes in SLE and Controls.
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(n=76) (n=100)
T o - - -
2 5.3 0.50
3 71.1 1.05
4 34.2 0.78
5 1.2 ’
6 f.3 728 ANEN N 0¥ 0.25
Q*  35.5, = ' 3.38
CAaB1 78.9 1.68
2 48.6 0.84.
<21 5.3 1.80
3 0 =
4 0 :5'2 8
5 10.5 [ 0.86
Q0 14.5 .88 0.170 2.25
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Table 9. C4 Phenotype and Genotype Frequencies of 34 RA Patients.

Allotype Subjects Phenotype Genotype
(n) frequencies frequencies
a1 0 oo o000
2 0.076
3 0.485
4 0.159
5 0.000
6 0.015
Q0 0.092
c4 B 1 0.616
2 0.159
21 0.045
3 0.000
4 0.015
5 0.061
Q0 0.061
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Table 10. Frequency of C4 Allotypes in RA Patients and Control.

Allotype % Patients % Controls Xz P-value R.R.

(n=34) (n=100)
T
2 1.55
3 1.19
4 0.63
5 -
6 0.58
Q0 1.32
C4 B 1 2.61
2 0.37
21* 3.13
3 -
g* 3.00
5 0.98
Q0 1.79
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