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Expression Cassette

Related application
This application claims benefit of US provisional application No. 61/567,675 filed on

December 07, 2011; all of which are hereby incorporated by reference in their entirety

The field of the invention

The present invention relates to an expression cassette useful for the expression of a
polynucleotide sequence encoding a polypeptide. The present invention is also directed to
vectors and host cells which comprise the expression cassette and uses of the expression

cassette for the production of a polypeptide from a host cell.

Background of the invention

Expression systems for the production of recombinant polypeptides are well-known in the
state of the art and are described by, e.g., Marino MH (1989) Biopharm, 2: 18-33; Goeddel
DV et al., (1990) Methods Enzymol 185: 3-7; Wurm F & Bernard A (1999) Curr Opin
Biotechnol 10: 156-159. Polypeptides for use in pharmaceutical applications are preferably
produced in mammalian cells such as CHO cells, NSO cells, SP2/0 cells, COS cells, HEK
cells, BHK cells, or the like. The essential elements of an expression vector used for this
purpose are normally selected from a prokaryotic plasmid propagation unit, for example
E.coli, comprising a prokaryotic origin of replication and a prokaryotic selection marker,
optionally a eukaryotic selection marker, and one or more expression cassettes for the
expression of the structural gene(s) of interest cach comprising a promoter, a polynucleotide
sequence encoding a polypeptide, and optionally a transcription terminator including a
polyadenylation signal. For transient expression in mammalian cells a mammalian origin of
replication, such as the SV40 Ori or OriP, can be included. As promoter a constitutive or
inducible promoter can be selected. For optimized transcription a Kozak sequence may be
included in the 5' untranslated region. For mRNA processing, in particular mRNA splicing
and transcription termination, mRNA splicing signals, depending on the organization of the
structural gene (exon/intron organization), may be included as well as a polyadenylation
signal. Expression of a gene is performed either in transient or using a stable cell line. The
level of stable and high expression of a polypeptide in a production cell line is crucial to the

overall process of the production of recombinant polypeptides. The demand for biologic
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molecules such as proteins and specifically antibodies or antibody fragments has increased
significantly over the last few years. High cost and poor yield have been limiting factors in the
availability of biologic molecules and it has been a major challenge to develop robust
processes that increase the yield of desirable biological molecules on an industrial scale. Thus
there is still a need for improving the efficiency of expression vectors to obtain high

expression in recombinant polypeptide production.

Summary of the invention

The present invention relates generally to expression systems such as expression cassettes and
expression vectors which can be used to obtain increased expression in recombinant
polypeptide production. In one aspect, the present disclosure provides an expression cassette
which comprises a promoter, a polynucleotide sequence encoding a polypeptide, and a non-
translated genomic DNA sequence downstream of a eukaryotic Glyceraldehyde 3-phosphate
dehydrogenase (GAPDH) promoter, wherein the polypeptide encoded by the polynucleotide
sequence is not GAPDH, and wherein the non-translated genomic DNA sequence
downstream of the eukaryotic GAPDH promoter starts within a region spanning from
nucleotide position around +1 to nucleotide position around +7000, wherein the nucleotide
position is relative to the transcription start of the GAPDH mRNA, and whercin the length of
the non-translated genomic DNA sequence downstream of the eukaryotic GAPDH promoter

1s from around 100 to around 15000 nucleotides.

In a further aspect, the present disclosure provides an expression cassette which comprises a
promoter, a polynucleotide sequence encoding a polypeptide, and a non-translated genomic
DNA sequence upstream of a eukaryotic GAPDH promoter, wherein the polypeptide encoded
by the polynucleotide sequence is not GAPDH, and wherein the non-translated genomic DNA
sequence upstream of the eukaryotic GAPDH promoter starts within a region spanning from
around the 5° end of the eukaryotic GAPDH promoter to nucleotide position around -3500,
wherein the nucleotide position is relative to the transcription start of the GAPDH mRNA,
wherein the length of the non-translated genomic DNA sequence upstream of the eukaryotic

GAPDH promoter is from 100 to around 15000 nucleotides, with the proviso that the

-expression cassette does not comprise a eukaryotic GAPDH promoter or fragments thereof.

In a further aspect, the present disclosure provides an expression vector comprising an
expression cassette and a host cell comprising an expression cassette or an expression vector

comprising an expression cassette.
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In still further aspects, the present disclosure provides an in vitro method for the expression of
a polypeptide, comprising transfecting a host cell with an expression cassette or an expression
vector and recovering the polypeptide and the use of an expression cassette or an expression

vector for the expression of a heterologous polypeptide from a mammalian host cell.

Brief description of the figures

Figure 1 shows reporter expression construct (REP) consisting of mouse cytomegalovirus
promoter (mCMV), Ig donor acceptor fragment (IgDA) containing the first intron, IgG1
antibody light chain (IgG1 LC), Internal Ribosomal Entry Sites derived from
Encephalomyocarditis virus (IRES), IgG1 antibody heavy chain (IgG1 HC), green fluorescent
protein (GFP) and simian virus 40 polyadenylation signal (poly (A)).

Figure 2 shows transient expression of IgG1 antibody in CHO-S cells on day 5 post-
transfection (Mean of IgG titers are plotted for two independent transfections). Cells were
transfected using the GAPDH_A and GAPDH_B vectors (GAPDH_A and GAPDH_B), the
same vectors without GAPDH upstream and downstream elements (A and B) and the
pGLEX41 vector as a control (pGLEX41). The concentration of the accumulated IgG1
antibody in the supernatant was determined using the Octet instrument (Fortebio, Menlo, CA,

USA).

Figure 3 shows expression of IgG1 antibody in HEK293 EBNA cells. Cells were transfected
using the GAPDH_A and GAPDH_B vectors (GAPDH_A and GAPDH_B) and the
pGLEX41 vector as a control (pGLEX41). The supernatant was harvested and analysed on
day 10 after transfection using the Octet instrument. The data represent N = 3 independent

transfections in tubespins per vector.

Figure 4 shows an expression level study on a batch production using cellular pools. Cells
were transfected and pools of stable cells were created using GAPDH_A and GAPDH_B
vectors (GAPDH_A(1), GAPDH_A(2), GAPDH_B(1) and GAPDH_B(2)), the same vectors
without the GAPDH upstream and downstream elements (A(1) and A(2)) and the pGLEX41
vector as a control (pGLEX41). After 7 days of culture the supernatant was analyzed using
the Octet instrument for accumulated antibody in the supernatant. Mean of 1gG titers are

given (ug/ml) for each pool. The data represent N= 2 batches per pool.
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Figure 5 shows an expression level study on populations generated by stable transfection and
limiting dilution. Cells were transfected using the GAPDH_A and GAPDH_B vectors
(GAPDH_A and GAPDH_B), the same vectors without the GAPDH upstream and
downstream elements (A and B) and the pGLEX41 vector as a control (pGLEX41). The mean
value of GFP fluorescence expressed by clones and minipools from stable transfections was
read 14 days after transfection. Cells were cultivated under selection pressure in 96-well

plates. The data represent N= 48 clones or minipools per vector.

Figure 6 shows the effect of medium additives insulin and PMA (phorbol 12-myristate 13-
acetate, a phorbol ester) on expression of IgG1 antibody in the supernatant. After transfection
with the GAPDH_A vector (GAPDH_A) and the pGLEX41 vector as a control (pGLEX41)
the cells were either diluted in PowerCHO2 medium, 4mM Gln, +/- insulin and PowerCHO?2,
4mM Gln, PMA +/- insulin. No difference in expression could be observed compared to the
standard medium for pGLEX41 (filled bars) or GAPDH_A (open bars).

Figure 7 shows an overview of the human GAPDH locus. The GAPDH gene is flanked by
the genes NCAPD2 and IFFO1.

Figure 8 shows details of the human GAPDH gene, the GAPDH up- and downstream
elements and the fragments created for the analysis of the GAPDH upstream fragmentation
study. The Nrul restriction site was introduced to facilitate cloning steps and is not part of the
genomic 5° GAPDH upstream sequence (it is therefore highlighted using an asterisk). The
sizes of the fragments are: Fragment 1 (SEQ ID NO: 9): 511 bps, Fragment 2 (SEQ ID NO:
10): 2653 bps, Fragment 3 (SEQ ID NO: 11): 1966 bps, Fragment 4 (SEQ ID NO: 12): 1198
bps, Fragment 8 (SEQ ID NO: 13): 259 bps, Fragment 9 (SEQ ID NO: 14): 1947 bps,
Fragment 11 (SEQ ID NO: 15): 1436 bps, and Fragment 17 (SEQ ID NO: 16): 1177 bps.

Figure 9 shows expression results of fragmentation of the GAPDH upstream and downstream
elements. Expression results were obtained in transient transfection in CHO cells on day 10
after transfection. The quantification was done using the Octet instrument. Vector pGLEX41
serves as negative control. pGLEX41-ampiA also is a negative control showing the basal
expression of the vector without the GAPDH flanking elements. pGLEX41-up/down contains

the full length flanking (upstream and downstream) regions and serves as positive control.
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pGLEX41-up contains only the upstream flanking region and pGLEX41-down contains only
the downstream flanking region. All other constructs contain the fragments described in
Figure 8. The fragments 2 and 3 were either cloned in the same direction as IgG1 LC and
IgG1 HC or in opposite direction in relation to 1gG1 LC and 1gG1 HC (AS).

Figure 10 shows transient expression of IgG1 antibody in CHO-S cells on day 8 post-
transfection (Mean of IgG titers are plotted for three independent transfections; error bars: SD
+/-). Cells were transfected using vectors with the Chinese hamster GAPDH upstream
element in combination with the mouse CMV (A_GAPDH_UP) or the Chinese hamster
GAPDH promoter (A_GAPDH_UP_PR). The plasmids having only the mouse CMV (A) or
the Chinese hamster GAPDH promoter (A_PR) were transfected as a control. The
concentration of the accumulated IgG1 antibody in the supernatant was determined using the

Octet QK instrument (Fortebio, Menlo, CA, USA).

Detailed description of the invention

The present disclosure relates to expression cassettes and expression vectors which comprise
a promoter, a polynucleotide sequence encoding a polypeptide, and a non-translated genomic
DNA sequence downstream of a eukaryotic Glyceraldehyde 3-phosphate dehydrogenase
(GAPDH) promoter, wherein the polypeptide encoded by the polynucleotide sequence is not
GAPDH, and wherein the non-translated genomic DNA sequence downstream of the
eukaryotic GAPDH promoter starts within a region spanning from nucleotide position around
+1 to nucleotide position around +7000, wherein the nucleotide position is relative to the
transcription start of the GAPDH mRNA, and wherein the length of the non-translated
genomic DNA sequence downstream of the eukaryotic GAPDH promoter is from around 100

to around 15000 nucleotides.

The present disclosure further relates to an expression cassette which comprises a promoter, a
polynucleotide sequence encoding a polypeptide, and a non-translated genomic DNA
sequence upstream of a eukaryotic GAPDH promoter, wherein the polypeptide encoded by
the polynucleotide sequence is not GAPDH, and wherein the non-translated genomic DNA
sequence upstream of the eukaryotic GAPDH promoter starts within a region spanning from
around the 5” end of the eukaryotic GAPDH promoter to nucleotide position around -3500,
wherein the nucleotide position is relative to the transcription start of the GAPDH mRNA,

wherein the length of the non-translated genomic DNA sequence upstream of the eukaryotic
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GAPDH promoter is from 100 to around 15000 nucleotides, with the proviso that the

expression cassette does not comprise a eukaryotic GAPDH promoter or fragments thereof.

The term “expression cassette” as used herein includes a polynucleotide sequence encoding a
polypeptide to be expressed and sequences controlling its expression such as a promoter and
optionally an enhancer sequence, including any combination of cis-acting transcriptional
control elements. The sequences controlling the expression of the gene, i.¢. its transcription
and the translation of the transcription product, are commonly referred to as regulatory unit.
Most parts of the regulatory unit are located upstream of coding sequence of the gene and are
operably linked thereto. The expression cassette may also contain a downstream 3'
untranslated region comprising a polyadenylation site. The regulatory unit of the invention is
either operably linked to the gene to be expressed, i.e. transcription unit, or is separated
therefrom by intervening DNA such as for example by the 5 '-untranslated region of the
heterologous gene. Preferably the expression cassette is flanked by one or more suitable
restriction sites in order to enable the insertion of the expression cassette into a vector and/or
its excision from a vector. Thus, the expression cassette according to the present invention can
be used for the construction of an expression vector, in particular a mammalian expression
vector. The expression cassette of the present invention may comprise one or more €.g. two,
three or even more non-translated genomic DNA sequences downstream of a eukaryotic
GAPDH promoter or fragments thereof, and/or one or more e.g. two, three or even more non-
translated genomic DNA sequences upstream of a eukaryotic GAPDH promoter or fragments
thereof. If the expression cassette of the present invention comprises more than one DNA
sequence downstream and/or upstream of a cukaryotic GAPDH promoter or fragments thereof
these DNA sequences may be directly linked, i.e. may comprise linker sequences e.g. linker
sequences containing restriction sites that are attached to the 5°- and 3’- ends and that allow
comfortable sequential cloning of the sequences or fragments thereof. Alternatively, the DNA
sequences downstream and/or upstream of a eukaryotic GAPDH promoter or fragments

thereof may be not directly linked, i.e. may be cloned with intervening DNA sequences.

The term “polynucleotide sequence encoding a polypeptide” as used herein includes DNA

coding for a gene, preferably a heterologous gene expressing the polypeptide.

The terms “heterologous coding sequence”, “heterologous gene sequence”, “heterologous
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gene”, “recombinant gene” or “gene” are used interchangeably. These terms refer to a DNA
sequence that codes for a recombinant, in particular a recombinant heterologous protein
product that is sought to be expressed in a host cell, preferably in a mammalian cell and
harvested. The product of the gene can be a polypeptide. The heterologous gene sequence is
naturally not present in the host cell and is derived from an organism of the same or a .

different species and may be genetically modified.

The terms “protein” and “polypeptide” are used interchangeably to include a series of amino
acid residues connected to the other by peptide bonds between the alpha-amino and carboxy

groups of adjacent residues.

The term “non-translated genomic DNA sequence” as used herein includes DNA that
constitutes genetic information of an organism. The genome of almost all organisms

is DNA, the only exceptions being some viruses that have a RNA genome. Genomic DNA
molecules in most organisms are organized into DNA—protein complexes called
chromosomes. The size, number of chromosomes, and nature of genomic DNA varies
between different organisms. Viral DNA genomes can be single- or double-stranded, linear or
circular. All other organisms have double-stranded DNA genomes. Bacteria have a single,
circular chromosome. In eukaryotes, most genomic DNA is located within the nucleus
(nuclear DNA) as multiple linear chromosomes of different sizes. Eukaryotic cells
additionally contain genomic DNA in the mitochondria and, in plants and lower eukaryotes,
the chloroplasts. This DNA is usually a circular molecule and is present as multiple copies
within these organelles. A non-translated genomic DNA sequence is normally not operably
linked to a promoter and thus is not translated. It may contain gene(s) which are not

translated, thus gene(s) that encode e.g. a protein which is not expressed.

The term “non-translated genomic DNA sequence downstream of a eukaryotic GAPDH
promoter” as used herein corresponds to non-translated eukaryotic genomic DNA 3’ of a
eukaryotic GAPDH promoter. Non-translated genomic DNA sequence downstream of a
eukaryotic GAPDH promoter normally starts at nucleotide position around +1, preferably at
nucleotide position +1, wherein the nucleotide position is relative to the transcription start of
the GAPDH mRNA 1i.e. is relative to the origin of the transcription start of the eukaryotic
gene coding for GAPDH. The non-translated genomic DNA sequence downstream of a

eukaryotic GAPDH promoter is usually of the same origin as the eukaryotic GAPDH
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promoter, e.g. if the GAPDH promoter is of human origin the non-translated genomic DNA
sequence downstream of the human GAPDH promoter is as well of human origin and
corresponds to the naturally occurring human genomic DNA sequence downstream of the

human GAPDH promoter.

The term “non-translated genomic DNA sequence upstream of a eukaryotic GAPDH
promoter” as used herein corresponds to non-translated eukaryotic genomic DNA 5’ of a
eukaryotic GAPDH promoter. Non-translated genomic DNA sequence upstream of a
eukaryotic GAPDH promoter normally starts at a nucleotide position around the 5 end of the
cukaryotic GAPDH promoter, preferably at the nucleotide position immediately after the 5°
end of the eukaryotic GAPDH promoter. The non-translated genomic DNA sequence
upstream of a eukaryotic GAPDH promoter is usually of the same origin as the eukaryotic
GAPDH promoter, e.g. if the GAPDH promoter is of human origin the non-translated
genomic DNA sequence upstream of the human GAPDH promoter is as well of human origin
and corresponds to the naturally occurring human genomic DNA sequence upstream of the

human GAPDH promoter.

Positions of the eukaryotic GAPDH promoter, the non-translated genomic DNA sequence
downstream or upstream of the eukaryotic GAPDH promoter and other DNA sequences as
indicated herein are relative to the transcription start of the GAPDH mRNA e.g. are relative to
the origin of the transcription start of the eukaryotic GAPDH if not specifically otherwise

indicated.

The term “non-translated genomic DNA sequence upstream of a eukaryotic GAPDH
promoter extends to” or “non-translated genomic DNA sequence downstream of a eukaryotic
GAPDH promoter extends to” is used to define extension of the length of non-translated
genomic DNA sequence upstream and/or downstream of a eukaryotic GAPDH promoter from
the start to a particular genetic element e.g. extension to an intron. This extension includes the

full length of the DNA sequence encoding the genetic element e.g. the intron or a part thereof.

The eukaryotic GAPDH promoter and the eukaryotic genomic DNA upstream and/or
downstream of the GAPDH promoter can be found for human, rat and mouse in the NCBI
public databank (Entries for human, mouse, rat and Chinese hamster GAPDH gene are Gene

IDs 2597 (mRNA: NM_002046.3), 14433 (mRMA: NM_008084.2), 24383 (mRNA:
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NM_017008.3) and 100736557 (mRNA: NM_001244854.2), respectively; National Center
for Biotechnology Information (NCBI): http://www.ncbi.nlm.nih.gov/) and are exemplarily
shown in Figure 7 and 8 for the human GAPDH gene.

