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Supplementary Figure S1. Experimental design for generation of targeting vector. (A) The targeting
vector and A-Pas« targeted allele. The ROSA26 gene is located on mouse chromosome 6. In the targeting
vector, the positive selection marker (Neo) was flanked by SDA (self-deletion anchor) site. DTA was used
for negative selection. (B) Diagram shows linearized targeting vector after restriction enzyme Not [
linearization. Homology arms (HAs) were comprised of DTA cassette, 5'arm, Neo cassette, 3'arm, and
Amp. (C) Verification of the final construct digested with Not [ and separated on agarose gel.
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Supplementary Figure S2. Characterization of the ES clones. (A) Regions in the targeting vector were
selected for PCR screening. (B) The potentially targeted clones were screened by 3’arm PCR (using primer
P1/P2). (C-D) The potentially targeted clones were further screened by PCR for the presence of the distal
KI1 site (using primer P3/P4) (C) and the KI2 site (using primer P5/P6) (D). Samples 1A1, 1G1, 1H2, 1B4,
1D3, 1D4, 1E3, 1G3, 1G4, 1A6, 1B6, 1C5, 1D5, 1G5, 1A8, 1H7, 1A10, 1B10, 1G9, 1A11, 1B11, 1C11, 2B2, 2C1,
2D1, 2E1, 2E2, 2B4, 2H3, 2A6, 2C6, 2D5, 2D6, 2G8, 2C9, 2D10 and 2G10 have been confirmed as potentially
targeted ES clones. (E) The positive clones from PCR screening were expanded and further characterized
by Southern blot analysis. The EcoNI and EcoRV regions in the diagram were selected for Southern
strategy. (F) Targeted clones (1A1, 1A8, 1A10, 1E3, 1G3 and 1H2) were subjected to Southern analysis of
EcoNI digested genomic DNA with a Neo probe (5’arm 15.13 kb; upper panel) and EcoRV digested
genomic DNA with a Neo probe (3’arm 11.01 kb; bottom panel). All of the six ES clones were confirmed
correct by Southern blot analysis.



ROSA26 Wildtype allele

5 Tro 3
1 ez 2
R4
Targeted allale
o BT i
Conditional K| allele E1 F3 F2 F4
(After Neo deletion) e Z= =
— - I—c
R1 R3 R2 R4

Constitutive Kl allele

F3
(After Cre recombination) — -
—fa T e——

R3
Legends
loxP site € SDA site - Homology arm | Exon
[ CAG promoter 1| A-P_ sequence I Poly A
B Cc

KI1 PCR, clone: 1E3 (WT: N.A.; MT: 399 bp) KI2 PCR, clone: 1E3 (WT: N.A.; MT: 629 bp)

4 o £
12 3 45 67 8 8101112131415 16 @“‘\i%c’@ C 123 45 678 910111213141518 @""\;’ocié‘@@@

629 bp
399 bp
A

A
&, 2y
1819 20 21 22 23 24 25 26 27 WS &&

v

) A
0 g
18 19 20 2122 23 24 25 26 27 W0 FAEW

629 bp
399 bp

KI3 PCR, clone: 1E3 (WT: N.A_; MT: 1.2 kb)
1 8 9 10 12 16 18 20 21 22 M WT Water

1.2 kb
E
Neo deletion PCR, clone: 1E3 (WT: 617 bp; MT: 243 bp)
1 8 9 10 12 15 18 20 21 22 M WT Water
617 bp
243 bp

Supplementary Figure S3. Genotype identification of F1 A-PaschiRNA fo¥* mice. (A) Strategy for
identifying the F1 A-PaschiRNA /o mouse genotype by PCR screening for dashed line box regions (using
primer F1, R1, F2, R2, F3, R3, F4, R4, F5, and R5). (B-C) Fifteen mice (#1, #8, #9, #10, #12, #14, #15, #18, #20,
#21, #22, #24, #25, #26, and #27) from clonelE3 were identified as positive by PCR screening for KI1 (using
primer F1/R1) (B) and KI2 (using primer F2/R2) (C). (D-E) The positive pups (#1, #8, #9, #10, #12, #15, #18,
#20, #21, and #22) were reconfirmed by PCR screening for KI3 (using primer F3/R3) (D) and Neo deletion

(using primer F4/R4 and F5/R4) (E).
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Supplementary Figure S4. The characteristic of A-PaschiRNA in mice. (A) Quantification of the expression
of A-PaschiRNA in different organs of the A-PaschiRNA KI mice before tamoxifen induction. The
esophagus of mice after Tamoxifen induction were used as positive control. A-PaschiRNA expression
calculated as 2-ACt relative to B-actin. (B) The gross anatomy of the representative esophagus from WT
mice and A-PaschiRNA KI mice untreated with tamoxifen (left panel). The number of tumors per mouse
in the esophagus from WT mice and A-PaschiRNA KI mice untreated with tamoxifen (right panel). n =6
pre group; Scale bar: 5 mm. n.s., not statistically significant; (C) The hematoxylin and eosin stain of the
esophagus of WT mice and A-PaschiRNA KI mice treated with tamoxifen after 4NQO treatment. Scale bar:

50 pm.



