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O00O0Oadapterd 000 D0ODODODODODOO Sephacryl S-400,

Amersham Pharmacia0 00 000000000000 OO0OOO
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phage lysate(] 1/50-1/100 vol.[J blocking buffer (5% dry milk/0.1%
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Fig. 1. Affinity selection of cDNA libraries with sera from
patients with SS.

Phages from the HepG2 cDNA library were applied to a
microtiter well coated with serum from a patient with SS, and
selected four cycles by affinity selection as described in 2.5. In
this figure, an example of such affinity selection is shown, and
the increased fraction of white plaques in total phage plaques is
illustrated by a line graph and the increased fraction of reactive
clones with a patient serum in the library population by a
histogram.
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Table 1 O0000000000000KI-67 antigenD 0O 000D

Summary of cDNA library sereening "proliferation marker" 00000000000
S5 sera cDINA library Clones 1solated
Mixed HepG2 Sglp3
SS-B/La — 108 3.8 | e—
(9 groups/51 sera) Sg3pll S12-11 008
Sgdp! Sglp3 122
hREA-T70 + G16 3.4 j—
Se9p22 Sg2-1 —] B
Individual HeLa 87-1 NOR-90 — 2724 -
(17 sera) 512-11 Sg9p22 s oid
: Ki-67 = 2806aa N\ FH—
Mixed HeLa Sg2-1 s7-1 75T == 2850
(8 groups/34 sera) Sgd-1 TFG 1 400 i, | —
Sgd-1 281
Sg7-2 Sgdpl 10 215
MN
Sal-2  g——178
3.3DNAOOOOOO pM5 [ 19083 _\D—
0000000000O0cDNADOOS0003000000 Sg3pll 1167—
dodoo400000000D00O00O0DO00ODOOOODODNAODOOO . .
Fig. 2. cDNA sequences encoded by phage clones isolated.
0 0 O GenBankO EMBLO DDBJO PDBO 0O 0 0 0O O O BLASTO Rectangles indicate coding sequences of autoantigen cDNA
OMo0000000000000oooooooooooon based on published sequences. Lines protruded from the
) rectangles indicate the 5' and 3' untranslated regions on the
Oboooooooooooooon (Fe.0)o0O0O0OO00000 left and right, respectively. DNA sequences encoded by all the
000000000000Sg7-20Sg3pl10Sg4-10000000 cDNA clones isolated in this study are indicated by lines under

the rectangles. The numbers of amino acid residues encoded by
oooooooooooooooboooobobobooboooboDo . L
the autoantigen cDNA are shown inside the rectangles. The

ooooooo0O0O0o0O00000000000000 OSg1p3d names of autoantigens and isolated clones are shown on the

Sg2-10Sg9p220 S7-10 0SSO OO 0O0O00ODOOOUOOOO left.
Jdoodoooooooooooooooooooooogooo
0 00 Sg7-200 SMNU survival motor neuron gene productt] O 0 00 O 34000000000000DODO0O0ODOOO
00000O00bo0oOooDoooDooooosMNODOOOooo 000000000 oooooogooooooood
000000000 0oo0OO00Ooo®0OSg3plidpMsOOnOnd O00000000O00o0o0o0o0ooooooooooooog
0000000o00obO0obOOoOoo3-UuTRODODODODODOODOODOO 000000000000 0ODELISADOODDOOYT20 0SSO
pM5O0 0000000000000 O0OO0OO0ODOODOOOO 002200SsSO00000000O0O0OOSLEDOOPBCOOO
cDNAO OOA20580 0 000cDNADOOODOOOODOOOOO SScO0 0000072000000 0DOD0O0O0OOODODOOO
0000090 Sg4-10 Sg4pl0 TRK-fused gene (TFG)OD O OO O Table 000000 O0OSg1p3 (SS-B/La)0 21/7200 290 0 O SSO
gobooooobooobooboooeo J00o00o0obOog2oO0ssObo0fobDoobooobOooonoo
Sglp30 S12-110SS-B/Lal D000 000000000000 ooOopPBCOODOOOODOODOOL/22: 45%M 00 0ELISAD O
O0000OSs-B/LaldRNA polymerase-1I1O0 00000 OO0O0O00OO 00DO0DO0D000O0sglp300000oogo2100ss0o0oon
O0000D00oOoss-B/LaDO0OOO0OO0OOOOSSOSLED OO 0200 000000SS-B/LaD0 00 O00O00OO0OOOOO
oooooono ELISAD00O00O0O0O0OOOSS-B/LadSsOOOooOooonOon
Sg2-100 human replication protein-A 70 kDa subunit (hRPA-70)0 000000010000 00000D2003000000000
0000ooo1R¥ooooooooooohRPADD OODNADO gooboOoOooossogoboobooboboboooboooo
00000000ooO0OoO0oOooUOoOooOoOoUoooooo gooooOoOoooOoOoOOOOOOOOOObObOOOoOOo
O0ODNADOODODODOODUDOOOOOOODOODOOOooOOe™ 000000000000 0ooooooooooooooog
Sg9p220 nucleolus organizer region-90/human upstream binding gopoogssBOOOD0O0O0O0O0O0OODO0O0O0O0OODODODOO
factor (NOR-90/hUBF) D 0 0 0 00O 00O OO ONOR-90/hUBFO 00wl0oo0000oo0o0o0oooooooooooooog
RNA polymerase-I0 O 0D O 0OOOOOORNADODODDODODO 000000O0cDNAD O OO ODOooooooooooood
oooooood 00000000doooooooooooooon
S7-10cellcycleD 000000000 DDOODOOOOODODO Sg2-1/hRPA-700 0000720 00000000O0ODOODODOO
O cell proliferation-associated protein Ki-67 antigenC 0 0 0 00O 0O 028%MSLEC 0O 2/80250 0000 0OOOOO OiIimmunoblot
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Table 2

Frequency of antibodies against autoantigens in normal sera and sera from patients with SS and other autoimmune diseases.

Clones " (antigens) Sera from patients with
SS (%) Other autoimmune disease (%) Normal (%)

Sg7-2 (SMN) 4/72 (5.5) 1/22 (4.5) 0/72 (D)
Sgipll (pM5) 3172 (4.2) 0/22 () 0/72 (0)
Sg4-1 (TFG)" 172 (1.4) 022 (0) 1/72 (1.4)
Sglp3 (55-B/La)© 21/72 (29) 1/22 (4.5) 0172 (0)
Sg2-1 (hRPA-70) 2/72 (2.8) 2/22 (9.1) 0/72 (0)
Sgdp22 (NOR-90) 1/72 (1.4) 0/22 (0) 0/72 (0)
S57-1 (Ki-G7 antigen) 1/72 (1.4) 0/22 (0) 0/72 (0)

* Three clones above the dashed line encode previously unknown proteins as autoantigens and four clones below the line encode

SS autoantigens previously known.

"The same results were obtained for Sg4p1. “The same results were obtained for S12-11.
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kDaOOSSOSLEOD O OOOOO0OOOO0O0O0O0O0O0O0O00O0®=0
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OO0O00000pM50Sg3p11003/7204.2%00000TFG
Osg4-10001/72000000000000000000000

gbobooobo7zoboooooooooooTrGOOOODDO
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OO0oO00OC0O0OOpMSOSg3pliDOO00OOOOOOoOoOooOonon
ooooboooooobooooooooooobooooossoo

oooooooao
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ocoooooboooooooobooobooooooobooooDo
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ooooooooooo
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