The eukaryotic GAPDH promoter is usually considered to stretch from around bps -500 to
around +50 relative to the transcription start of the GAPDH mRNA. The human GAPDH
promoter is located on chromosome 12. The human GAPDH promoter is considered by
Graven et al. (Graven et al., (1999) Biochimica et Biophysics Acta, 147: 203-218) to stretch
from bps -488 to +20 relative to the transcription start of the GAPDH mRNA based on a
fragmentation study. According to the NCBI public databank the human GAPDH promoter
stretches from bps -462 to +46 relative to the transcription start of the GAPDH mRNA as
defined by the NCBI public databank. If not specifically otherwise indicated, the human
GAPDH promoter as referred to herein stretches from -462 to position +46 relative to the
transcription start of the GAPDH mRNA which correspond to the sequence stretching from
bps 4071 to 4578 of SEQ ID NO: 17.

The numbering used for the DNA of the GAPDH gene, the IFF01 gene and the NCAPD2
gene of human, mouse and rat origin as referred herein corresponds to the numbering used for

these genes in the NCBI public databank (http://www.ncbi.nlm.nih.gov/).

The term "promoter"” as used herein defines a regulatory DNA sequence generally located
upstream of a gene that mediates the initiation of transcription by directing RNA polymerase

to bind to DNA and initiating RNA synthesis.

The term "enhancer” as used herein defines a nucleotide sequence that acts to potentiate the
transcription of genes independent of the identity of the gene, the position of the sequence in
relation to the gene, or the orientation of the sequence. The vectors of the present invention

optionally include enhancers.

The terms "functionally linked" and "operably linked" are used interchangeably and refer to a
functional relationship between two or more DNA segments, in particular gene sequences to
be expressed and those sequences controlling their expression. For example, a promoter
and/or enhancer sequence, including any combination of cis-acting transcriptional control

elements is operably linked to a coding sequence if it stimulates or modulates the transcription
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of the coding sequence in an appropriate host cell or other expression system. Promoter
regulatory sequences that are operably linked to the transcribed gene sequence are physically

contiguous to the transcribed sequence.

"Orientation"” refers to the order of nucleotides in a given DNA sequence. For example, an
orientation of a DNA sequence in opposite direction in relation to another DNA sequence is
one in which the 5' to 3' order of the sequence in relation to another sequence is reversed
when compared to a point of reference in the DNA from which the sequence was obtained.
Such reference points can include the direction of transcription of other specified DNA
sequences in the source DNA and/or the origin of replication of replicable vectors containing

the sequence.

The term "expression vector" as used herein includes an isolated and purified DNA molecule
which upon transfection into an appropriate host cell provides for a high-level expression of a
recombinant gene product within the host cell. In addition to the DNA sequence coding for
the recombinant or gene product the expression vector comprises regulatory DNA sequences
that are required for an efficient transcription of the DNA coding sequence into mRNA and

for an efficient translation of the mRNAs into proteins in the host cell line.

The terms “host cell” or “host cell line” as used herein include any cells, in particular
mammalian cells, which are capable of growing in culture and expressing a desired

recombinant product protein.

The term “fragment” as used herein includes a portion of the respective nucleotide sequence
e.g. a portion of the non-translated genomic DNA sequence downstream and/or upstream of a
eukaryotic GAPDH promoter or a portion of the nucleotide sequence encoding a particular
genetic element such as a promoter. Fragments of a non-translated genomic DNA sequence
downstream and/or upstream of a eukaryotic GAPDH promoter may retain biological activity
and hence alter e.g. increase the expression patterns of coding sequences operably linked to a
promoter. Fragments of a non-translated genomic DNA sequence downstream and/or
upstream of a eukaryotic GAPDH promoter may range from at least about 100 to about 3000
bp, preferably from about 200 to about 2800 bp, more preferably from about 300 to about
2000 bp nucleotides, in particular from about 500 to about 1500 bp nucleotides. In order to

clone the fragments of the non-translated genomic DNA sequence downstream and/or
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upstream of a eukaryotic GAPDH promoter in the expression cassette of the present
invention, usually linker sequences containing restriction sites that allow comfortable cloning

are attached to the 5°- and 3’- ends of the fragments.

The term “nucleotide sequence identity” or “identical nucleotide sequence” as used herein
include the percentage of nucleotides in the candidate sequence that are identical with the
nucleotide sequence of e.g. the non-translated genomic DNA sequence downstream and/or
upstream of a eukaryotic GAPDH promoter, after aligning the sequences and introducing
gaps, if necessary, to achieve the maximum percent sequence identity. Thus sequence identity
can be determined by standard methods that are commonly used to compare the similarity in
position of the nucleotides of two nucleotide sequences. Usually the nucleotide sequence
identity of the candidate sequence to the non-translated genomic DNA sequence downstream
and/or upstream of a eukaryotic GAPDH promoter is at least 80%, preferably at least 85%,
more preferably at least 90%, and most preferably at least 95%, in particular 96%, more
particular 97%, even more particular 98%, most particular 99%, including for example, 80%,
81%, 82%, 83%, 84%, 85%, 86%, 87%, 88%, 89%, 90%, 91%, 92%, 93%, 94%, 95%, 96%,
97%, 98%, 99%, and 100%.

The term “CpG site” as used herein include regions of DNA where a cytosine nucleotide
occurs next to a guanine nucleotide in the linear sequence of bases along its length. "CpG" is
shorthand for "—C—phosphate—G—", that is, cytosine and guanine separated by only one
phosphate; phosphate links any two nucleosides together in DNA. The "CpG" notation is used

to distinguish this linear sequence from the CG base-pairing of cytosine and guanine.

The term “alternative codon usage” as used herein includes usage of alternative codons
coding for the same amino acid in order to avoid the CpG sequence motif. This includes using
preferably codons not having an internal CpG site (for example GCG coding for Alanine and
containing a CpG site, might be replaced by either GCT, GCC or GCA) as well as avoiding

joining of two codons that leads to a new CpG site.

The term “around” as used herein in relation to the length of a DNA sequence and in relation
to a nucleotide position which is relative to the transcription start of the GAPDH mRNA e.g.
is relative to the origin of the transcription start of the eukaryotic GAPDH includes values

with deviations of a maximum of + 50 % , usually of a maximum of + 10 % of the stated
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values e.g. “around 3000 nucleotides” includes values of 2700 to 3300 nucleotides, preferably
2900 to 3100 nucleotides, more preferably 2995 to 3005 nucleotides, “around 100
nucleotides” includes values of 50 to 150 nucleotides, preferably 90 to 110 nucleotides, more
preferably 95 to 105 nucleotides, “around 15000 nucleotides” includes values of 13500 to
16500 nucleotides, preferably 14500 to 15500 nucleotides, more preferably 14990 to 15010
nucleotides, most preferably 14995 to 15005 nucleotides, “around 200 nucleotides” includes
values of 150 to 250 nucleotides, preferably 190 to 210 nucleotides, more preferably 195 to
205 nucleotides, “around 8000 nucleotides” includes values of 7200 to 8800, preferably 7500
to 8500 nucleotides, more preferably 7990 to 8010 nucleotides, most preferably 7995 to 8005
nucleotides, “around 500 nucleotides” includes values of 450 to 550 nucleotides, preferably
475 to 525, more preferably 490 to 510, most preferably 495 to 505 nucleotides, “around
5000 nucleotides” includes values of 4500 to 5500 nucleotides, preferably 4750 to 5250, more
preferably 4990 to 5010, most preferably 4995 to 5005 nucleotides, “around 1000
nucleotides” includes values of 900 to 1100 nucleotides, preferably 950 to 1050, more
preferably 990 to 1010, most preferably 995 to 1005 nucleotides, “around 4500 nucleotides”
includes values of 4050 to 4950 nucleotides, preferably 4250 to 4750, more preferably 4490
to 4510, most preferably 4495 to 4505 nucleotides, “around 1500 nucleotides™ includes
values of 1350 to 1650 nucleotides, preferably 1450 to 1550, more preferably 1490 to 1510,
most preferably 1495 to 1505 nucleotides, “around 4000 nucleotides” includes values of 3600
to 4400 nucleotides, preferably 3800 to 4200, more preferably 3990 to 4010, more preferably
3995 to 4005 nucleotides, “around 2000 nucleotides” includes values of 1800 to 2200
nucleotides, preferably 1900 to 2100, more preferably 1990 to 2010, most preferably 1995 to
2005 nucleotides, “around 3500 nucleotides” includes values of 3150 to 3850 nucleotides,
preferably 3300 to 3700, more preferably 3490 to 3510, most preferably 3495 to 3505
nucleotides, “around 2700 nucleotides” includes values of 2430 to 2970 nucleotides,
preferably 2600 to 2800, more preferably 2690 to 2710, most preferably 2695 to 2705
nucleotides, “around 3300 nucleotides” includes values of 2970 to 3630 nucleotides
preferably 3100 to 3500, more preferably 3290 to 3310, most preferably 3295 to 3305
nucleotides, “around 3200 nucleotides” includes values of 2880 to 3520 nucleotides,
preferably 3000 to 3400, more preferably 3190 to 3210, most preferably 3195 to 3205
nucleotides, around +7000 or around position +7000 includes positions +6300 to +7700,
preferably positions +6700 to +7300, more preferably positions +6990 to +7010, most
preferably positions +6995 to +7005, around +1 or around position +1 includes positions -10

to +10, preferably positions -5 to +5, more preferably positions -1 to +2, around -3500 or
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around position -3500 includes positions -3150 to -3850, preferably positions -3300 to -3700,
more preferably positions -3490 to -5010, most preferably positions -3495 to -3505.

The term “around” as used herein in relation to the numbering used for the DNA of the
GAPDH gene, the IFF01 gene and the NCAPD2 gene of human, mouse and rat origin as
referred herein or used herein in relation to a position in a sequence of a SEQ ID number
includes values with deviations of a maximum of + 500 bps, preferably + 100 bps, more

preferably + 10 bps, most preferably = 5 bps.

In one embodiment, the present disclosure provides an expression cassette which comprises a
promoter, a polynucleotide sequence encoding a polypeptide, and a non-translated genomic
DNA sequence downstream of a eukaryotic GAPDH promoter, wherein the polypeptide
encoded by the polynucleotide sequence is not GAPDH, and wherein the non-translated
genomic DNA sequence downstream of the eukaryotic GAPDH promoter starts within a
region spanning from nucleotide position around +1 to nucleotide position around +7000,
wherein the nucleotide position is relative to the transcription start of the GAPDH mRNA,
and wherein the length of the non-translated genomic DNA sequence downstream of the
eukaryotic GAPDH promoter is from around 100 to around 15000 nucleotides.

In one embodiment, the length of the non-translated genomic DNA sequence downstream of a
eukaryotic GAPDH promoter is at least around 100 nucleotides and extends at its maximum
to the second last intron of the IFFQ1 gene or to a part thereof. In one embodiment, the length
of the non-translated genomic DNA sequence downstream of a eukaryotic GAPDH promoter
is at least around 100 nucleotides and extends at its maximum to the last intron of the IFF01

gene.

The human IFFQ1 gene is located in human DNA around bps 6665249 to 6648694 of
chromosome 12 (NCBI gene ID: 25900). In one embodiment, the length of the non-translated
genomic DNA sequence downstream of a eukaryotic GAPDH promoter extending at its
maximum to the last intron of the IFFO1 gene in human stretches at its maximum to around
bps 6650677 of chromosome 12 coding for the IFF01 gene in human (position +7021). In one
embodiment, the length of the non-translated genomic DNA sequence downstream of a
eukaryotic GAPDH promoter extending at its maximum to the second last intron of the IFF01
gene in human stretches at its maximum to around bps 6657230 of chromosome 12 coding for
the IFFO1 gene in human (position + 13574). The non-translated genomic DNA sequences

downstream of a eukaryotic GAPDH promoter extending at its maximum to the last intron of
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the IFFO1 gene in human and to the second last intron of the IFF01 gene in human,
respectively , are included in SEQ ID NO: 17 which shows bps 6657230 to 6639125 of
chromosome 12 (NCBI gene ID: 25900). The non-translated genomic DNA sequence
downstream of a eukaryotic GAPDH promoter extending to the last intron stretches to around
bps 11553 of the nucleotide sequence as shown by SEQ ID NO: 17 and the non-translated
genomic DNA sequence downstream of a eukaryotic GAPDH promoter extending to the
second last intron stretches to around bps 18106 of the nucleotide sequence as shown by SEQ
ID NO: 17.

The mouse IFF01 gene (NCBI gene ID: 320678) is located in mouse DNA around bps
125095259 to 125111800 of chromosome 6. In one embodiment, the length of the non-
translated genomic DNA sequence downstream of a eukaryotic GAPDH promoter extending
at its maximum to the last intron of the IFF01 gene in mouse stretches at its maximum to
around bps 125109211 of chromosome 6 coding for the IFFO1 gene in mouse (position +
6391). In one embodiment, the length of the non-translated genomic DNA sequence
downstream of a eukaryotic GAPDH promoter extending at its maximum to the second last
intron of the IFF01 gene in mouse stretches at its maximum to around bps 125103521 of
chromosome 6 coding for the IFF01 gene in mouse (position +12081). The non-translated
genomic DNA sequences downstream of a eukaryotic GAPDH promoter extending at its
maximum to the last intron and to the second last intron of the IFFO1 gene in mouse,
respectively are included in SEQ ID NO: 18 which shows bps 125103521 to 125119832 of
chromosome 6 (NCBI gene ID: 320678). The non-translated genomic DNA sequence
downstream of a eukaryotic GAPDH promoter extending to the last intron of the IFFO1 gene
in mouse stretches to around bps 10622 of the nucleotide sequence as shown by SEQ ID NO:
18 and the non-translated genomic DNA sequence downstream of a eukaryotic GAPDH
promoter extending to the second last intron of the IFFO1 gene in mouse stretches to around

bps 16312 of the nucleotide sequence as shown by SEQ ID NO: 18.

The rat IFFQ1 gene (NCBI gene 1D: 362437) is located in rat DNA around bps 161264966 to
161282150 of chromosome 4. In one embodiment, the length of the non-translated genomic
DNA sequence downstream of a eukaryotic GAPDH promoter extending at its maximum to
the last intron of the IFF01 gene in rat stretches at its maximum to around bps 161280937 of
the chromosome 4 coding for IFF01 gene in rat (position + 5154). In one embodiment, the

length of the non-translated genomic DNA sequence downstream of a eukaryotic GAPDH
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promoter extending at its maximum to the second last intron of the IFF01 gene in rat stretches
at its maximum to around bps 161279451 of chromosome 4 coding for the IFFO1 gene in rat

(position +6640).

The non-translated genomic DNA sequences downstream of a eukaryotic GAPDH promoter
extending at its maximum to the last intron and to the second last intron of the IFF01 gene in
rat, respectively are included in SEQ ID NO: 19 which shows bps 161279451 to 161290508
of chromosome 4 (NCBI gene ID: 362437). The non-translated genomic DNA sequence
downstream of a eukaryotic GAPDH promoter extending to the last intron of the IFFO1 gene
stretches to around bps 9572 of the nucleotide sequence as shown by SEQ ID NO: 19 and the
non-translated genomic DNA sequence downstream of a eukaryotic GAPDH promoter
extending to the second last intron of the IFFO1 gene stretches to around bps 11058 bps of the
nucleotide sequence as shown by SEQ ID NO: 19.

The Chinese hamster IFFO1 gene (NCBI gene ID: 100753382) is located in Chinese hamster
DNA around bps 3577293 to 3593683. In one embodiment, the length of the non-translated
genomic DNA sequence downstream of a eukaryotic GAPDH promoter extending at its
maximum to the last intron of the IFF01 gene in Chinese hamster stretches at its maximum to
around bps 3579014 coding for IFF01 gene in Chinese hamster (position +6883). In one
embodiment, the length of the non-translated genomic DNA sequence downstream of a
eukaryotic GAPDH promoter extending at its maximum to the second last intron of the IFF01
gene in Chinese hamster stretches at its maximum to around bps 3585061 coding for the
IFFO1 gene in Chinese hamster (position +12930). The chromosomal location is not yet
annotated in the NCBI databank and the current scquence information contains many
unknown bases. Therefore the precise annotation of the limits may change with the

availability of more accurate sequence information.

The non-translated genomic DNA sequences downstream of a eukaryotic GAPDH promoter
extending at its maximum to the last intron and to the second last intron of the IFF01 gene in
Chinese hamster, respectively are included in SEQ ID NO: 29 which shows bps 3567932 to
3585061. The non-translated genomic DNA sequence downstream of a eukaryotic GAPDH
promoter extending to the last intron of the IFFO1 gene stretches to around bps 11083 of the
nucleotide sequence as shown by SEQ ID NO: 29 and the non-translated genomic DNA

sequence downstream of a eukaryotic GAPDH promoter extending to the second last intron of
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the IFFO1 gene stretches to around bps 17130 bps of the nucleotide sequence as shown by
SEQ ID NO: 29.

In a further embodiment, the non-translated genomic DNA sequence downstream of a
eukaryotic GAPDH promoter starts at the eukaryotic GAPDH polyadenylation site e.g. starts
at the first nucleotide encoding the eukaryotic GAPDH polyadenylation site. Preferably the
non-translated genomic DNA sequence downstream of the eukaryotic GAPDH promoter
starts downstream of the eukaryotic GAPDH polyadenylation site e.g. starts immediately after
the last nucleotide encoding the eukaryotic GAPDH polyadenylation site. Even more
preferred the non-translated genomic DNA sequence downstream of the eukaryotic GAPDH
promoter starts downstream of the eukaryotic GAPDH polyadenylation site and the length of
the non-translated genomic DNA sequence downstream of the eukaryotic GAPDH promoter
is at least around 100 nucleotides and extends at its maximum to the second last intron of the

IFFO1 gene.

In one embodiment, the non-translated genomic DNA sequence downstream of the eukaryotic
GAPDH promoter starts within a region spanning from nucleotide position around +3881 to
nucleotide position around +5000, preferably within a region spanning from nucleotide
position around +3931 to nucleotide position around +5000, more preferably within a region
spanning from nucleotide position around +4070 to nucleotide position around +5000,
wherein the nucleotide position is relative to the transcription start of the GAPDH mRNA.

A non-translated genomic DNA sequence downstream of the eukaryotic GAPDH promoter
which starts ¢.g. downstream of the cukaryotic GAPDH polyadenylation site used in the
present invention usually starts at a nucleotide position around position +3931, preferably at a
nucleotide position around +4070, wherein the nucleotide position is relative to the

transcription start of the GAPDH mRNA.

In human the non-translated genomic DNA sequence downstream of the human GAPDH
polyadenylation site starts at around nucleotide position +3931 (relative to the transcription
start of the GAPDH mRNA which corresponds to bp 8463 as shown in SEQ ID NO: 17).
Preferably, if the non-translated genomic DNA sequence downstream of the GAPDH
polyadenylation site is from human, the non-translated genomic DNA sequence downstream

of the GAPDH polyadenylation site starts at around +3931 (relative to the transcription start
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of the GAPDH mRNA; which corresponds to bp 8463 as shown in SEQ ID NO: 17) and its
length is around 3357 bps corresponding to the sequence from around bps 8463 to around
11819 as shown in SEQ ID NO: 17, more preferably it starts at around +4070 (relative to the
transcription start of the GAPDH mRNA which corresponds to bp 8602 as shown in SEQ ID
NO: 17) and its length is around 3218 bps corresponding to the sequence from around bps
8602 to around 11819 as shown in SEQ ID NO: 17 .

