
 

 

 

Text S1 

 Construction of a targeting vector and generation of A20 knockout mice 

  A BAC clone containing mouse A20 was purchased from BACPAC Resource 

Center of Children’s Hospital Oakland Research Institute (Oakland, CA). SacI–StuI and 

SalI–BglII fragments of A20 were used as the 5′ and 3′ arms of the targeting vector, 

respectively (Fig. S1A). A floxed StuI-SalI fragment containing exon 3 was inserted 

between the two arms together with a flip-recombinase target (Frt)-flanked neomycin 

resistance (Neo) gene. A diphtheria toxin-A (DTA) gene was attached to the 5′ end for 

negative selection. KY1.1 ES cells (provided by Dr. Takeda) were electroporated with 

the targeting vector and subjected to G418 selection as described (1). Homologous 

recombination within ES clones was identified by blotting BamHI-digested genomic 

DNA with a BamHI–SacI 5′ probe and by 3′ genomic PCR (Fig. S1B). Correctly 

targeted ES clones were injected into C57BL/6 mouse blastocysts and chimeric males 

were mated with C57BL/6 females to transmit the targeted allele. Frt-flanked Neo was 

removed by crossing the heterozygotes with CAG-Flpe transgenic mice (RBRC01834, 

provided by RIKEN BRC), which generated a floxed allele. A20+/flox mice were crossed 

with Mx1–Cre transgenic (MxCre+) mice (2) or ERT2–Cre (ERT2Cre+) mice. The 

resultant A20+/flox MxCre+ mice and A20+/flox ERT2Cre+ mice were crossed to generate 

A20flox/flox MxCre+ mice and A20flox/flox ERT2Cre+ mice, respectively. A20flox/flox MxCre− 

and A20flox/flox ERT2Cre− mice were used as controls. 
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