Supplemental Figure S1

11.6 kbp

€ e e e e ) >
A e 189kbp . N

5 11 1215 3P

WT locus = 1B i 3 4516 man7) 8 guOm 10 ==

loxP ™ loxP \2

> 11 12:15
Targeting vector . 1B AN, ;1,11 INPGK/gb2-neo |\ ;| o M H
E FRT FRT E K

11.5kbp 6.3 kbp

D e P >

5P loxP loxP 11 1245 3p

Targeted Cic locus E-_" 1B 213 4156 PGK/gb2-neo 7/g MW 4, —

E K FRT FRT g K E

C D
B
Exons 2-6
5P 3P kbp
WT locus -
A kbp Wips{e |16
HMG box WT > . <139

& 4 PRA
loxP EXONS2-6 ey IoxP ,‘uﬂn\; 1.5 Cic 0% e 6.3
-« > <

targeted locus

Kpnl EcoRl

HMG boxFRT ~ FRT

Supplemental Figure S1. Generation of Cic' mice.

(4) Gene targeting strategy: Exons (closed boxes) are numbered by assigning letters A or
B for alternatively spliced exons specific for Cic-L and Cic-S (1A and 1B) and the
following exons are consecutively numbered. The PGK-Neomycin cassette (gray box),
loxP sequences (closed triangles) and fr¢ sequences (gray triangles) are indicated. The
position of the external probes (5’P and 3°P) used for Southern blot analysis and relevant
restriction enzyme cleavage sites (K, Kpnl; E, EcoRI) are also shown. The diagnostic
Kpnl DNA fragments for the wild-type (13.9 kbp) and the targeted allele (11.5 kbp) as
well as the diagnostic ECORI DNA fragments for the wild-type (11.6 kbp) and the targeted
allele (6.3 kbp) are represented by dotted arrows.

(B) Schematic representation of the exons coding for the HMG-box (brown color, exons
5 and 6) in the wild-type (WT) locus and in the targeted Cic" locus. Exons not coding
for amino acids corresponding to the HMG-box are indicated as gray boxes. loxP sites

are indicated by yellow triangles and frf sequences by gray triangles. The PGK-Neomycin



cassette is shown as a light orange arrow in an orange box followed by a light green arrow
in a green box, indicating the orientation of the cassette.
(C) Southern blot analysis of DNA isolated from recombinant ES cell clones carrying

lox

wild-type (WT) and/or recombinant alleles (Cic™). The migration and sizes of the
diagnostic Kpnl DNA fragments probed with probe 5°P for the WT (13.9 kbp) and the
Cic"™ (11.5 kbp) alleles are indicated by arrowheads.

(D) Southern blot analysis of DNA isolated from recombinant ES cell clones carrying

lox

wild-type (WT) and/or recombinant alleles (Cic™). The migration and sizes of the
diagnostic EcoRI DNA fragments probed with probe 3°P for the WT (11.6 kbp) and the

Cic'™ (6.3 kbp) alleles are indicated by arrowheads.