In a further embodiment, the non-translated genomic DNA sequence downstream of a
eukaryotic GAPDH promoter comprises the nucleotide sequence selected from the group

consisting of SEQ ID NOs: 8 and 21 or fragments thereof.

In a further embodiment, the non-translated genomic DNA sequence downstream of the
eukaryotic GAPDH promoter comprises a nucleotide sequence complementary to the
nucleotide sequence selected from the group consisting of SEQ ID NOs: 8 and 21 or
fragments thereof.

In a further embodiment, the non-translated genomic DNA sequence downstream of the
cukaryotic GAPDH promoter comprises a nucleotide sequence at least 80% identical to the
nucleotide sequence selected from the group consisting of SEQ ID NOs: 8 and 21 or

fragments thereof.

In some embodiments, the nucleotide sequence selected from the group consisting of SEQ 1D
NOs: 8 and 21 or fragments thereof, comprises five or less, preferably four or less, more
preferably three or less, most preferred two or less, in particular one nucleic acid
modification, wherein the nucleic acid modification(s) are preferably a nucleic acid

substitution.

In a further embodiment, the length of the non-translated genomic DNA sequence
downstream of the eukaryotic GAPDH promoter is preferably from around 200 to around
8000 nucleotides, more preferably from around 500 to around 5000 nucleotides, even more
preferably from around 1000 to around 4500 nucleotides, most preferably from around 1500
to around 4000 nucleotides, in particular from around 2000 to around 3500 nucleotides, more
particular from around 2700 to around 3300, even more particular around 3200, most

particular 3218 nucleotides. The length of the non-translated genomic DNA sequence
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downstream of the eukaryotic GAPDH promoter as defined herein does not include any linker

sequences added to the non-translated genomic DNA sequence.

In a further embodiment, the non-translated genomic DNA sequence downstream of the
eukaryotic GAPDH promoter is orientated in the same direction as the polynucleotide

sequence encoding a polypeptide.

In a further embodiment, the non-translated genomic DNA sequence downstream of the
eukaryotic GAPDH promoter is orientated in opposite direction in relation to the

polynucleotide sequence encoding a polypeptide.

In some embodiments, the expression cassette which comprises a promoter, a polynucleotide
sequence encoding a polypeptide, and a non-translated genomic DNA sequence downstream
of a eukaryotic GAPDH promoter further comprises a non-translated genomic DNA sequence
upstream of a eukaryotic GAPDH promoter, wherein the non-translated genomic DNA
sequence upstream of the eukaryotic GAPDH promoter starts within a region spanning from
around the 5’ end of the eukaryotic GAPDH promoter to nucleotide position around -3500,
wherein the nucleotide position is relative to the transcription start of the GAPDH mRNA,
and wherein the length of the non-translated genomic DNA sequence upstream of the

eukaryotic GAPDH promoter is from around 100 to around 15000 nucleotides.

In a another embodiment, the expression cassette comprises a promoter, a polynucleotide
sequence encoding a polypeptide, and a non-translated genomic DNA sequence upstream of a
cukaryotic GAPDH promoter, wherein the polypeptide encoded by the polynucleotide
sequence is not GAPDH, and wherein the non-translated genomic DNA sequence upstream of
the eukaryotic GAPDH promoter starts within a region spanning from around the 5’ end of
the eukaryotic GAPDH promoter to nucleotide position around -3500, wherein the nucleotide
position is relative to the transcription start of the GAPDH mRNA, wherein the length of the
non-translated genomic DNA sequence upstream of the eukaryotic GAPDH promoter is from
100 to around 15000 nucleotides, with the proviso that the expression cassette does not

comprise a eukaryotic GAPDH promoter or fragments thereof.

In some embodiments, the expression cassette further comprises a non-translated genomic

DNA sequence downstream of a eukaryotic GAPDH promoter, wherein the non-translated
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genomic DNA sequence downstream of the eukaryotic GAPDH promoter starts within a
region spanning from nucleotide position around +1 to nucleotide position around +7000,
wherein the nucleotide position is relative to the transcription start of the GAPDH mRNA,
and wherein the length of the non-translated genomic DNA sequence downstream of the
eukaryotic GAPDH promoter is from around 100 to around 15000 nucleotides. In these
embodiments the non-translated genomic DNA sequence downstream of a eukaryotic

GAPDH promoter used is €.g. as described supra.

In some embodiments, the length of the non-translated genomic DNA sequence upstream of
the eukaryotic GAPDH promoter is preferably from around 200 to around 8000 nucleotides,
more preferably from around 500 to around 5000 nucleotides, even more preferably from
around 1000 to around 4500 nucleotides, most preferably from around 1500 to around 4000
nucleotides, in particular from around 2000 to around 3500 nucleotides, more particular from
around 2700 to around 3300, even more particular around 3200, most particular 3158
nucleotides in length. The length of the non-translated genomic DNA sequence upstream of
the eukaryotic GAPDH promoter as defined herein does not include any linker sequences

added to the non-translated genomic DNA sequence.

In a further embodiment, the length of the non-translated genomic DNA sequence upstream of
the eukaryotic GAPDH promoter is at least around 100 nucleotides and extends at its
maximum to the start codon of the NCAPD?2 gene. In a further embodiment, the length of the
non-translated genomic DNA sequence upstream of the eukaryotic GAPDH promoter is at
least around 100 nucleotides and extends at its maximum to the third last intron of the
NCAPD?2 gene. In a further embodiment, the length of the non-translated genomic DNA
sequence upstream of the eukaryotic GAPDH promoter is at least around 100 nucleotides and
extends at its maximum to the second last intron of the NCAPD?2 gene. In a further
embodiment, the length of the non-translated genomic DNA sequence upstream of the
eukaryotic GAPDH promoter is at least around 100 nucleotides and extends at its maximum

to the last intron of the NCAPD?2 gene.

The human NCAPD2 gene (NCBI gene ID: 9918) is located in human DNA around bps
6603298 to 6641132 of chromosome 12. In one embodiment, the length of the non-translated

genomic DNA sequence upstream of a eukaryotic GAPDH promoter extending at its
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maximum to the last intron of the NCAPD2 gene in human stretches at its maximum to
around 6640243 bps of chromosome 12 coding for the NCAPD2 gene in human (position
-3414 relative to the transcription start of the GAPDH gene which corresponds to bp 1119 in
SEQ ID NO: 17).

In one embodiment, the length of the non-translated genomic DNA sequence upstream of a
eukaryotic GAPDH promoter extending at its maximum to the second last intron of the
NCAPD?2 gene in human stretches at its maximum to around 6639984 bps of chromosome 12
coding for the NCAPD2 gene in human (position -3673 relative to the transcription start of
the GAPDH gene which corresponds to bp 860 in SEQ ID NO: 17).

In one embodiment, the length of the non-translated genomic DNA sequence upstream of a
eukaryotic GAPDH promoter extending at its maximum to the third last intron of the
NCAPD?2 gene in human stretches at its maximum to around 6639125 bps of chromosome 12
coding for the NCAPD?2 gene in human (position -4532 relative to the transcription start of
the GAPDH gene; which corresponds to bp 1 in SEQ ID NO: 17).

The non-translated genomic DNA sequence upstream of a cukaryotic GAPDH promoter
extending at its maximum to the last intron, to the second last intron and to the third last
intron of the NCAPD?2 gene in human, respectively are included in SEQ ID NO: 17, which
shows bps 6657230 to 6639125 of chromosome 12 (NCBI gene ID: 9918).

The mouse NCAPD2 gene (Gene ID: 68298) is located in mouse DNA around position
125118025 to 125141604 of chromosome 6. In one embodiment, the length of the non-
translated genomic DNA sequence upstream of a eukaryotic GAPDH promoter (estimated to
have a a length of 500 bps upstream of the transcription start) extending at its maximum to the
last intron of the NCAPD?2 gene in mouse stretches at its maximum to around bps 125118607

of chromosome 6 coding for the NCAPD?2 gene in mouse.

In one embodiment, the length of the non-translated genomic DNA sequence upstream of a
eukaryotic GAPDH promoter extending at its maximum to the second last intron of the
NCAPD?2 gene in mouse stretches at its maximum to around 125118880 bps of chromosome

6 coding for the NCAPD2 gene in mouse.



10

15

20

25

30

WO 2013/084157 PCT/IB2012/056977
21

In one embodiment, the length of the non-translated genomic DNA sequence upstream of a
eukaryotic GAPDH promoter extending at its maximum to the third last intron of the
NCAPD?2 gene in mouse stretches at its maximum to around 125119832 bps of chromosome
6 coding for the NCAPD2 gene in mouse.

The non-translated genomic DNA sequence upstream of a eukaryotic GAPDH promoter
extending at its maximum to the last intron, to the second last intron and to the third last
intron of the NCAPD2 gene in mouse, respectively are included in SEQ ID NO: 18, which
shows bps 125103521 to 125119832 of chromosome 6 (NCBI gene 1D: 68298). The non-
translated genomic DNA sequence upstream of a eukaryotic GAPDH promoter extending to
the last intron stretches to around bps 1226 of the nucleotide sequence as shown by SEQ ID
NO: 18 (-3006 relative to the transcription start of the mouse GAPDH mRNA). The non-
translated genomic DNA sequence downstream of a eukaryotic GAPDH promoter extending
to the second last intron stretches to around bps 953 of the nucleotide sequence as shown by
SEQ ID NO: 18 (-3279 relative to the transcription start of the mouse GAPDH mRNA). The
non-translated genomic DNA sequence downstream of a eukaryotic GAPDH promoter
extending to the third last intron stretches to around bp 1 of the nucleotide sequence as shown

by SEQ ID NO: 18 (-4231 relative to the transcription start of the mouse GAPDH mRNA).

The rat NCAPD2 gene (Gene ID: 362438) is located in eukaryotic DNA around position
161288671 to 161310417 of chromosome 4. In one embodiment, the length of the non-
translated genomic DNA sequence upstream of a eukaryotic GAPDH promoter extending at
its maximum to the last intron of the NCAPD2 gene in rat stretches at its maximum to around
161289191 bps of chromosome 4 coding for the NCAPD2 gene in rat. In one embodiment,
the length of the non-translated genomic DNA sequence upstream of a eukaryotic GAPDH
promoter extending at its maximum to the second last intron of the NCAPD2 gene in rat
stretches at its maximum to around 161289446 bps of chromosome 4 coding for the NCAPD2
gene in rat. In one embodiment, the length of the non-translated genomic DNA sequence
upstream of a eukaryotic GAPDH promoter extending at its maximum to the third last intron
of the NCAPD?2 gene in rat stretches at its maximum to around 161290508 bps of
chromosome 4 coding for the NCAPD2 gene in rat.

The non-translated genomic DNA sequence upstream of a eukaryotic GAPDH promoter
extending at its maximum to the last intron, to the second last intron and to the third last

intron of the NCAPD?2 gene in rat, respectively are included in SEQ ID NO: 19, which shows
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bps 161279451 to 161290508 of chromosome 4 (NCBI gene ID: 362438). The non-translated
genomic DNA sequence upstream of a eukaryotic GAPDH promoter extending to the last
intron stretches to around bps 1318 of the nucleotide sequence as shown by SEQ 1D NO: 19
(-3101 relative to the transcription start of rat GAPDH mRNA). The non-translated genomic
DNA sequence downstream of a eukaryotic GAPDH promoter extending to the second last
intron stretches to around bps 1063 of the nucleotide sequence as shown by SEQ ID NO: 19
(position -3356 relative to the transcription start of rat GAPDH mRNA). The non-translated
genomic DNA sequence downstream of a eukaryotic GAPDH promoter extending to the third
last intron stretches to around bp 1 of the nucleotide sequence as shown by SEQ ID NO: 19
(position -4418 relative to the transcription start of rat GAPDH mRNA).

The Chinese hamster NCAPD2 gene (Gene ID: 100753087) is located in eukaryotic DNA
around position 3544184 to 3569879. The chromosomal location is not available on the NCBI
database. In one embodiment, the length of the non-translated genomic DNA sequence
upstream of a eukaryotic GAPDH promoter extending at its maximum to the last intron of the
NCAPD?2 gene in Chinese hamster stretches at its maximum to around 3569380 bps in
Chinese hamster. In one embodiment, the length of the non-translated genomic DNA
sequence upstream of a eukaryotic GAPDH promoter extending at its maximum to the second
last intron of the NCAPD2 gene in Chinese hamster stretches at its maximum to around
3569131 bps in Chinese hamster. In one embodiment, the length of the non-translated
genomic DNA sequence upstream of a eukaryotic GAPDH promoter extending at its
maximum to the third last intron of the NCAPD2 gene in Chinese hamster stretches at its

maximum to around 3567932 bps in Chinese hamster.

The non-translated genomic DNA sequence upstream of a eukaryotic GAPDH promoter
extending at its maximum to the last intron, to the second last intron and to the third last
intron of the NCAPD2 gene in Chinese hamster, respectively are included in SEQ ID NO:
29, which shows bps 3567932 to 3585061. The non-translated genomic DNA sequence
upstream of a eukaryotic GAPDH promoter extending to the last intron stretches to around
bps 1449 of the nucleotide sequence as shown by SEQ ID NO: 29 (-2752 relative to the
transcription start of Chinese hamster GAPDH mRNA). The non-translated genomic DNA
sequence downstream of a eukaryotic GAPDH promoter extending to the second last intron
stretches to around bps 1200 of the nucleotide sequence as shown by SEQ ID NO: 29
(position -3001 relative to the transcription start of Chinese hamster GAPDH mRNA). The
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non-translated genomic DNA sequence downstream of a eukaryotic GAPDH promoter
extending to the third last intron stretches to around bp 1 of the nucleotide sequence as shown
by SEQ ID NO: 29 (position -4200 relative to the transcription start of Chinese hamster
GAPDH mRNA).

In some embodiments, the non-translated genomic DNA sequence upstream of a eukaryotic
GAPDH promoter starts usually within a region spanning from nucleotide position around
-500 to a nucleotide position around -3500, preferably within a region spanning from
nucleotide position around -576 to nucleotide position around -3500, wherein the nucleotide

position is relative to the transcription start of the GAPDH mRNA.

In some embodiments, the non-translated genomic DNA sequence upstream of the eukaryotic
GAPDH promoter starts usually at a nucleotide position around position -500, preferably at a
nucleotide position around -576, wherein the nucleotide position is relative to the transcription

start of the GAPDH mRNA.

In human the non-translated genomic DNA sequence upstream of the human GAPDH
promoter starts at around nucleotide position -463 (relative to the transcription start of the
GAPDH mRNA which corresponds to bp 4533 as shown in SEQ ID NO: 17). Preferably, if
the non-translated genomic DNA sequence upstream of the GAPDH promoter is from human,
the non-translated genomic DNA sequence upstream of the GAPDH promoter starts at around
-500 (relative to the transcription start of the GAPDH mRNA; which corresponds to bp 4533
as shown in SEQ ID NO: 17). More preferably, if the non-translated genomic DNA sequence
upstrcam of the GAPDH promoter is from human, the non-translated genomic DNA sequence
upstream of the GAPDH promoter starts at around -576 (relative to the transcription start of
the GAPDH mRNA; which corresponds to bp 4533 as shown in SEQ ID NO: 17) and its
length is around 3158 bps corresponding to the sequence from around bps 800 to around 3957
as shown in SEQ ID NO: 17.

In a further embodiment, the non-translated genomic DNA sequence upstream of the
eukaryotic GAPDH promoter comprises a nucleotide sequence selected from the group
consisting of SEQ ID NOs: 7, 9, 10, 11, 12, 13, 14, 15, 16, 20, 22, 23, 24, 25, 26, 27 and 28 or
fragments thereof, preferably a nucleotide sequence selected from the group consisting of
SEQID NOs: 7,9, 10, 11, 12, 13, 14, 15 and 16 or fragments thereof, or a nucleotide
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sequence selected from the group consisting of SEQ ID NOs: 20, 22, 23, 24, 25, 26, 27, 28
and 16 or fragments thereof. More preferred is a nucleotide sequence selected from the group
consisting of SEQ ID NOs: 10, 12, 15 and 16 or fragments thereof, more preferably a
nucleotide sequence selected from the group consisting of SEQ ID NOs: 10, 12, 15 and 16 or
fragments thereof, wherein nucleotide sequences comprising SEQ ID NOs: 10 and/or 16 are
orientated in opposite direction in relation to the polynucleotide sequence encoding a
polypeptide, and nucleotide sequences comprising SEQ ID NOs: 12 and/or 15 are orientated
in the same direction as the polynucleotide sequence encoding a polypeptide. Equally more
preferred is a nucleotide sequence selected from the group consisting of SEQ ID NOs: 23, 25,
28 and 16 or fragments thereof, more preferably a nucleotide sequence selected from the
group consisting of SEQ ID NOs: 23, 25, 28 and 16 or fragments thereof, wherein nucleotide
sequences comprising SEQ ID NOs: 23 and/or 16 are orientated in opposite direction in
relation to the polynucleotide sequence encoding a polypeptide, and nucleotide sequences
comprising SEQ ID NOs: 25 and/or 28 are orientated in the same direction as the

polynucleotide sequence encoding a polypeptide.

In a further embodiment, the non-translated genomic DNA sequence upstream of the
cukaryotic GAPDH promoter comprises a nucleotide sequence complementary to the
nucleotide sequence selected from the group consisting of SEQ ID NOs: 7,9, 10, 11, 12, 13,
14, 15, 16, 20, 22, 23, 24, 25, 26, 27 and 28 or fragments thereof, preferably a nucleotide
sequence complementary to the nucleotide sequence selected from the group consisting of
SEQID NOs: 7,9, 10, 11, 12, 13, 14, 15 and 16 or fragments thereof, or a nucleotide
sequence complementary to the nucleotide sequence selected from the group consisting of
SEQ ID NOs: 20, 22, 23, 24, 25, 26, 27, 28 and 16 or fragments thercof. More preferred is a
nucleotide sequence complementary to the nucleotide sequence selected from the group
consisting of SEQ ID NOs: 10, 12, 15 and 16 or fragments thereof. Equally more preferred is
a nucleotide sequence complementary to the nucleotide sequence selected from the group

consisting of SEQ ID NOs: 23, 25, 28 and 16 or fragments thereof.

