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It is essential to use genetically modified animals for the elucidation of disease—related
gene functions and therapeutic candidate proteins in vivo. In this field, transgenic mice
are widely used in the medical research. However, due to the differences between mouse
and human in lipid metabolism and cardiovascular system, it is considered that mice are
not suitable for the research of lipid metabolism and cardiovascular disease of humans
In the current study, we attempted to establish a somatic cell line with cholesteryl ester
transfer protein deficiency and then, using nuclear transfer technology, to make
cholesteryl ester transfer protein knock—out rabbits
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[® 2 : Knockout animal model can be created via fertilized single cell
embryo microinjection of ZFN plasmid DNA or mRNA

The ZFN, in mRNA or plasmid form, is microinjected into the nucleus,
cytoplasm, or yolk where it locates the target sequence and creates a
double strand break and then stimulates the cellular process of NHEJ and
results in the mis-repair of the DNA sequence. The resulting mutation
usually gives rise to a knockout genotype and phenotype. Biallelic

knockouts are achievable in the founder generation.
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Nuclease

Three Zinc Finger Nuclease (ZFN) pairs were designed for generating
CETP knock out rabbits

Set 1: CTGTCCATCGCCAGCAGCcaggtgGAGCTGETEGGACGCCARG
GACAGETAGCGETCGTCG] LocacCTOGACCADCTOCGGTTC

Exon 3

Set 2: COGGCAGLCAGCATCCTCEcagat GEAGACATOGGEETEGAC
GECCETCEETOETAGGAGa gtcbaCCTCTETAGCCCCACCTE Exon 8

Set I: CETCGATGCTCCTCOECCGCYLcaaGTACGGECTECACAAGTG
GCACTACGAGGABCCGECCCag L CATGOCCGACETGTICAT  gyon o

ZFN binding sites were underlined. The designed cutting sites were shown in
lowercase,

IFN Palr Specification® ZFN Activity
PEZFH1PZFNZ =5t 1 =50 6 he Mel-1 103%
PZFN1/PZFNZ —set2 | >50% & hr Mel-1 101%
PZFN1/PZFN2 —set 3 =50% 6 hr Mel-1 T8%

*Mote: ZFNs that show >50% signal relative to a2 CCRS standard ZFM at 6h post-induction are

regarded as uselul for genome editing experiments.,
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