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Figure 2

The B6.Sle1a(15-353) and B6.Sle1(111-148) congenic strains differ by the
B6 or NZW origin of Fcgr2b.

(a) Map of the two congenic intervals with, from top to bottom, the distance in
Mb, the position of key polymorphic microsatellite markers used to define the
interval termini, the position of the Fcgr2b gene and the two intervals. The
gray bars represent the areas of known NZW (NZM2410) derivation, and the
white bars represent the areas of recombination between the NZW and B6
genomes. The boxed inset on the right shows an enlargement of the
telomeric termini between markers D1MIT147 and D1MIT 146 relative to the
Fcg2rb transcript.

(b) PCR ampilification of the region 4 deletion identifying the NZW allele in
B6.Sle1(111-148) as compared to B6.Sle1a(15-353), which has the B6
alleles.
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Figure 3
B6.Sle1(111-148) mice contain a Fcgr2b allele of NZW origin.

(a) Splenocytes from sheep red blood cells (SRBC)-immunized B6, B6.Sle1a(15—
353) and B6.Sle1(111-148) mice obtained on day 9 of the immune response were
stained with peptide nucleic acid (PNA), in combination with anti-B220 and anti-IgD.
Levels of FcyRIllb measured by the mAb K9.H'_361 that specifically stains the Fcgr2b
allele of B6 origin (Ly17.2 allotype) on B220" PNAp /IgD™° germinal center (GC)

(blue histograms) and B220" PNA"™ IgDb non-GC (red histograms) B cells are
shown.

(b) Spleen sections obtained on day 9 of the anti-SRBC response of B6,
B6.Sle1a(15-353) and B6.Sle1(111-148) mice were stained with anti-IgD (red) and
K9.361 (green). These data are representative of at least three mice of each
genotype.
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Figure 4

Impaired FcyRIlb expression on B cells and follicular dendritic cells (FDCs) in
B6.Sle1(111-148), but not in B6.Sle1a(15-353) mice.

(a) Splenocytes obtained on day 9 of the anti-sheep red blood cells (SRBC)
response of B6, B6.Sle1a(15-353) and B6.Sle1(111-148) mice were stained and
analyzed, and data are illustrated as detailed in Figures 1a and b.

(b) Two sets of adjacent spleen sections obtained on day 9 of the anti-SRBC
response of B6, B6.Sle1a(15-353) and B6.Sle1(111-148) mice were stained and
illustrated as detailed in the legend to Figure 1c. Substantially lower or undetectable
levels of 2.4G2 staining, in IgD” GL7p and FDC poor regions in B6.Sle1(111-148)
GCs, are shown by arrows, right most column. These data are representative from
five to seven mice of each genotype. (c) RNA was extracted from FACS-purified

B220" PNA* /IigD" germinal center (GC) B cells obtained on day 9 of the SRBC
response of B6, B6.Sle1a(15-353) and B6.Sle1(111— 148) mice. Raw RQ values of
Fcgr2b expression in B6 (open bar), B6.Sle1a(15-353) (green bar) and
B6.Sle1(111-148) (red bar) GC B cells were obtained via real-time RT-PCR by
setting the RQ value for B6 GC B cells as 1. Real-time RT-PCR amplification was
performed in quadruplet, from which the means and maximum relative quantification
(RQ as calculated by the ABI software) shown as error bars were generated. These
data are representative of pooled samples of two to three mice of each genotype
obtained from three experiments.



a Bazgh
BE.Slefa BE.Sle1
/CE?EL."E {15-353) (111-148) \
"t gl 1':':":!1 10D
% 10 I:I o | 1007 I:I 100y I:l
19 T 1-|1 17
e o A T TR S U TR T T 72
lgD >
100 {00 100 7
PNA*IgD™d [\ A | e N e il
PNANSD gD+ | '-lI | 8 I|I \ II eo '||I
- | r{ |'. ac] I s |I 401 il
207 [ AN 20 Joqh 20 i
o rr -"il:!."'ﬁ..':‘ll'-. P N .\“.‘I"-. o :""J"‘I-. "!l.‘: .
o T Y T R T T O T R T PR S T
2.4G2 =
B&.Slela B6.Slela
C57BL/6 (15-353) (111-148)

2.4G2
lgD

b : FDC-M1
' W GL7

' 2462
g lgD
b (SN FDC-11
g GL7

Fegr2b mRNA

1.25 - T
1.00 -
g 0.
0.50 -
0.25 -
0.00 .

B& 15-135 111148




Figure 5
IgG production is increased in B6.Sle1a(111-148) mice.

Anti-sheep red blood cell (SRBC) IgM (a) and IgG (b) antibodies, as well as total IgM
(d) and IgG (e) were measured on day 9 after primary immunization in the three
congenic strains. The graphs on the right show the anti-SBRC (c) and total (f)
IgG/IgM ratios. Each symbol represents a mouse. **P < 0.01; ***P < 0.001 from
Bonferroni’s multiple comparison tests.
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Figure 6

B6.Sle1(111-148) antibody-forming cells (AFCs) produce less IgM and more 1gG
than congenic mice carrying the Fcgr2b B6 allele.

Splenic (graphs on the left) and bone marrow (BM) (graphs on the right) CD138"
B220™° plasma cells (PC) were evaluated in 6 and 14 days after sheep red blood
cells (SRBC) immunization.

(a) Surface FcyRllb expression.

(b) Intracellular IgM expression.

(c) Intracellular IgG expression.

(d) Number of IgG p AFC measured by ELISPOT. Mean and s.d. of six mice (6 days
p.i.) and three mice (14 days p.i.) per strain. *P < 0.05; **P < 0.01 from Bonferroni’s

multiple comparison tests. Representative flow cytometry histograms gated on
CD138* B220™° PC in the spleen 6 days p.i. are shown on the right, with filled gray



histograms representing C57BL/6, and solid and broken lines representing
B6.Sle1(111-148) and B6.Sle1a(15-353), respectively.
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