In a further embodiment, the non-translated genomic DNA sequence upstream of the
eukaryotic GAPDH promoter comprises a nucleotide sequence at least 80% identical to the
nucleotide sequence selected from the group consisting of SEQ ID NOs: 7,9, 10, 11, 12, 13,
14, 15, 16, 20, 22, 23, 24, 25, 26, 27 and 28 or fragments thereof, preferably a nucleotide

sequence at least 80% identical to the nucleotide sequence selected from the group consisting
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of SEQID NOs: 7,9, 10, 11, 12, 13, 14, 15 and 16 or fragments thereof, or a nucleotide
sequence at least 80% identical to the nucleotide sequence selected from the group consisting
of SEQ ID NOs: 20, 22, 23, 24, 25, 26, 27, 28 and 16 or fragments thereof. More preferred is
a nucleotide sequence at least 80% identical to the nucleotide sequence selected from the

group consisting of SEQ ID NOs: 10, 12, 15 and 16 or fragments thereof, more preferably a

" nucleotide sequence at least 80% identical to the nucleotide sequence selected from the group

consisting of SEQ ID NOs: 10, 12, 15 and 16 or fragments thereof, wherein nucleotide
sequences comprising SEQ ID NOs: 10 and/or 16 are orientated in opposite direction in
relation to the polynucleotide sequence encoding a polypeptide, and nucleotide sequences
comprising SEQ ID NOs: 12 and/or 15 are orientated in the same direction as the
polynucleotide sequence encoding a polypeptide. Equally more preferred is a nucleotide
sequence at least 80% identical to the nucleotide sequence selected from the group consisting
of SEQ ID NOs: 23, 25, 28 and 16 or fragments thereof, more preferably a nucleotide
sequence at least 80% identical to the nucleotide sequence selected from the group consisting
of SEQ ID NOs: 23, 25, 28 and 16 or fragments thereof, wherein nucleotide sequences
comprising SEQ ID NOs: 23 and/or 16 are orientated in opposite direction in relation to the
polynucleotide sequence encoding a polypeptide, and nucleotide sequences comprising SEQ
ID NOs: 25 and/or 28 are orientated in the same direction as the polynucleotide sequence

encoding a polypeptide.

In some embodiments, the nucleotide sequence selected from the group consisting of SEQ 1D
NOs: 7,9, 10, 11, 12, 13, 14, 15, 16, 20, 22, 23, 24, 25, 26, 27 and 28 or fragments thereof,
comprises five or less, preferably four or less, more preferably three or less, most preferred
two or less, in particular one nucleic acid modification, wherein the nucleic acid

modification(s) are preferably a nucleic acid substitution.

In some embodiments, the nucleotide sequence selected from the group consisting of SEQ ID
NOs: 7,9, 11, 14, 20, 22, 24 and 27 or fragments thereof, comprises five or less, preferably
four or less, more preferably three or less, most preferred two or less, in particular one nucleic
acid modification, wherein the nucleic acid modification(s) are preferably a nucleic acid

substitution.

In some embodiments, the nucleotide sequence selected from the group consisting of SEQ ID

NOs: 7,9, 11, 14, or fragments thereof, comprises one nucleic acid substitution at position 16
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relative to the start of the nucleotide sequence of SEQ ID NOs: 7, 9, 11, 14. Preferably G at

position 16 relative to the start of the nucleotide sequence is replaced with T.

In some embodiments, the nucleotide sequence selected from the group consisting of SEQ ID
NOs: 20, 22, 24 and 27 or fragments thereof, comprises one nucleic acid substitution at
position 13 relative to the start of the nucleotide sequence of SEQ ID NOs: 20, 22, 24 and 27.

Preferably G at position 13 relative to the start of the nucleotide sequence is replaced with T.

In a further embodiment, the non-translated genomic DNA sequence upstream of the
eukaryotic GAPDH promoter is orientated in the same direction as the polynucleotide

sequence encoding a polypeptide.

In a further embodiment, the non-translated genomic DNA sequence upstream of the
eukaryotic GAPDH promoter is orientated in opposite direction in relation to the

polynucleotide sequence encoding a polypeptide.

In a preferred embodiment, the expression cassette comprises a promoter, a polynucleotide
sequence encoding a polypeptide, and a non-translated genomic DNA sequence downstream
of a eukaryotic GAPDH promoter and a non-translated genomic DNA sequence upstream of a
eukaryotic GAPDH promoter as described supra. Preferably the origin of the non-translated
genomic DNA sequence downstream of a eukaryotic GAPDH promoter and the non-
translated genomic DNA sequence upstream of a eukaryotic GAPDH promoter is the same
i.e. is of the same species. More preferably the origin of the non-translated genomic DNA
sequence downstream of a cukaryotic GAPDH promoter, the non-translated genomic DNA
sequence upstream of a eukaryotic GAPDH promoter and the host cell is the same i.e. is of
the same species, e.g. the origin of the non-translated genomic DNA sequence downstream of
a eukaryotic GAPDH promoter, the non-translated genomic DNA sequence upstream of a

eukaryotic GAPDH promoter and the host cell is from the same mammal e.g. from human.

In some embodiments, if the non-translated genomic DNA sequence downstream and/or
upstream of the eukaryotic GAPDH promoter is non-translated genomic DNA sequence from
one species, the promoter of the expression cassette is not a GAPDH promoter from the same

species.
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In some embodiments, if the non-translated genomic DNA sequence downstream and/or
upstream of the eukaryotic GAPDH promoter is non-translated genomic DNA sequence
downstream and/or upstream of human origin, the promoter of the expression cassette is not a

human GAPDH promoter.

In some embodiments, the promoter of the expression cassette is not a GAPDH promoter.

In one embodiment, if the expression cassette comprises a promoter, a polynucleotide
sequence encoding a polypeptide, and a non-translated genomic DNA sequence downstream
of a eukaryotic Glyceraldehyde 3-phosphate dehydrogenase (GAPDH) promoter, wherein the
polypeptide encoded by the polynucleotide sequence is not GAPDH, and wherein the non-
translated genomic DNA sequence downstream of the eukaryotic GAPDH promoter starts
within a region spanning from nucleotide position around +1 to nucleotide position around
+7000, wherein the nucleotide position is relative to the transcription start of the GAPDH
mRNA, and wherein the length of the non-translated genomic DNA sequence downstream of
the eukaryotic GAPDH promoter is from around 100 to around 15000 nucleotides and
wherein the expression cassette further comprises a non-translated genomic DNA sequence
upstream of a cukaryotic GAPDH promoter, wherein the non-translated genomic DNA
sequence upstream of the eukaryotic GAPDH promoter starts within a region spanning from
around the 5’ end of the eukaryotic GAPDH promoter to nucleotide position around -3500,
wherein the nucleotide position is relative to the transcription start of the GAPDH mRNA,
and wherein the length of the non-translated genomic DNA sequence upstream of the
eukaryotic GAPDH promoter is from around 100 to around 15000 nucleotides, the promoter
of the expression cassette may be a eukaryotic GAPDH promoter, preferably a mammalian
GAPDH promoter, more preferably a rodent or human GAPDH promoter. In this embodiment
the non-translated genomic DNA sequence upstream of the eukaryotic GAPDH promoter
starting within a region spanning from around the 5’ end of the eukaryotic GAPDH promoter
to nucleotide position around -3500 is preferably located directly upstream of the eukaryotic
GAPDH promoter, more preferably in this embodiment the expression cassette comprises the
naturally occurring genomic DNA sequence comprising the eukaryotic GAPDH promoter and
extending to nucleotide position around -3500, wherein the nucleotide position is relative to
the transcription start of the GAPDH mRNA.
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In some embodiments, the non-translated genomic DNA sequence downstream and/or
upstream of the eukaryotic GAPDH promoter is of mammalian origin, ¢.g. the eukaryotic
GAPDH promoter is a mammalian GAPDH promoter and non-translated genomic DNA
sequence downstream and/or upstream of the mammalian GAPDH promoter is used as

described herein.

In some embodiments, the non-translated genomic DNA sequence downstream and/or
upstream of the eukaryotic GAPDH promoter is of rodent or human origin, e.g. the eukaryotic
GAPDH promoter is a rodent or human GAPDH promoter and non-translated genomic DNA
sequence downstream and/or upstream of the rodent or the human GAPDH promoter is used

as described herein.

Preferably the non-translated genomic DNA sequence downstream and/or upstream of the
eukaryotic GAPDH promoter is selected from human, rat or mouse origin, more preferably

from human or mouse origin, most preferably from human origin.

In some embodiments, the non-translated genomic DNA sequence downstream and/or
upstream of the eukaryotic GAPDH promoter is not operably linked to the polynucleotide

sequence encoding the polypeptide.

In some embodiments, the expression cassette comprises a polyadenylation site. Preferably
the polyadenylation site is selected from the group consisting of SV40 poly(A) and BGH
(Bovine Growth Hormone) poly(A).

In some embodiments, the promoter and the polynucleotide sequence encoding a polypeptide

of the expression cassette are operably linked.

In some embodiments, the promoter of the expression cassette is selected from the group
consisting of SV40 promoter, human tk promoter, MPSV promoter, mouse CMV, human
CMV, rat CMV, human EFlalpha, Chinese hamster EF 1alpha, human GAPDH, hybrid
promoters including MYC, HYK and CX promoter. |
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In some embodiments, the polypeptide encoded by the expression cassette can be a non-
glycosylated and glycosylated polypeptide. Glycosylated polypeptides refer to polypeptides

having at least one oligosaccharide chain.

Examples for non-glycosylated proteins are €. g. non-glycosylated hormones; non-
glycosylated enzymes; non-glycosylated growth factors of the nerve growth factor (NGF)
family, of the epithelial growth factor (EGF) and of the fibroblast growth factor (FGF) family

and non-glycosylated receptors for hormones and growth factors.

Examples for glycosylated proteins are hormones and hormone releasing factors, clotting
factors, anti-clotting factors, receptors for hormones or growth factors, neurotrophic factors
cytokines and their receptors, T-cell receptors, surface membrane proteins, transport proteins,
homing receptors, addressins, regulatory proteins, antibodies, chimeric proteins, such as
immunoadhesins, and fragments of any of the glycosylated proteins. Preferably the
polypeptide is selected from the group consisting of antibodies, antibody fragments or
antibody derivates (e.g. Fc fusion proteins and particular antibody formats like bispecific
antibodies). Antibody fragment as used herein includes, but is not limited to, (i) a domain, (i1)
the Fab fragment consisting of VL, VH, CL or CK and CH1 domains, including Fab’ and
Fab'-SH, (iii) the Fd fragment consisting of the VH and CH1 domains, (iv) the dAb fragment
(Ward ES et al., (1989) Nature, 341(6242): 544-6) which consists of a single variable domain
(v) F(ab")2 fragments, a bivalent fragment comprising two linked Fab fragments (vi) single
chain Fv molecules (scFv), wherein a VH domain and a VL domain are linked by a peptide
linker which allows the two domains to associate to form an antigen binding site (Bird RE et
al., (1988) Science, 242(4877): 423-6; Huston JS et al., (1988) Proc Natl Acad Sci U S A,
85(16): 5879-83), (vii) "diabodies" or "triabodies", multivalent or multispecific fragments
constructed by gene fusion (Holliger P ez al., (1993) Proc Natl Acad Sci U S A, 90(14): 6444-
8; Holliger P ez al., (2000) Methods Enzymol, 326: 461-79), (viii) scFv, diabody or domain

antibody fused to an Fc region and (ix) scFv fused to the same or a different antibody.

In some embodiments the expression cassette further comprises a genetic element selected
from the group consisting of an additional promoter, an enhancer, transcriptional control
elements, and a selectable marker, preferably a selectable marker which is expressed in
animal cells. Transcriptional control elements are e.g. Kozak sequences or transcription

terminator elements.
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In one embodiment, the genetic element is a selectable marker wherein the content of CpG
sites contained in the polynucleotide sequence encoding the selectable marker is 45 or less,
preferably 40 or less, more preferably 20 or less, in particular 10 or less, more particular 5 or

less, most particular 0 (CpG sites have been completely removed).

In a further aspect, the present disclosure provides an expression vector, preferably a
mammalian expression vector comprising an expression cassette as described supra.

In some embodiments, the expression vector comprises at least two separate transcription
units. An expression vector with two separate transcription units is also referred to as a
double-gene vector. An example thereof is a vector, in which the first transcription unit
encodes the heavy chain of an antibody or a fragment thereof and the second transcription unit
encodes the light chain of an antibody. Another example is a double-gene vector, in which the
two transcription units encode two different subunits of a protein such as an enzyme.
However, it is also possible that the expression vector of the present invention comprises
more than two separate transcription units, for example three, four or even more separate
transcription units each of which comprises a different nucleotide sequence encoding a
different polypeptide chain. An example therefore is a vector with four separate transcription
units, cach of which contains a different nucleotide sequence encoding one subunit of an

enzyme consisting of four different subunits.

In some embodiments, the expression vector further comprises a genetic element selected
from the group consisting of an additional promoter, an enhancer, transcriptional control

elements, an origin of replication and a selectable marker.

In some embodiments, the expression vector further comprises an origin of replication and a
selectable marker wherein the content of the CpG sites contained in the polynucleotide
sequence of the expression vector encoding the origin of replication and the selectable marker
is 200 or less, preferably 150 or less, in particular 100 or less, more particular 50 or less, most

particular 30 or less.

Any selection marker commonly employed such as thymidine kinase (tk), dihydrofolate
reductase (DHFR), puromycin, neomycin or glutamine synthetase (GS) may be used for the

expression cassette or the expression vector of the present invention. Preferably, the
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expression vectors of the invention also comprise a limited number of useful restriction sites
for insertion of the expression cassette for the secretion of a heterologous protein of the
present invention. Where used in particular for transient/episomal expression only, the
expression vectors of the invention may further comprise an origin of replication such as the
oriP origin of Epstein Barr Virus (EBV) or SV40 virus for autonomous replication/episomal
maintenance in eukaryotic host cells but may be devoid of a selectable marker. Transient
expression in cell lacking relevant factors to facilitate replication of the vector is also possible.
The expression vector harbouring the expression cassette may further comprise an expression
cassette coding for a fluorescent marker, an expression cassette coding for an ncRNA, an
expression cassette coding for an antiapoptotic protein, or an expression cassette coding for a

protein increasing the capacity of the secretory pathway.

In a further aspect, the present disclosure provides an expression vector, which comprises in
order:

a) a non-translated genomic DNA sequence upstream and/or downstream of a eukaryotic
GAPDH promoter

b) a promoter

¢) a polynucleotide sequence encoding a polypeptide

d) a polyadenylation site

) an enhancer

f) a non-translated genomic DNA sequence downstream and/or upstream of a eukaryotic
GAPDH promoter, or

a) a non-translated genomic DNA sequence upstream and/or downstream of a eukaryotic
GAPDH promoter

b) an enhancer

C) a promoter

d) a polynucleotide sequence encoding a polypeptide

¢) a polyadenylation site

f) a non-translated genomic DNA sequence downstream and/or upstream of a eukaryotic
GAPDH promoter, or

a) an enhancer

b) a non-translated genomic DNA sequence upstream and/or downstream of a eukaryotic
GAPDH

C) a promoter
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d) a polynucleotide sequence encoding a polypeptide

¢) a polyadenylation site

f) non-translated genomic DNA sequence downstream and/or upstream of a eukaryotic
GAPDH,

wherein inclusion of the enhancer is optional, and wherein the polypeptide encoded by the

polynucleotide sequence is not GAPDH, and wherein the non-translated genomic DNA

| sequence downstream of the eukaryotic GAPDH promoter starts within a region spanning

from nucleotide position around +1 to nucleotide position around +7000, wherein the
nucleotide position is relative to the transcription start of the GAPDH mRNA, and wherein
the length of the non-translated genomic DNA sequence downstream of the eukaryotic
GAPDH promoter is from around 100 to around 15000 nucleotides and wherein the non-
translated genomic DNA sequence upstream of the eukaryotic GAPDH promoter starts within
a region spanning from around the 5° end of the eukaryotic GAPDH promoter to nucleotide
position around -3500, wherein the nucleotide position is relative to the transcription start of
the GAPDH mRNA, and wherein the length of the non-translated genomic DNA sequence
upstream of the eukaryotic GAPDH promoter is from around 100 to around 15000
nucleotides, with the proviso that if a) or b) is a non-translated genomic DNA sequence
upstream of a eukaryotic GAPDH f) is a non-translated genomic DNA sequence downstream
of a eukaryotic GAPDH and if a) or b) is a non-translated genomic DNA sequence
downstream of a eukaryotic GAPDH f) is a non-translated genomic DNA sequence upstream
of a eukaryotic GAPDH.

In some embodiments, the present disclosure provides an expression vector, which comprises
in order:

a) a non-translated genomic DNA sequence upstream of a eukaryotic GAPDH promoter

b) a promoter

¢) a polynucleotide sequence encoding a polypeptide

d) a polyadenlyation site

¢) an enhancer

f) a non-translated genomic DNA sequence downstream of a eukaryotic GAPDH promoter,

wherein inclusion of the enhancer is optional.

In a further aspect, the present disclosure provides an expression vector, which comprises in

order:
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a) a non-translated genomic DNA sequence upstream of a eukaryotic GAPDH promoter
b) an enhancer

) a promoter

d) a polynucleotide sequence encoding a polypeptide

e) a polyadenlyation site

f) a non-translated genomic DNA sequence downstream of a eukaryotic GAPDH,

wherein inclusion of the enhancer is optional.

In a further aspect, the present disclosure provides an expression vector, which comprises in
order:

a) an enhancer

b) a non-translated genomic DNA sequence upstream of a eukaryotic GAPDH

) a promoter

d) a polynucleotide sequence encoding a polypeptide

e) a polyadenlyation site

f) non-translated genomic DNA sequence downstream of a eukaryotic GAPDH,

wherein inclusion of the enhancer is optional.

In a further aspect, the present disclosure provides an expression vector, which comprises in
order:

a) a non-translated genomic DNA sequence downstream of a eukaryotic GAPDH promoter
b) a promoter

¢) a polynucleotide sequence encoding a polypeptide

d) a polyadenlyation site

¢) an enhancer

f) a non-translated genomic DNA sequence upstream of a eukaryotic GAPDH promoter,

wherein inclusion of the enhancer is optional.

In a further aspect, the present disclosure provides an expression vector, which comprises in
order:

a) a non-translated genomic DNA sequence downstream of a eukaryotic GAPDH promoter
b) an enhancer

) a promoter

d) a polynucleotide sequence encoding a polypeptide
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e) a polyadenlyation site
f) a non-translated genomic DNA sequence upstream of a eukaryotic GAPDH,

wherein inclusion of the enhancer is optional.

In a further aspect, the present disclosure provides an expression vector, which comprises in
order:

a) an enhancer

b) a non-translated genomic DNA sequence downstream of a eukaryotic GAPDH

C) a promoter

d) a polynucleotide sequence encoding a polypeptide

e) a polyadenlyation site

f) non-translated genomic DNA sequence upstream of a eukaryotic GAPDH,

wherein inclusion of the enhancer is optional.

Non-translated genomic DNA sequence upstream of a eukaryotic GAPDH, enhancer,
promoter, polynucleotide sequence encoding a polypeptide, polyadenlyation site and non-
translated genomic DNA sequence downstream of a cukaryotic GAPDH promoter of the

expression vectors are e.g. as described supra.

In a further aspect, the present disclosure provides a host cell comprising an expression

cassette or an expression vector as described supra. The host cell can be a human or non-
human cell. Preferred host cells are mammalian cells. Preferred examples of mammalian host
cells include, without being restricted to, Human embryonic kidney cells (Graham FL et al., J.
Gen. Virol. 36: 59-74), MRC5 human fibroblasts, 983M human melanoma cells, MDCK
canine kidney cells, RF cultured rat lung fibroblasts isolated from Sprague-Dawley rats,

B16BL6 murine melanoma cells, P815 murine mastocytoma cells, MT1 A2 murine mammary
adenocarcinoma cells, PER:C6 cells (Leiden, Netherlands) and Chinese hamster ovary (CHO)
cells or cell lines (Puck et al., 1958, J. Exp. Med. 108: 945-955).

In a particular preferred embodiment the host cell is a Chinese hamster ovary (CHO) cell or
cell line. Suitable CHO cell lines include e.g. CHO-S (Invitrogen, Carlsbad, CA, USA), CHO
K1 (ATCC CCL-61), CHO pro3-, CHO DG44, CHO P12 or the dhfr- CHO cell line DUK-BII
(Chasin et al., PNAS 77, 1980, 4216-4220), DUXBI | (Simonsen et al., PNAS 80, 1983,
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2495-2499), or CHO-K1SV (Lonza, Basel, Switzerland).

In a further aspect, the present disclosure provides an in vitro method for the expression of a
polypeptide, comprising transfecting a host cell with the expression cassette or an expression
vector as described supra and recovering the polypeptide. The polypeptide is preferably a

heterologous, more preferably a human polypeptide.

For transfecting the expression cassette or the expression vector into a host cell according to
the present invention any transfection technique such as those well-known in the art, e.g.
electoporation, calcium phosphate co-precipitation, DEAE-dextran transfection, lipofection,
can be employed if appropriate for a given host cell type. It is to be noted that the host cell
transfected with the expression cassette or the expression vector of the present invention is to
be construed as being a transiently or stably transfected cell line. Thus, according to the
present invention the present expression cassette or the expression vector can be maintained
episomally i.e. transiently transfected or can be stably integrated in the genome of the host

cell i.e. stably transfected.

A transient transfection is characterised by non-appliance of any selection pressure for a
vector borne selection marker. In transient expression experiments which commonly last 2 to
up to 10 days post transfection, the transfected expression cassette or expression vector are
maintained as episomal elements and are not yet integrated into the genome. That is the
transfected DNA does not usually integrate into the host cell genome. The host cells tend to
lose the transfected DNA and overgrow transfected cells in the population upon culture of the
transiently transfected cell pool. Therefore expression is strongest in the period immediately
following transfection and decreases with time. Preferably, a transient transfectant according
to the present invention is understood as a cell that is maintained in cell culture in the absence

of selection pressure up to a time of 2 to 10 days post transfection.

In a preferred embodiment of the invention the host cell e.g. the CHO host cell is stably
transfected with the expression cassette or the expression vector of the present invention.
Stable transfection means that newly introduced foreign DNA such as vector DNA is
becoming incorporated into genomic DNA, usually by random, non-homologous
recombination events. The copy number of the vector DNA and concomitantly the amount of

the gene product can be increased by selecting cell lines in which the vector sequences have
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been amplified after integration into the DNA of the host cell. Therefore, it is possible that
such stable integration gives rise, upon exposure to further increases in selection pressure for
gene amplification, to double minute chromosomes in CHO cells. Furthermore, a stable
transfection may result in loss of vector sequence parts not directly related to expression of
the recombinant gene product, such as e.g. bacterial copy number control regions rendered
superfluous upon genomic integration. Therefore, a transfected host cell has integrated at least

part or different parts of the expression cassette or the expression vector into the genome.

In a further aspect, the present disclosure provides the use of the expression cassette or an
expression vector as described supra for the expression of a heterologous polypeptide from a
mammalian host cell, in particular the use of the expression cassette or an expression vector
as described supra for the in vitro expression of a heterologous polypeptide from a

mammalian host cell.

Expression and recovering of the protein can be carried out according to methods known to

the person skilled in the art.

For the expression of a polypeptide, the non-translated genomic DNA sequence downstream
and/or upstream of a eukaryotic GAPDH promoter of the expression cassette or of the
expression vector as described supra and the host cell as described supra are used and are
usually of the same origin. Surprisingly it has been found that an increase of expression is
obtained if the non-translated genomic DNA sequence downstream and/or upstream of a
eukaryotic GAPDH promoter of the expression cassette or of the expression vector and the
host cell are of different origin e.g. if human DNA sequences downstream and/or upstream of

a eukaryotic GAPDH promoter are used in CHO cells.

In a further aspect, the present disclosure provides the use of the expression cassette or the
expression vector as described supra for the preparation of a medicament for the treatment of

a disorder.

In a further aspect, the present disclosure provides the expression cassette or the expression

vector as described supra for use as a medicament for the treatment of a disorder.
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In a further aspect, the present disclosure provides the expression cassette or the expression

vector as described supra for use in gene therapy.
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Examples

Example 1: Cloning of expression vectors:

I. Materials and Methods
1.1 Plasmids constructs
L.1.1. LB culture plates
500 ml of water were mixed and boiled with 16 g of LB Agar (Invitrogen, Carlsbad, CA,
USA) (1 litre of LB contains 10 g tryptone, 5 g yeast extract and 10 g NaCl). After cooling
down, the respective antibiotic was added to the solution which is then plated (ampicillin

plates at 100 pg/ml and kanamycin plates at 50 pg/mt).

L.1.2. Polymerase Chain Reaction (PCR)

All PCR were performed using 1 pl of ANTPs (10 mM for each dNTP; Invitrogen, Carlsbad,
CA, USA), 2 units of Phusion® DNA Polymerase (Finnzymes Oy, Espoo, Finland), 25 nmol
of Primer A (Mycrosynth, Balgach, Switzerland), 25 nmol of Primer B (Mycrosynth, Balgach,
Switzerland), 10 pl of 5X HF buffer (7.5 mM MgCl,, Finnzymes, Espoo, Finland), 1.5 pl of
Dimethyl sulfoxide (DMSO, Finnzymes, Espoo, Finland) and 1-3 pl of the template (1-2 pg)

in a 50 pl final volume. All primers used are listed in Table 1.

The PCR were started by an initial denaturation at 98°C for 3 minutes, followed by 35 cycles
of 30 sec denaturation at 98°C, 30 sec annealing at a primer-specific temperature (according
to CG content) and 2 min elongation at 72°C. A final elongation at 72°C for 10 min was

performed before cooling and keeping at 4°C.
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Table 1: Summary of primers used in PCRs. GAPDH: Glyceraldehyde 3-phosphate dehydrogenase
sequence, 5°: upstream sequence, 3: downstream sequence. The “T” (underlined) in primer GInPr1172

was introduced in order to avoid the formation of primer dimers.

Primer Primer sequence zsnzlq[:]lietl‘::s Seq ID
GlnPr |ATTATTCGCGATGGCTCCTGGCA SEQ ID
1171 | TCTCTGGGACCGAGGC 5'GAPDH | No:1
GlnPr |ATCGTCGCGAAGCTTGAGATTGT SEQ ID
1172 |CCAAGCAGGTAGCCAG No: 2
GlnPr |AGCAAGTACTTCTGAGCCTTCA SEQ ID
1173 |GTAATGGCTGCCTG 3'GAPDH No: 3
GlnPr | TGGCAGTACTAAGCTGGCACCA SEQ ID
1174 |CTACTTCAGAGAACAAG No: 4

I.1.3. Restriction digest
For all restriction digests around 1 pg of plasmid DNA (quantified with NanoDrop, ND-1000
Spectrophotometer (Thermo Scientific, Wilmington, DE, USA)) was mixed to 10-20 units of
each enzyme, 4 ul of corresponding 10X NEBuffer (NEB, Ipswich, MA, USA), and the
volume was completed to 40 pl with sterile H,O. Without further indication, digestions were
incubated 1 h at 37°C.

After each preparative digestion of backbone, 1 unit of Calf Intestinal Alkaline Phosphatase
(CIP; NEB, Ipswich, MA, USA) was added and the mix was incubated 30 min at 37°C.

If the digest was done in NEBuffer 3 (NEB, Ipswich, MA, USA), the buffer was changed to
NEB buffer 4 before adding the CIP because this enzyme has a strong activity in this buffer

and may also digest some of the nucleotides at the external ends.

I.1.4. PCR purification and agarose gel electrophoresis
1.1.4.1. PCR clean up
To allow digestion all PCR fragments were cleaned prior to restriction digests using the
Macherey Nagel Extract II kit (Macherey Nagel, Ocnsingen, Switzerland) following the
manual of the manufacturer using 40 ul of elution buffer. This protocol was also used for

changing buffers of DNA samples.
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1.1.4.2. DNA extraction
For gel electrophoresis, 1% gels were prepared using UltraPure™ Agarose (Invitrogen,
Carlsbad, CA, USA) and 50X Tris Acetic Acid EDTA buffer (TAE, pH 8.3; Bio RAD,
Munich, Germany). For staining of DNA 1 pl of Gel Red Dye (Biotum, Hayward, CA, USA)
was added to 100 ml of agarose gel. As a size marker 2 pg of the 1 kb DNA ladder (NEB,
Ipswich, MA, USA) was used. The electrophoresis was run for around 1 hour at 125 Volts.
The bands of interests were cut out from the agarose gel and purified using the kit Extract 11
(Macherey-Nagel, Oensingen, Switzerland), following the manual of the manufacturer using

40 ul of elution buffer.

I.1.5. Ligation
For each ligation, 4 pl of insert were mixed to 1 pl of vector, 400 units of ligase (T4 DNA
ligase, NEB, Ipswich, MA, USA), 1 ul of 10X ligase buffer (T4 DNA ligase buffer; NEB,
Ipswich, MA, USA) in a 10 ul volume. The mix was incubated for 1-2 h at RT.

I.1.6. Transformation of ligation products into competent bacteria
For the cloning of pGLEX41-[REP] and for constructs made with the pCR-Blunt vector
which contain a standard origin of replication, TOP 10 (One Shot® TOP 10 Competent E.
coli; Invitrogen, Carlsbad, CA, USA) were used.

For replication initiation of plasmid containing the R6K origin of replication, the expression
of the 7 protein, coded by the pir sequence, is required. The z protein is expressed by One
Shot® PIR1 competent E. coli (Invitrogen, Carlsbad, CA, USA). These bacteria were used for

all vectors containing the R6K sequence.

To transform competent bacteria with the ligation product, 25-50 pl of bacteria were thawed
on ice for 5 minutes. Then, 3-5 pl of ligation product were added to competent bacteria and
incubated for 20-30 min on ice before the thermic shock for 1 minute at 42°C. Then, 500 pl of
S.0.C medium (Invitrogen, Carlsbad, CA, USA) were added per tube and incubated for 1
hour at 37°C under agitation. Finally, the bacteria are put on a LB plate with ampicillin
(Sigma-Aldrich, St. Louis, MO, USA) and incubated overnight at 37°C. For the cloning in
pCR-Blunt vectors, plates with kanamycin (Sigma-Aldrich, St. Louis, MO, USA) were used.
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1.1.7. Plasmid preparation in small (mini) and medium scale (midi)
1.1.7.1. Minipreparation
For minipreparation, colonies of transformed bacteria were grown for 6-16 hours in 2.5 ml of
LB and ampicillin or kanamycin at 37°C, 200 rpm. The DNA was extracted with a plasmid
purification kit for E.coli (QuickPure, Macherey Nagel, Oensingen, Switzerland), following

the provided manual.

Plasmid DNA from minipreparations was quantified once with the NanoDrop ND-1000
Spectrophotometer (Thermo Scientific, Wilmington, DE, USA) by measuring the absorbance
at 260 nm and assessing the ratio of the OD260 nm/OD280 nm that had to be between 1.8 and
2. A control digestion was performed before sending the sample to Fasteris SA (Geneva,

Switzerland) for sequence confirmation.

For BAC extraction, the QuickPure kit (Macherey Nagel, Oensingen, Switzerland) was used
with the following modification of the protocol: 10 ml of LB and chloramphenicol (12.5
ug/ml) (Sigma-Aldrich, St. Louis, MO, USA) were seeded with bacteria containing
pBACe3.6 vector. After incubation on a shaking platform at 37°C over night, the culture was
centrifuged for 5 min at 13 300 rpm before being resuspended in 500 pl of A1 Buffer. 500 pl
of A2 Lysis Buffer were added and the solution was incubated 5 min at RT. Then, it was
neutralized with 600 pl of A3 buffer and centrifuged 10 min at 13 300 rpm. The supernatant
was loaded on a column and from this step onwards the standard protocol of QuickPure

miniprep kit was used.

1.1.7.2. Midipreparation
For midipreparation, transformed bacteria were grown at 37°C overnight in 200 to 400 ml of
LB and ampicillin (or kanamycin). Then, the culture was centrifuged 20 min at 725 g and the
plasmid was purified using a commercial kit (NucleoBond Xtra Midi; Macherey Nagel,
Oensingen, Switzerland) following the low plasmid protocol provided in the manual of the

manufacturer.

Plasmid-DNA from midipreparation was quantified three times with the NanoDrop ND-1000
Spectrophotometer, confirmed by restriction digest and finally sent for sequencing (Fasteris

SA, Geneva, Switzerland).
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I1. Results and Discussion
II.1. Cloning of DNA regions upstream and downstream of the GAPDH
expression cassette (5’ and 3’GAPDH)
The BAC clone RPCIB753F11841Q was ordered at Imagene (Berlin, Germany). This clone
contains the human GAPDH sequence in a pBACe3.6 vector backbone, containing a
chloramphenicol resistance gene. After DNA extraction by minipreparation, the vector

concentration was determined by Nanodrop to 27 ng/ul.

DNA sequences immediately surrounding the GAPDH expression cassette upstream of the
promoter and downstream of the poly-adenylation site were amplified by PCR using 27 ng of
the purified clone RPCIB753F11841Q as template. The 3 kb fragment upstream of the
promoter was amplified with primers GlnPr1171 (SEQ ID NO: 1) and GInPr1172 (SEQ ID
NO: 2) leading to the amplicon with SEQ ID No. 5. As primer GInPr1172 (SEQ ID NO: 2)
carries a base change (G to T) relative to the template sequence, all sequences derived from
this PCR reaction will carry this base change, too. The change is located in position -3721
relative to the transcription start of the GAPDH gene (bp 812 of SEQ ID NO: 17, position 23
relative to the start of SEQ ID NO: 5). The 3kb fragment downstream of the polyadenlyation
site was amplified with primers GInPr1173 (SEQ ID NO: 3) and GInPr1174 (SEQ ID NO: 4)
leading to the amplicon with SEQ ID NO: 6 (Table 1). The annealing temperature used for
these PCRs was 72°C.

The 5’and 3’GAPDH fragments (SEQ ID NOs: 5 and 6) were cloned in pCR-Blunt, a
commercially available PCR-product cloning vector (pCR-Blunt, PCR Zero Blunt cloning kit,
Invitrogen). The ligation products were transformed into TOP10 competent bacteria and
plated on kanamycin LB-agar plates. Colonies were amplified and plasmids were isolated by
minipreps. Control digests were performed to identify positives clones yielding pCR-Blunt-
5’GAPDH and pCR-Blunt-3’GAPDH constructs.

I1.2. Preparation of the DNA fragment coding for the reporter proteins GFP

and a recombinant 1IgG1 monoclonal antibody (LC-IRES-HC-IRES-GFP)
The reporter construct (REP) used in the present work consisted in a polycistronic gene: IgG1
monoclonal antibody light chain (LC)-IRES- IgG1 monoclonal antibody heavy chain(HC)-
IRES- green fluorescent protein (GFP). The presence of Internal Ribosomal Entry Sites
(IRES) derived from Encephalomyocarditis virus (Gurtu et al., Biochem Biophys Res
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Commun.; 229(1): 295-298, 1996)) allows the translation of the 3 peptides IgG1 monoclonal
antibody light chain (LC), 1gG1 monoclonal antibody heavy chain (HC) and GFP (Fig. 1).
Transfected cells will therefore secrete the IgG1 monoclonal antibody and accumulate
intracellular GFP in a dependent manner. However, polycistronic mRNAs are not common in
cukaryotic cells and their translation is not very efficient, leading to relative low titers of IgG1

and GFP expression.

A vector containing the REP construct was digested using the restriction enzymes Nhel and
BstBI (BstBI is used at 65°C). The REP fragment containing the expression construct was cut

out, purified and used for further cloning steps.

I1.3. Cloning of expression vectors
The vector pGLEX41, an expression vector derived from pcDNA3.1 (+) (Invitrogen,
Carlsbad, CA) was used for stable cell line production. It was used as initial backbone that
had been modified to generate the second generations of vectors A and B with and without the
GAPDH sequences. For all vectors the same promoter-intron combination (mCMV and a
donor—-acceptor fragment coding for the first intron (IgDA)) was used (Gorman er al., (1990)
Proc Natl Acad Sci USA, 87: 5459-5463).

Cloning of intermediate vector pGLEX41-HM-MCS-ampiA:

The development of the new vector generation was started from pGLEX41. This vector was
cut using the restriction enzymes Nrul and BspHI in order to release the ampicillin resistance
cassette. The backbone fragment was CIPed and purified by gel electrophoresis. The DNA
fragment coding for a codon optimized (for expression in E. coli) version of the ampicillin
resistance gene (including the bla promoter) has been ordered from GeneArt. The insert was
cut out of the GeneArt cloning vector #1013237 using the restriction enzymes Nrul and
BspHI (the same cnzymes as uscd for the backbone), purified and cloned into the backbone.
Minipreps were analyzed by restriction digest. The clone pGLEX41-HM-MCS-ampiA#2 had
the expected restriction profile and the integration of the correct fragment was confirmed by

scquencing,

Cloning of intermediate vector pPGLEX41-MCS-R6K-ampiA

In order to exchange the pUC origin of replication of the vector pGLEX41-HM-MCS-
ampiA#2 the vector was digested using Pvul and BspHI. The backbone fragment was CIPed
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and purified. The new insert fragment contains the R6K origin of replication and a modified
SV40 poly(A) sequence as part of the expression cassette. Unnecessary bacterial or viral
backbone sequences around the SV40 poly(A) had been eliminated (see Table 2 below). The
insert fragment has been ordered from GeneArt; it was cut out of the GeneArt cloning vector
#1013238 using the enzymes Pvul and BspHI (the same as used for the backbone), purified
and cloned into the backbone fragment. Minipreps were prepared and were confirmed by

sequence analysis. The clone pGLEX41-MCS-R6K-ampiA#1 had the correct sequence.

Table 2: Content of CpG in the different vectors

CpG content in expression vectors
pGLEX41 Codon optimized CpG reduced
Vectors: “A” Vectors “B”
Ampicillin resistance | 49 43 19
Puromycin resistance | 93 36 1
Geneticin resistance | 74 51 0
Origin of replication | 45 9 9
Sum: 261 139 29

Cloning of intermediate vector pGLEX41-MCS-R6K-ampiB

The vector pPGLEX41- MCS-R6K-ampiA#1 was opened using the restriction enzyme BspHI
and CIPed in order to release the ampicillin resistance. The new insert fragment contains the
ampicillin resistance codon optimized for expression in E. coli, but all the CpG sequences that
could be eliminated by alternative codon usage had been replaced (see Table 2 above). This
fragment was ordered at GeneArt. In order to release the insert fragment, the GeneArt cloning
vector #1016138 was digested using BspHI. After purification of both insert and backbone
fragments by gel electrophoresis, they were ligated and transformed into PIR1 bacteria. The
minipreps were directly sent for sequencing. pGLEX41-R6K-MCS-ampiB#1 has the correct

sequence and was used for further cloning steps.

Cloning of the reporter construct in pGLEX41-derived expression vectors

In order to clonc the reporter construct REP in the expression vectors pGLEX41- MCS-R6K-
ampiA and pGLEX41-MCS-R6K-ampiB, the vectors were cut using the restriction enzymes
Nhel and Clal. The expression vector pPGLEX41-HM-MCS was opened using the restriction
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enzymes Nhel and BstB1 (at 65°C). All vector backbones were treated with CIP after
digestion and the backbones purified by gel electrophoresis. The backbones were ligated with
the Nhel/BstBI (BstBI is compatible with Clal) fragment coding for the reporter construct
REP. The ligation products were transformed into PIR1 or TOP 10 competent bacteria and
plated on ampicillin LB-agar plates. Colonies were amplified and plasmids were isolated by
minipreps. Positive clones could be identified by restriction digest of minipreps and

subsequent sequence confirmation by Fasteris SA.

Addition of flanking GAPDH sequences in pGLEX41 derived expression vectors
All restriction digest of this paragraph were performed in a 80 pl final volume and incubated

over night at 37°C.

5’GAPDH sequence (SEQ ID NO: 7) was excised from pCR-blunt-5’GAPDH using the
restriction enzyme Nrul and ligated in the expression vectors pPGLEX41-R6K-ampiA-[REP]
and pGLEX41-R6K-ampiB-[REP] which were linearized using Nrul and treated with CIP in
order to avoid re-circularization. After amplification of PIR1 colonies (obtained by
transformation of ligation products) minipreps were analyzed by restriction digest. Clones
pGLEX41-R6K-ampiA-5’GAPDH-[REP] #2 and pGLEX41-R6K-ampiB-5’GAPDH-[REP]
#1 showed bands of the expected size in the restriction analysis, were subsequently confirmed
by sequencing and used for further cloning steps. These new vectors were then opened with
Scal and treated with CIP. The 3’GAPDH fragment (SEQ ID NO: 8) was excised from pCR-
Blunt-3’GAPDH using the same enzyme and ligated into the two backbones in order to
generate pGLEX41-R6K-ampiA-GAPDH-[REP] and pGLEX41-R6K-ampiB-GAPDH-[REP]

expressi on vectors.

The control digest of clones pGLEX41-R6K-ampiA-GAPDH-[REP] #2 and pGLEX41-R6K-
ampiB-GAPDH-[REP] #8 showed bands of the expected size in the restriction analysis . The
insertion of the 3’ GAPDH fragment in the correct orientation was subsequently confirmed by

sequencing (Fasteris).

11.4. Cloning of resistance vectors
Starting point for the cloning of the resistance vectors was the vector pGLEX-MCS-R6K-
ampiA#1. As for expression of resistance genes a weak promoter is sufficient, the mCMV

promoter was replaced by the SV40 promoter. The genes coding for the resistance genes were
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ordered from GeneArt SA (Regensburg, Germany) and either optimized for expression in
Chinese hamster (puromycin: puroA and neomycin: neoA) or reduced in CpG content by

selective codon usage (puromycin: puroB and neomycin: neoB).

Cloning of pGLEX-R6K-AmpiA-PuroA/PuroB:

In order to clone the puromycin resistance in the expression cassette, the vector pPGLEX41-
MCS-R6K-ampiA#1 was opened using the restriction enzymes Nrul and Xbal followed by
treatment with CIP. The insert fragment was ordered from GeneArt and was provided as
insert in GeneArt cloning vector #1013239. It contains the SV40 promoter and the codon
optimized gene for the puromycin resistance (for codon usage of CHO cells). The insert was
cut out of the GeneArt cloning vector using the enzymes Nrul and Xbal (the same as used for
the backbone), purified and cloned into the backbone fragment. Minipreps were prepared and
analyzed by restriction digest. The clone pGLEX-MCS-R6K-ampiA-puroA#1 showed the

correct profile and could be confirmed by sequencing.

This vector was used for the cloning of the vector pPGLEX-MCS-R6K-ampiA-puroB by
exchange of the coding region for the puromycin resistance gene, while leaving the SV40
promoter. The new insert fragment contains a codon-optimized version of the puromycin
gene, where all the CpG sequences that could be eliminated due to alternative codon usage
had been replaced. The fragment has been ordered by GeneArt and was delivered in the
cloning vector # 1016139. In order to release the insert fragment, the GeneArt vector was
digested using the restriction enzymes Xbal and Notl. The insert fragment was purified by gel
electrophoresis and cloned into the backbone of pGLEX-MCS-R6K-ampiA-puroA, after
release of the puromycin open reading frame by restriction digest using Xbal and Notl,
followed by CIP treatment. The resulting vector pGLEX-MCS-R6K-ampiA-puroB#1 was

confirmed directly by sequence analysis.

Cloning of the vectors pGLEX-R6K-ampiA-NeoA and pGLEX-R6K-ampiA-NeoB

In order to clone the neomycin resistance in the expression cassette, the vector pGLEX-R6K-
puroA#1 was opened using the restriction enzymes Xbal and Notl, followed by treatment
with CIP. The insert fragments were ordered from GeneArt and were provided as inserts in
GeneArt cloning vectors #1013242 (neoA) and #1026894 (neoB). They contain the codon
optimized gene for the neomycin resistance for codon usage of CHO cells and the CpG

reduced version of the neomycin resistance, respectively. The inserts were cut out of the
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GeneArt cloning vectors using the enzymes Xbal and Notl (the same as used for the
backbone), purified and cloned into the backbone fragment. Minipreps were prepared and the

clones were confirmed by sequencing.

Cloning of vectors pPGLEX-R6K-ampiB-NeoB and pGLEX41-R6K-ampiB-puroB:

The vector pGLEX41-R6K-puroB#1 was opened using the restriction enzyme BspHI and
subsequently CIPed. The insert fragment contains the ampicillin resistance gene that was
codon optimized for expression in E. coli, while all CpG sequences that could be eliminated
due to alternative codon usage had been replaced. This fragment has been ordered at GeneArt
and arrived in the cloning vector #1016138. In order to release the insert fragment the
GeneArt cloning vector was digested using BspHI. After purification of both insert and
backbone fragment by gel electrophoresis, they were ligated and transformed into PIR1
bacteria. The minipreps were directly sent for sequencing and could be confirmed (pGLEX41-
ampiB-R6K-puroB#1).

The cloning leading to vector pPGLEX-R6K-neoB-ampiB was done by opening pGLEX-R6K-
neoB-ampiA using the restriction enzymes BspHI in order to create the backbone fragment.
Digestion of pGLEX-R6K-ampiB-hygroB using the same restriction enzyme combination
yielded the insert fragment coding for ampiB. The ampiB insert was cloned into the pGLEX-
R6K-neoB-ampiA backbone.

I1.5 Addition of sequences upstream and downstream of the human GAPDH gene into
resistance vectors

The vector pCR-blunt-5’GAPDH was digested with Nrul in order to obtain the 5°GAPDH
insert (3164 bps). The vectors coding for resistance genes were digested with Nrul,
subsequently treated with CIP (Calf intestinal phosphatase, NEB, Ipswich, MA) in order to
prepare the backbone fragments. The 4 different backbone fragments (pGLEX-R6K-neoA-
ampiA, pGLEX-R6K-neoB-ampiB, pGLEX-R6K-puroA-ampiA and pGLEX-puroB-ampiB)
were ligated with the 3164 bps 5’GAPDH insert and transformed into PIR1 competent
bacteria. Restriction digest of minipreps using Apall allowed the identification of clones
pGLEX-R6K-neoB-ampiB-5’GAPDH#5, pGLEX-R6K-neoA-ampiA-5'GAPDH #6, pGLEX-
R6K-puroA-ampiA-5’GAPDH #16 and pGLEX-puroB-ampiB-5’GAPDH #5.
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These intermediate vectors were then cut with the restriction enzyme Scal and treated with
CIP in order to prepare the backbones for ligation. The vector carrying the second insert
fragment, pCR-Blunt-3’GAPDH, was cut using Scal in order to release the insert fragment
(3224 bps) the GAPDH downstream flanking region. The four different backbone molecules |
were ligated with the purified 3224 bps insert fragment and transformed into PIR1 competent
cells. Minipreps were analyzed by restriction digest. Clones showing restriction fragments of
the expected size were pGLEX-R6K-neoB-ampiB-GAPDH #8, pPGLEX-R6K-neoA-ampiA-
GAPDH #1, pGLEX-R6K-puroA-ampiA-GAPDH #1 and pGLEX-puroB-ampiB-GAPDH #4.
The clones were subsequently confirmed by sequencing analysis (Fasteris, Geneva,

Switzerland).

I1.1.5. Midipreparations of plasmids cloned for transfection
In order to have sufficient quantities of plasmids, midipreps were prepared using the
Macherey Nagel kit (NucleoBond Xtra Midi; Macherey Nagel, Oensingen, Switzerland).
After confirmation by restriction digest and sequencing, the plasmids were linearized and
used for transfection in CHO-S cells. Table 3 summarizes the concentrations of plasmid DNA
batches obtained in midipreparations, linearized DNA preps that had been prepared for
transfection, the enzymes used for linearization and the sequence files from Fasteris SA
confirming the identity and the sequence information of the respective plasmid. All midipreps

were confirmed by sequencing before being used for transfections.
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Table 3: Summary of plasmids cloned. Concentration of DNA midipreparation and linearized
midipreparation (with the corresponding enzyme). The GSC number codes for the respective plasmid

and allows to identify relevant sequencing files.

. Conc. of Midi- Enzvme for Conc. of Glenmark
Plasmids preparation ]ineza};'iza don linearized plasmid
(pg/ml) plasmids (pg/ml) code
pGLEX41-R6K-AmpiA-
1538 EcoRV 1019 GSC 2774
[REP}-GAPDH
pGLEX41-R6K-AmpiB-
1243 EcoRV 1233 GSC 2775
[REP}-GAPDH
pGLEX-R6K-AmpiA-neoA-
890 Asel 766 GSC 2776
GAPDH
pGLEX-R6K-AmpiB-neoB-
594 Asel 979 GSC 2777
GAPDH
pGLEX-R6K- AmpiA-
917 Asel 859 GSC 2778
puroA- GAPDH
PGLEX-AmpiB-purob- 869 Asel 1049 GSC 2779
GAPDH
pGLEX41-[REP] 2119 BspHI 868 GSC 2239
pGLEX41-R6K-AmpiA-
865 BspHI 779 GSC 2240
[REP]
pGLEX41-R6K-AmpiB-
1751 BspHI 806 GSC 2249
[REP]
pGLEX-R6K-AmpiA-neoA 890 BspHI 764 GSC 2214
pGLEX-R6K-AmpiB-neoB 767 BspHI 654 GSC 2244
pGLEX-R6K-AmpiA-puroA 708 BspHI 659 GSC 2220
pGLEX-R6K-AmpiB-puroB 574 BspHI 746 GSC 2213
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Example 2: Transfection of cells with expression vectors:

1. Materials and Methods

CHO-S cells and HEK293 cells

Mammalian cells are the preferred host to express proteins because they are capable of correct
folding, assembly and post-transcriptional modification of recombinant proteins. The CHO
cell line was used because they are well characterized and do not serve as a host for most
human pathogenic viruses, making them a relatively safe host for stable therapeutic protein
production. Chinese Hamster Ovary cells (CHO-S, Invitrogen, Carlsbad, CA, USA) were
cultured in suspension in PowerCHO-2 CD medium (Lonza, Verviers, Belgium),
supplemented with 4 mM L-glutamine (Applichem, Germany) and incubated in a shaking
incubator (200 rpm with a circular stroke of 2.5 cm) at 37°C, 5% CO; and 80% humidity.
HEK293 cells are used because they are easy to transfect and allow rapid production of
recombinant proteins up to lower gram amounts. The cells used are HEK293-EBNA cells
(ATCC, Manassas, VA) and are routinely cultured in suspension in Ex-cell 293 medium
(Sigma-Aldrich, St. Louis, MI).

Subcultures of CHO-S and HEK293 EBNA cells were routinely carried out every 3-4 days
using a seeding density of 0.5x10° viable cells/ml in fresh medium. The cells were cultivated
using 10 ml of medium in 50 ml bioreactor tubes (Tubespin Bioreactor 50; TPP, Trasadingen,
Switzerland) containing a permeable filter allowing gas exchange. The cell viability and
concentration were determined with the Countess automated cell counter (Invitrogen,
Carlsbad, CA, USA) using the trypan blue cell exclusion method. Cell concentration was
confirmed by determination of the packed cell volume (PCV) method using PCV tubes (TPP,
Trasadingen, Switzerland) for CHO-S cells.

Packed cell volume (PCV)

The PCV method is based on the centrifugation of a specific volume of culture liquid in a
mini-PCV tube (PCV Packed Cell Volume Tube; TPP, Trasadingen, Switzerland) for 1 min at
5000 rpm. During centrifugation, the cells are pelleted in the graduated capillary at the base of
the tube. The percentage of packed cell volume is then determined by assessing the volume of
the pellet in relationship to the amount of cell culture fluid centrifuged. For example, 1% PCV

indicated that 10 pl of cell pellet was present in 1 ml of culture fluid.
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For routine cell counting of cells, 200 ul of each sample was pipetted in a PCV tube and the
volume of the corresponding pellet (in pl) was read with a ruler (“easy read” measuring
device; TPP, Trasadingen, Switzerland). This volume was multiplied by 5 to have the value
for 1 ml and then it was multiplied using a cell specific correlation factor to obtain an

estimation of the concentration of viable cells (in millions of cells/ml).

“Automatized” cell counting

Cell concentration and viability was determined with the Countess® Automated Cell Counter
(Invitrogen, Carlsbad, CA, USA) in mixing the sample with the same amount of trypan blue.
The solution is then pipetted into the Countess® chamber slide before being read by the
instrument. This instrument allows an automatic read-out of the Neubauer chamber which,

after calibration, determines cell viability and the concentration of dead and living cells.

Flow Cytometry analysis

Flow Cytometry is a technique for the analysis of multiple parameters of individual cells. This
technique allows the quantitative and qualitative analysis of cells that are phenotypically
different from each other, for instance dead from viable cells (according to the size and the
granularity of cells). It also allows the quantification of cells which express a protein of
interest, such as GFP. Cells were collected from the culture by sterile pipetting 300 ul of
samples and were analyzed with a Fluorescence-Associated Cell Sorting (FACS) Calibur flow
cytometer (Becton, Dickinson and Company, Franklin Lakes, NJ, USA) equipped with an air-
cooled argon laser emitting at 488 nm. The analyses were made with the CellQuest software.

GFP emission was detected with the FL-1, using a 530/30-nm band pass filter.

In the first gate, cell debris as well as dead cells were excluded from the analysis in a
SSC/FSC dotplot on linear scale. Then, the GFP fluorescence of living cells was displayed in
a histogram on logarithmic scale. The median value of the fluorescence distribution was used

to assess the GFP expression level of the analyzed cell populations.

IgG quantification method: OCTET QK
The Octet QK system (FortéBio, Menlo Park, CA, USA) performs label-free quantitation of
antibodies, proteins, peptides, DNA and other biomolecules and provides kinetic

characterization of biomolecular binding interactions. A correlation between the binding rate
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(nm) and the accumulated IgG1 concentration (ug/ml) of the sample allows quantification of

the IgG titer with a calibration curve.

Cell samples were centrifuged 5 min at 300 g. The supernatant was then diluted (1/5 for IgGl1
antibody) with the Octet Buffer in a 96 well plate before being analyzed with the Octet using
Protein A biosensors (Protein A DIP and READ™ Biosensor, Forté Bio, USA) to obtain the

antibody concentration per well.

Transient transfection using JetPEI

Transient and stable transfection of CHO-S and HEK293 EBNA cells was performed using
polyethyleneimine (PEI; JetPEIL, Polyplus-transfection, Illkirch, France). PEI is a cationic
polymer which can complex with negatively charged molecules such as DNA. The positive
charged DNA-PEI complex binds to the negatively charged cell surface and is internalized by
endocytosis. It reaches the lysosome compartment from where it is released by lysis to the
nucleus. The high transfection efficiency with DNA-PEI complexes is due to the ability of
PEI to protect DNA from lysosomal degradation. The cells were transfected according to the

manual provided by the manufacturer.

All plasmids were linearized before stable transfection (100 ug of DNA re-suspended in 100
ul Tris-EDTA, pH 7.5). For transient transfection circular plasmids were directly used from
midipreparation DNA. In this study, transient transfections were kept in 50 ml bioreactor

tubes and no antibiotics were added.

Stable CHO-S clones expressing IgG1 and GFP were obtained by co-transfecting one
expression vector and two resistance vectors (coding for puromycin or neomycin resistance,

respectively).

Selection of stable pools and minipools

Transfection efficiency was determined 24h after transfection by Flow Cytometry (BD FACS
Calibur cytometer, #1293) by analysing the intracellular GFP expression. If the percentage of
GPF positive cells was higher than 20 %, the transfected cells were diluted with selective
medium and distributed into 96 well plates (for limiting dilution to generate isolated stable

minipools) or in T-Flasks (to generate stable pools). The selective medium used was
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PowerCHO-2, 4 mM glutamine, supplemented with different concentrations of geneticin and

puromycin.

Seven days after transfection, the selection stringency was renewed by adding selection
medium to the cells. As soon as colonies in 96 well plates were confluent, the plates were read

using a fluorescence reader.

The pools in T-Flasks were expanded to tubespin scale using antibiotic-free PowerCHO-2, 4
mM L-glutamine. Their viability and concentration were evaluated with the Countess
automated cell counter (Invitrogen, Carlsbad, CA, USA). As soon as the cell density allowed
it, a seed train was started for every pool by seeding cells at a density of 0.5x10° cells/ml in 10
ml medium in 50 ml bioreactor tubes (incubated in a shaker (200 rpm) at 5% CO,, 37°C and
80% humidity). Each seed train was passaged twice a week by seeding the cells at 0.5x10°
cells/ml in growth medium (cell concentration was determined by PCV analysis). The seed

train was used for the inoculum of all productions runs (batches).

For the next 4-5 weeks productions runs were seeded once a week in duplicates. The pool
stability was evaluated by FACS and IgG expression as described above for clonal

populations.

Production runs (batch fermentation)

The batch runs of cell pools were seeded at a concentration of 0.5x10° cells/ml using the seed
train for inoculation and cells were then cultured for 7 days in Feed media. On day 4 and 8,
200 pl of cells were centrifuged for 5 min at 300 g and the supernatant was analyzed for
accumulated IgG using the Octet. In addition, the GFP expression of each batch was analyzed
by FACS. |

2. Results

2.1 Expression in transient in CHO cells:

The vectors compared in this study differ mainly in their backbone. The entire expression
cassette (Promoter, first intron, expression construct, poly (A)) is exactly the same for all
vectors. The vectors are derived from the vector pGLEX41 as described in Example 1. In one

vector, the ampicillin resistance gene was codon optimized for expression in E. coli and the
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bacterial backbone was reduced to a minimum: pGLEX41-R6K-AmpiA-[REP] (in short A).
In a second vector, the ampicillin resistance gene was codon optimized for expression in E.
coli, but all CpG sequences were avoided, by using alternate codons (when possible): This
vector is called pPGLEX41-R6K-AmpiB-[REP] (in short B). The third modification included
the use of the GAPDH flanking sequences that were cloned upstream and downstream of the
expression cassette of the vectors A and B giving the vectors pGLEX41-R6K-AmpiA-[REP]-
GAPDH (in short GAPDH_A) and pGLEX41-R6K-AmpiB-[REP]-GAPDH (in short
GAPDH_B).

Transient transfections of CHO-S cells (Invitrogen) were done in order to compare the
expression level of the reporter proteins expressed in the context of the different plasmid
backbones. The transfections (in duplicate) were performed in 50 ml bioreactor tubes (TPP,
Trasadingen, Switzerland) using 10 ml of final medium volume and analyzed on day 5 after

transfection by Octet (Fig. 2).

All vectors (A and B) with corrected backbone show a slightly higher expression level than
the control vectors pGLEX41. There is only a minor difference between the vectors A and B.
This is expected, because the only difference in the backbone is the ampicillin resistance

which should not have an impact on transient expression.

The most striking observation is the positive effect of the GAPDH sequences on expression.
A 2-fold higher expression level is obtained with the plasmid harbouring the GAPDH
flanking sequences compared to the ones without the GAPDH sequences. This is true for both
A and B constructs. Compared to the pGLEX41 vector, a 3-fold higher expression can be
observed. This is even more surprising if the size of the plasmids is taken into account. The
vector A (7048 bps) is almost half the size compared to the vector GAPDH-A (13436 bps).
Therefore, assumed that the amount of delivered DNA during the process of transient
transfection is the same for all plasmids, only half the molar amount of GAPDH-A is

delivered to the nucleus.

2.2 Expression in transient in HEK293 cells
Transient transfections of HEK293 EBNA cells were done in order to compare the expression
level of the reporter proteins expressed in the context of the different plasmid backbones. The

transfections (in duplicate) were performed in 50 ml bioreactor tubes (TPP, Trasadingen,
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Switzerland) using 10 ml of final medium volume and were analyzed on day 10 after

transfection by Octet (Fig. 3).

The results shown in figure 3 show a significant increase in expression that can be obtained
using the GAPDH flanking regions in HEK293 EBNA cells. The GAPDH-B vector is
showing a threefold increase in expression, whereas the GAPDH-A vector shows an even
higher increase in expression of 5-fold. These vectors do not contain the oriP element and

might therefore have a potential for even higher titers.

2.3 Expression in stable CHO cell lines

Establishment of stable transfected cells

Stable populations were generated by co-transfecting an expression vector and vectors coding
for resistance genes, followed by selection pressure mediated by antibiotics. The selection
pressure was removed 14 days after transfection. These steps allowed the generation of stable
minipools and stable pools which were cultured in regular intervals in production runs in
order to compare the expression levels of the reporter proteins (IgG1 antibody and GFP) of

the different constructs and the stability of expression.

Reporter protein expression study on production runs performed with cell pools

Pools were generated by stable transfection. During the selection procedure (the first 14 days
after transfection) the pools were analyzed by FACS. An increase of the GFP positive cell
fraction together with the viability of the culture could be observed over the time. The
selection pressure mediated by the antibiotics was removed from the pools after 14 days.
Using this approach no cell pools transfected with the “B” plasmids could be obtained. The
expression level of the generated pools was assayed as soon as the cells could be cultured in
50 ml bioreactor tubes. Batches were done in duplicates. The cells were analyzed.by FACS
for GFP expression and the accumulation of IgG in the supernatant was assayed by Octet after

8 days of expression.

A proportional relationship could be observed between the IgG titers and the GFP expression
of the pools. Therefore, only the 1gG data are shown in figure 4. All pools transfected with
vectors containing GAPDH sequence show higher expression compared to the vector
pGLEX41 or with the same vector without GAPDH sequence (factor of 2.8 between A and A-
GAPDH. No conclusion could be drawn between B and B-GAPDH as no B pools survived).
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Transfections performed with A-GAPDH and B-GADPH induced a higher expression of 1gG
(2.7 and 3.5 folds more respectively) than pGLEX41 transfection (for batch-2). Therefore in
pools, the GAPDH flanking sequences seem to be favourable for the production of proteins.
Finally, transfections performed with B-GADPH vectors induced a higher expression of IgG
than the transfection performed with A-GAPDH (factor of 1.25). Therefore, the CpG

reduction in resistance genes seems to be favourable for the stable production of proteins, too.

Expression level study on clonal populations

Cells were transfected and distributed in 96 well plates in selective medium in order to obtain
clonal or oligoclonal populations. After 7 days the selection pressure was refreshed by
addition of selective medium to the cells. The expression of GFP was assessed 14 days after

transfection by using an ELISA-plate reader. The results are shown in figure 5.

Confirming the results obtained in cellular pools, cells transfected with vectors containing
GAPDH flanking sequences expressed significantly more GFP than the same backbone
without GAPDH up-and downstream sequences (factors from 1.7 to 2 fold) or the other
vectors used as control (pGLEX41: 2.5 fold) (Fig. 5). In addition, populations with vectors
containing resistance sequences which had been CpG reduced (B) induced a higher
expression than the corresponding vectors which had only been codon optimized (A) (1.5 fold
between A and B; 1.2 fold between B and B-GAPDH).

From the expression study several conclusions could be drawn. First, the GAPDH up- and
downstream sequence allows higher expression than the standard vector that was used as a
benchmark (pGLEX41). Also a lower expression level is obtained when cells are transfected
with the same vector backbone without the GAPDH sequences confirming that the beneficial
effect on the expression is related to the inserted GAPDH flanking sequences. In addition, the
reduction of CpG number in the expression and selection plasmids seems to be slightly

favourable for expression, too.

Example 3: Transient expression level of CHO-S GMP cells transfected with new
designed vectors .

It has been described in the literature that the 5° region of the GAPDH promoter harbours a
potential insulin as well as a phorbol ester response element (Alexander-Bridges et al., (1992)

Advan Enzyme Regul, 32: 149-159). The phorbol ester response element (-1040 -1010 bps) is
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situated upstream of what is usually referred to as the GAPDH promoter (-488 - +20). In a
deletion study performed in stable H35 Hepatoma cell lines, the authors were not able to
demonstrate a significant effect of the deletion of basepairs -1200 to -488 (relative to the
transcription starting point). Therefore the phorbol ester response element might not be
functionally linked to the expression driven from the GAPDH promoter. Nevertheless a
transient transfection experiment was performed in order to evaluate the contribution of
insulin and PMA (phorbol-12-myristate-13-acetate, the most common phorbol ester) in the
increase in transient and stable expression that was observed using the plasmids containing

the GAPDH flanking elements.

In order to obtain insulin free growth medium, PowerCHO2 was prepared from powder
medium and no insulin was added. PMA was purchased from Sigma (St. Louis, MO), and
was dosed at a final concentration of 1.6 uM (corresponding to the concentration used by

Alexander-Bridges on H35 Hepatoma cell lines) in PowerCHO?2 (+/- Insulin).

Transfections were performed in 50 ml bioreactor tubes (Tubespins, TPP, Trasadingen,
Switzerland) as described previously. In order to avoid the presence of insulin provided by
OptiMEM (Life technologies, Carlsbad, CA), the transfection medium was changed to
RPMI1640 (PAA, Pasching, Austria) supplemented with 4 mM Gln and 25 mM HEPES.
After transfection, the cells were distributed in 12 well plates and 1 ml of the four different
media was added (PowerCHO2, 4mM Gln, +/-insulin; PowerCHO2, 4mM GIn, 1.6 uM PMA,
+/- insulin). Again, the reporter construct expressing IgG1 and GFP using two IRES was used
(described in example 2). This vector allowed verification of the transfection efficiency. The
percentage and the viability of transfected cells were found similar in all four different media

preparations.

As shown in figure 6, no significant effect of insulin depletion and/or PMA addition could be
observed during this experiment. Similar titers were obtained in all media used for expression.
This suggests that the potential phorbol ester and the insulin response elements present in the

upstream flanking sequence of the GAPDH gene do not affect transient transgene expression.
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Example 4: Fragmentation analysis of DNA flanking the GAPDH expression cassette
upstream of the promoter and downstream of the polyA site in order to study the effect
on reporter gene expression

The human GAPDH locus is located on chromosome 12 of the human genome. GAPDH is
described to be constitutively active in all cells of mammalian origin, as the enzyme is a key
player in the metabolism of glucose. Upstream of the promoter, the GAPDH gene is flanked
by NCAPD2, a gene that stretches over more than 30000 bps. Downstream of the
polyadenylation site, the GAPDH gene is flanked by IFFO1 (see figure 7 for details).

Not only GAPDH and the promoter, but also the flanking regions are well conserved between
different species (see Table 4).

Table 4: Stretches of high homologies between human, rat and mouse GAPDH flanking regions.
Analysis was done using clone manager 9 (ScieED, Cary, NC, USA). The numbering is relative to the
first base of the upstream or the downstream flanking element, respectively (Sequence ID NO: 7 and
Sequence ID NO: 8, respectively). Sequences used for alignment were for mouse bases 532-3731
(upstream) and 8164-11364 (downstream) of Sequence ID No 18 and for rat bases 719-3918
(upstream) and 8495-11058 (downstream) of Sequence ID No 19,

Upstream region Downstream
Sequences of Sequences of Sequences of Sequences of
homology [rat] homology [mouse] | homology [rat] homology [mouse]
>80% [>90% | >80 % >90 % | >80 % >90 % >80 % >90 %
161-249 | 279-331 | 15-69 278- 1608-1764 | 1706- 1614-1671 | 1904-2061
329 1764
256-338 | 554-623 | 159-249 | 546- 1894-2067 | 1912- 1888-2072 | 2927-3071
626 2061
515-659 273-342 2918-3082
2296- 515-647
2349
2381- 1143-
2513 1223
2736- 1957-
2818 2009
2029-
2080
2375-
2485
2730-
2821

A comparison of the DNA homology between rodent and human shows a minimum of DNA
conservation of 38%. The presence of a conserved stretch of DNA outside of a promoter

region or a region coding for a gene indicates that there might be a selection pressure on the
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cell to maintain the DNA sequence or to allow only certain/minor changes. In our specific
case, the GAPDH flanking regions might be important for the cells because they maintain a
high expression level of the GAPDH genes. Changes in the DNA sequence leading to

decrease of expression would be selected against.

In order to evaluate the contribution of the upstream and the downstream GAPDH element to
the observed increase in expression, constructs were made containing only the upstream
GAPDH flanking region (SEQ ID NO: 7), fragments of the upstream GAPDH flanking region
or the downstream GAPDH flanking region (SEQ ID NO: 8). The reporter IgG1 type
antibody was expressed by an IRES construct (Light chain-IRES-heavy chain), therefore
avoiding co-transfection of multiple plasmids. Details on the fragmentation of the GAPDH
upstream fragment are shown in figure 8. The following fragments of the upstream GAPDH
flanking region were used: Fragment 1 (SEQ ID NO: 9), fragment 2 (SEQ ID NO: 10),
fragment 3 (SEQ ID NO: 11), fragment 4 (SEQ ID NO: 12), fragment 8 (SEQ ID NO: 13),
fragment 9 (SEQ ID NO: 14), fragment 11 (SEQ ID NO: 15), fragment 17 (SEQ ID NO: 16).

The upstream GAPDH flanking region (SEQ ID NO: 7) used does contain 2 times 3 (in total
6) nucleotides of the Nrul restriction site of which three are linked to the genomic DNA at its
5’ and three are linked to the genomic DNA its 3’ end. The downstream GAPDH flanking
region (SEQ ID NO: 8) used does contain two times 3 (in total 6) nucleotides of the Scal
restriction site of which three are linked to the genomic DNA at its 5° and three are linked to
the genomic DNA its 3° end. The upstream GAPDH flanking region and the downstream
GAPDH flanking region without the nucleotides of the respective restriction site are shown in
SEQ ID NO: 20 (upstream GAPDH flanking region without restriction sites) and SEQ ID
NO: 21 (downstream GAPDH flanking region without restriction sites). The fragments of the
upstream GAPDH flanking region used does each contain 3 nucleotides of the respective
restriction site at its 5 and/or its 3’ end linked to the genomic DNA (Fragment 1 contains 3
nucleotides of the Nrul restriction site at its 5’end; Fragment 2 contains 3 nucleotides of the
Nrul restriction site at its 3’end; Fragment 3 contains 3 nucleotides of the Nrul restriction site
at its 5’end: Fragment 4 contains 3 nucleotides of the Nrul restriction site at its 3’end;
Fragment & contains 3 nucleotides of the Nrul restriction site at its 3’end; Fragment 9 contains
3 nucleotides of the Nrul restriction site at its 5’end and 3 nucleotides of the Nrul restriction
site at its 3’end; Fragment 11 contains 3 nucleotides of the Nrul restriction site at its 3’end).

Fragment 17 does not contain nucleotides of a restriction site. The fragments of the upstream
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GAPDH flanking region without the nucleotides of the respective restriction site are shown in
SEQ ID NO: 22 (fragment 1 without restriction site), SEQ ID NO: 23 (fragment 2 without
restriction site) SEQ ID NO: 24 (fragment 3 without restriction site), SEQ ID NO: 25
(fragment 4 without restriction site), SEQ ID NO: 26 (fragment 8 without restriction site),
SEQ ID NO: 27 (fragment 9 without restriction sites), SEQ ID NO: 28 (fragment 11 without

restriction site).

The effect of the upstream and the downstream GAPDH elements on expression was assessed
on day 10 after transfection using the Octet (Fortebio, Menlo, CA, USA) in order to quantify
the amount of secreted IgG1 in the supernatant (see figure 9). pPGLEX41, the original vector is
giving lower expression results (80%) compared to the improved new vector design used in
the pGLEX41-ampiA backbones. Compared to the original pGLEX41 backbone the new
design includes codon optimization of the ampiA gene necessary for ampicillin resistance in
E. coli, a different origin of replication (R6K instead of pUC origin of replication) and
elimination of unnecessary linker (or spacer) sequences of bacterial origin. Both vectors have

approximately the same size.

Surprisingly, pGLEX41-ampiA including the upstream (SEQ ID NO: 7) and downstream
element (SEQ ID NO: 8), (named pGLEX41-up/down in figure 9 showing the expression
results) is giving higher expression (factor 1.5) compared to the same vector without the
upstream and downstream sequences. If one considers the difference in size (up/down
fragments increase the size of the plasmid by approximately 6000 bps) and therefore the
differences in delivered plasmid copies during transfection, the effect might even more

important on a per plasmid basis.

The vector containing only the upstream fragment (up) is showing an expression level similar
to the original expression construct pGLEX41-ampiA. The vector containing only the
downstream fragment (down) is showing a significant increase (factor 1.2) in expression
compared to the original expression construct pPGLEX41-ampiA. A further increase in
expression can be observed if both, the up- and the downstream fragment are present. This is
confirmed by the fragmentation of the upstream fragments. Fragment 9 and the promoter
proximal fragment 8 do not show any difference in expression compared to pGLEX41-
ampiA. Fragment 1, 11 and 17 show an increase in expression. The highest increase was

observed for fragment 4. It should be highlighted that the promoter proximal fragment 8 is not
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showing any effect. Therefore the increase in expression cannot be explained by previously
published sequences (Alexander-Bridges et al., (1992) Advan Enzyme Regul, 32: 149-159),
Graven et al., (1999) Biochimica et Biophysics Acta 147: 203-218).

Interestingly, fragments 2 and 3 lead to a significant decrease in expression. This is
unexpected, especially in view of the fact that these fragments cloned in the opposite direction
(antisense (AS) in figure 9) do not cause this effect. For the fragments 1, 8,9, 11 and 17 no
difference in expression was observed for fragments that were integrated in sense or antisense
orientation (data not shown). Fragment 11, although a part of fragment 2, does not show this
effect. Therefore the sequence element that seems to be detrimental to expression should be at
least partially on the BstBI-BstBI fragment that was deleted in fragment 2 in order to obtain
fragment 11.

In addition, the hypothesis that a negative element is located (at least partially) on the BstBI-
BstBI fragment is supported by the increase in expression observed between fragment 3

(which includes the BstBI-BstBI fragment) and fragment 1.

While it seems easy to localize the fragment having a negative effect (BstBI-BstBI), from this
study it is less obvious how this negative effect observed for fragment 2 and 3 is compensated
by sequence elements present in the complete upstream fragment. It could be that this
negative effect is balanced out by the small positive effect that was observed by fragment 1
and fragment 4 (but the increase in expression for fragment 1 is less than for fragment 4).
Nevertheless the positive effect for fragment 4 (factor 1.25) observed seems less important
compared to the negative effect (factor 0.4). Furthermore fragment 9, which is the entire
upstream region without the BstBI-BstBI fragment does not show increased expression
compared to the entire GAPDH upstream flanking region (nevertheless, fragment 9 includes
the EcoRV-BstBI fragment which is part of fragment 2 and 3 and might have a negative effect

on expression).

It can only be speculated about the mechanism behind the observed effects. The orientation
dependency of the negative effect on expression observed with fragments 2 and 3 excludes
the expression of non-identified open reading frames (for example expression of an ncRNA),
because there are no surrounding promoters that could trigger the expression of only one

orientation. The fact that the expression is reduced below the basal level shows not only the
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absence of a positive effect (for example an enhancer activity), but rather the presence of an

orientation dependent negative effect.

In summary, a surprising increase of expression in transient in CHO cells is observed if both
flanking regions, the upstream and the downstream region, are present in the expression
plasmid. Although fragment 4 seems to have a significant positive effect on expression, no
single fragment could be identified that is responsible for the entire increase of expression that
was observed. The increase of expression of the expression vector pGLEX41-ampiA

(up/down) seems to be the summary effect of both, up- and downstream flanking region.

Example 5: Cloning of the non-translated genomic DNA sequence upstream of the

Chinese hamster GAPDH gene and the Chinese hamster promoter

1.1 Cloning of the non-translated genomic DNA sequence upstream of the Chinese
hamster GAPDH gene into an expression vector

The non-translated genomic DNA sequence upstream of the Chinese hamster GAPDH gene
was amplified from genomic DNA of CHO-S (Life Technologies) cells by PCR. Genomic
DNA was extracted as described in Example 1. Constructs were prepared using the mouse
CMYV promoter or the Chinese hamster GAPDH promoter for the expression of the reporter

gene construct [REP] described in Example 1.

For cloning of the genomic DNA sequence upstream of the Chinese hamster GAPDH gene in
combination with the mouse CMV promoter, primers GlnPr1896 and GInPr1897 were used
for amplification of the 3 kbs fragment (bps 672 to 3671 of SEQ ID No 29) using the PCR
protocol described in Example 1 and leading to the amplicon with the SEQ ID No 30. The
amplicon contains the genomic DNA sequence upstream of the Chinese hamster GAPDH

gene and 5” and 3’ restriction sites that were introduced by the primers.

For cloning of the genomic DNA sequence upstream of the Chinese hamster GAPDH gene in
combination with the Chinese hamster GAPDH promoter, primers GInPr1902 and GInPr1905
were used in order to amplify the 3508 bps fragment containing the genomic DNA sequence
including the genomic DNA sequence upstream of the Chinese hamster GAPDH gene and the
GAPDH promoter (bps 672 to 4179 of SEQ ID No 29) leading to the amplicon with the SEQ
ID No 31. In a second PCR, GInPr1901 and GInPr1902 were used for amplification of the 508
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bps fragment containing only the promoter region (bps 3672 to 4179 of SEQ 1D No 29),
leading to the SEQ ID No 32. The intron used in the vector “A” (described in Example 1) was
amplified using primers GIlnPr1903 and GlnPr1904.

A first fusion PCR was performed with primers GInPr1904 and GInPr1901 using the
amplicon with SEQ ID NO: 32 and the amplicon with the intron sequence as templates. The
amplicon contains the Chinese hamster GAPDH promoter, an intron and 5° and 3’ restriction

sites that were introduced by the primers. All primers are shown in Table 5.

A second fusion PCR was performed with primers GInPr1905 and GInPr1904 using the
amplicon with SEQ ID No. 31 and the amplicon with the intron sequence as templates. The
amplicon contains the genomic DNA sequence upstream of the Chinese hamster GAPDH
gene, the Chinese hamster GAPDH promoter, an intron and 5’ and 3’ restriction sites that

were introduced by the primers.

After purification on a 1% agarose gel, the bands of interest were cut out and purified using
the kit “NucleoSpin Gel and PCR Clean-up” (Macherey Nagel, Oensingen, Switzerland). The
purified fragments were cloned into the plasmid pCR_Blunt using the Zero Blunt PCR
cloning Kit (Invitrogen, Carlsbad, CA, USA). Ligation products were transformed into
competent E.coli TOP10 (One Shot® TOP 10 Competent E. coli; Invitrogen, Carlsbad, CA,
USA) and analyzed by restriction analysis of minipreps. This led to the plasmids
pCR_blunt{[CHO-upstreamGAPDH], containing the genomic DNA sequence upstream of the
Chinese hamster GAPDH gene, pCR_Blunt{CHO-upstreamGAPDH_GAPDHpromoter]
containing the genomic DNA sequence upstream of the Chinese hamster GAPDH gene and
the GAPDH promoter and intron from vector “A” and pCR_Blunt{CHO-GAPDHpromoter]

containing the GAPDH promoter and the intron from vector “A”.

For evaluation of the amplicons on their effect on expression of a secreted gene, the vector
“A” (described in Example 1) was used. As described previously, the expression cassette used
in this vector contains a polycistronic gene coding for a secreted IgG1 and GFP (see Example
1). Transfected cells will therefore secrete the IgG1 monoclonal antibody and accumulate

intracellular GFP in a dependent manner.
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In order to release the 3 kb insert fragment containing the genomic DNA sequence upstream
of the Chinese hamster GAPDH gene, the plasmid pCR_Blunt[ CHO-upstreamGAPDH] was
digested using the restriction enzyme Nael. This insert was cloned in the backbone of “A”,
digested using the restriction enzyme Nrul and CIPed (CIP; NEB, Ipswich, MA, USA).
Backbone and insert were ligated together using T4 DNA ligase (T4 DNA ligase, NEB,
Ipswich, MA, USA) and subsequently transformed into competent E.coli PIR1. Clones were
picked for miniprep preparation and subsequent restriction analysis. The resulting plasmid
was called “A_GAPDH_UP”, confirmed by sequencing analysis and produced in midiprep
scale using the NucleoBond Xtra Midi kit (Macherey Nagel, Oensingen, Switzerland).

For the cloning of expression constructs using the Chinese hamster GAPDH promoter, the
insert fragments were released from plasmids pCR_Blunt[CHO-upstreamGAPDH_GAPDH
promoter] and pCR_Blunt{ CHO-GAPDHpromoter] by digestion using the restriction
enzymes Nhel and Nrul. The resulting fragments were cloned in the backbone of vector “A”,
opened using the same enzymes and CIPed. After ligation with T4 DNA ligase and
transformation into competent E.coli PIR1, clones were picked for miniprep restriction
analysis. The resulting plasmids were called “A_GAPDH_UP_Prom” (plasmid with non-
translated genomic DNA sequence upstream of the Chinese hamster GAPDH and the
promoter) and “A_PR” (plasfnid with only the promoter) confirmed by sequencing analysis
and produced in midiprep scale using the kit NucleoBond Xtra Midi (Macherey Nagel,

Oensingen, Switzerland).

2. Assessment of the effect of the non-translated genomic DNA sequence upstream of the
Chinese hamster GAPDH gene on the expression of the reporter gene construct

CHO-S cells were transfected in tubespins bioreactors using 10 ml of medium volume (as
described in Example 2). The transfected cells were incubated in a shaking incubator with 200
rpm agitation at 37°C, 5 % CO2 and 80 % humidity. The supernatants of the cells were
analyzed for IgG1 expression using the Octet QK system with Protein A biosensors,
(FortéBio, Menlo Park, CA, USA). The results are shown in Figure 10.

The expression level of the plasmid containing the GAPDH promoter (“A_PR”) compared to
the mouse CMYV promoter (A) is reduced by 50 %, indicating that the Chinese hamster

GAPDH promoter is not as strong as the viral promoter. The plasmid containing the non-
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translated genomic DNA sequence upstream of the Chinese hamster GAPDH gene in
combination with the Chinese hamster GAPDH promoter (“A_GAPDH_UP_Prom”) shows a
two fold increase in expression compared to the construct having only the GAPDH promoter
(“A_PR”). The plasmid containing the non-translated genomic DNA sequence upstream of
the Chinese hamster GAPDH gene and the mouse CMV promoter “(A_GAPDH_UP”’) shows
the highest expression and an increase of more than 40% over the plasmid containing only the
mouse CMV promoter (“A”). This confirms that the non-translated genomic DNA sequence
upstream of the Chinese hamster GAPDH gene has an enhancer effect on the expression of

the reporter protein.

Table S: Primers used for cloning in Example §

Primer SEQ Sequence Orien- Restrn.
ID No tation site

GlnPr SEQID | TACGGCCGGCTTCACTGTACAGTGGCACAT forward | Nael
1896 No 33

GlnPr SEQID | TCAGGCCGGCCGTGGTTCTTCGGTAGTGAC reverse Nael
1897 No 34

GlnPr SEQID | TACTCGCGAAGAAGATCCTCAACTTTTCCACAGCC forward | Nrul
1901 No 35

GloPr | SEQID | GTTCACTAAACGAGCTCTGCTATTTATAGGAACTGGGGTG | reverse |/
1902 No 36

GlnPr | SEQID [ CACCCCAGTTCCTATAAATAGCAGAGCTCGTTTAGTGAAC forward |/
1903 No 37

GInPr | SEQID | CGCTAGCACCGGTCGATCGA reverse | Nhel
1904 No 38
GInPr | SEQID | TACTCGCGATTCACTGTACAGTGGCACATAC forward | Nrul

1905 No 39
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Claims

An expression cassette which comprises a promoter, a polynucleotide sequence encoding a
polypeptide, and expression enhancing element wherein expression enhancing element
comprises a non-translated genomic DNA sequence downstream of a eukaryotic
Glyceraldehyde 3-phosphate dehydrogenase (GAPDH) promoter, wherein the polypeptide
encoded by the polynucleotide sequence is not GAPDH, and wherein the non-translated
genomic DNA sequence downstream of the eukaryotic GAPDH promoter starts within a
region spanning from nucleotide position around +1 to nucleotide position around +7000,
wherein the nucleotide position is relative to the transcription start of the GAPDH mRNA,
and wherein the length of the non-translated genomic DNA sequence downstream of the

eukaryotic GAPDH promoter is from around 100 to around 15000 nucleotides.

The expression cassette of claim 1, wherein the expression cassette further comprises a
non-translated genomic DNA sequence upstream of a eukaryotic GAPDH promoter,
wherein the non-translated genomic DNA sequence upstream of the eukaryotic GAPDH
promoter starts within a region spanning from around the 5 end of the eukaryotic GAPDH
promoter to nucleotide position around -3500, wherein the nucleotide position is relative
to the transcription start of the GAPDH mRNA, and wherein the length of the non-
translated genomic DNA sequence upstream of the eukaryotic GAPDH promoter is from

around 100 to around 15000 nucleotides.

An expression cassette which comprises a promoter, a polynucleotide sequence encoding a
polypeptide, and a non-translated genomic DNA sequence upstream of a eukaryotic
GAPDH promoter, wherein the polypeptide encoded by the polynucleotide sequence is not
GAPDH, and wherein the non-translated genomic DNA sequence upstream of the
eukaryotic GAPDH promoter starts within a region spanning from around the 5° end of the
eukaryotic GAPDH promoter to nucleotide position around -3500, wherein the nucleotide
position is relative to the transcription start of the GAPDH mRNA, wherein the length of
the non-translated genomic DNA sequence upstream of the eukaryotic GAPDH promoter
is from 100 to around 15000 nucleotides, with the proviso that the expression cassette

does not comprise a eukaryotic GAPDH promoter or fragments thereof.

The expression cassette of claim 3, wherein the expression cassette further comprises a

non-translated genomic DNA sequence downstream of a eukaryotic GAPDH promoter,
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wherein the non-translated genomic DNA sequence downstream of the eukaryotic
GAPDH promoter starts within a region spanning from nucleotide position around +1 to
nucleotide position around +7000, wherein the nucleotide position is relative to the
transcription start of the GAPDH mRNA, and wherein the length of the non-translated
genomic DNA sequence downstream of the eukaryotic GAPDH promoter is from around

100 to around 15000 nucleotides.

The expression cassette of any one of claims 1 to 4, wherein the non-translated genomic
DNA sequence downstream and/or upstream of the eukaryotic GAPDH promoter is not

operably linked to the polynucleotide sequence encoding the polypeptide.

The expression cassette of any one of claims 1 to 4, wherein the expression cassette

further comprises a polyadenylation site.

The expression cassette of claim 1 or 4, wherein the length of the non-translated genomic
DNA sequence downstream of the eukaryotic GAPDH promoter is around 10 nucleotides

and extends at its maximum to the second last intron of the IFF01 gene or to a part thereof.

The expression cassette of claim 1 or 4, wherein the non-translated genomic DNA
sequence downstream of the eukaryotic GAPDH promoter starts downstream of the
cukaryotic GAPDH polyadenylation site and wherein the length of the non-translated
genomic DNA sequence downstream of the eukaryotic GAPDH promoter is at least
around 100 nucleotides and extends at its maximum to the second last intron of the IFF01

gene.

The expression cassette of claim 2, wherein the length of the non-translated genomic DNA
sequence upstream of the eukaryotic GAPDH promoter is at least around 100 nucleotides

and extends at its maximum to the start codon of the NCAPD2 gene.

The expression cassette of claim 2, wherein the length of the non-translated genomic DNA
sequence upstream of the eukaryotic GAPDH promoter is at least around 100 nucleotides

and extends at its maximum to the third last intron of the NCAPD2 gene.
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The expression cassette of claim 3, wherein the length of the non-translated genomic DNA
sequence upstream of the eukaryotic GAPDH promoter is at least 100 nucleotides and

extends at its maximum to the start codon of the NCAPD?2 gene.

The expression cassette of claim 3, wherein the length of the non-translated genomic DNA
sequence upstream of the eukaryotic GAPDH promoter is at least 100 nucleotides and

extends at its maximum to the third last intron of the NCAPD?2 gene.

The expression cassette of any one of claims 1 to 4, wherein the non-translated genomic
DNA sequence downstream and/or upstream of the eukaryotic GAPDH promoter is of

mammalian origin.

The expression cassette of claim 13, wherein the non-translated genomic DNA sequence
downstream and/or upstream of the eukaryotic GAPDH promoter is of rodent or human

origin.

The expression cassette of claim 1 or 4, wherein the non-translated genomic DNA
sequence downstream of the eukaryotic GAPDH promoter comprises the nucleotide
sequence selected from the group consisting of SEQ ID NOs: 8 and 21 or fragments

thereof.

The expression cassette of claim 1 or 4, wherein the non-translated genomic DNA
sequence downstream of the eukaryotic GAPDH promoter comprises a nucleotide
sequence complementary to the nucleotide sequence selected from the group consisting of

SEQ ID NOs: 8 and 21 or fragments thereof.

The expression cassette of claim 1 or 4, wherein the non-translated genomic DNA
sequence downstream of the eukaryotic GAPDH promoter comprises a nucleotide
sequence at least 80% identical to the nucleotide sequence selected from the group

consisting of SEQ ID NOs: 8 and 21 or fragments thereof.

The expression cassette of claim 2 or 3, wherein the non-translated genomic DNA
sequence upstream of the eukaryotic GAPDH promoter comprises a nucleotide sequence

selected from the group consisting of SEQ ID NO: 7,9, 10, 11, 12, 13, 14, 15, 16, 20, 22,
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23,24, 25, 26, 27 and 28 or fragments thereof.

The expression cassette of claim 18, wherein the nucleotide sequence selected from the
group consisting of SEQ ID NOs: 7,9, 10, 11, 12, 13, 14, 15, 16, 20, 22, 23, 24, 25, 26, 27

and 28 or fragments thereof comprises five or less nucleic acid modifications.

The expression cassette of claim 2 or 3, wherein the non-translated genomic DNA
sequence upstream of the eukaryotic GAPDH promoter comprises a nucleotide sequence
complementary to the nucleotide sequence selected from the group consisting of SEQ ID
NO:7,9,10, 11, 12, 13, 14, 15, 16, 20, 22, 23, 24, 25, 26, 27 and 28 or fragments thereof.

The expréssion cassette of claim 2 or 3, wherein the non-translated genomic DNA
sequence upstream of the eukaryotic GAPDH promoter comprises a nucleotide sequence
at least 80% identical to the nucleotide sequence selected from the group consisting of
SEQID NO:7,9,10, 11, 12, 13, 14, 15, 16, 20, 22, 23, 24, 25, 26, 27 and 28 or fragments

thereof.

The expression cassette of any one of claims 1 to 4, wherein the promoter and the

polynucleotide sequence encoding a polypeptide are operatively linked.

The expression cassette of claim 1 or 4, wherein the non-translated genomic DNA
sequence downstream of the eukaryotic GAPDH promoter is orientated in the same

direction as the polynucleotide sequence encoding a polypeptide.

The expression cassette of claim 1 or 4, wherein the non-translated genomic DNA
sequence downstream of the eukaryotic GAPDH promoter is orientated in opposite

direction in relation to the polynucleotide sequence encoding a polypeptide.

The expression cassette of claim 2 or 3, wherein the non-translated genomic DNA
sequence upstream of the eukaryotic GAPDH promoter is orientated in the same direction

as the polynucleotide sequence encoding a polypeptide.

The expression cassette of claim 2 or 3, wherein the non-translated genomic DNA

sequence upstream of the eukaryotic GAPDH promoter is orientated in opposite direction
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in relation to the polynucleotide sequence encoding a polypeptide.

The expression cassette of any one of claims 1 to 4, wherein the promoter is selected from
the group consisting of SV40 promoter, MPSV promoter, mouse CMV, human tk, human
CMV, rat CMV, human EF lalpha, Chinese hamster EF 1alpha, human GAPDH, hybrid
promoters including MYC, HYK and CX promoter.

The expression cassette of any one of claims 1 to 4, wherein the polypeptide is selected

from the group consisting of antibodies, antibody fragments or antibody derivates.

The expression cassette of claim 6, wherein the polyadenylation site is selected from the
group consisting of BGH poly(A) and SV40 poly(A).

The expression cassette of any one of claims 1 to 4, further comprising a genetic element
selected from the group consisting of an additional promoter, an enhancer, transcriptional

control elements, and a selectable marker.

The expression cassette of claim 30, wherein the genctic element is a selectable marker
wherein the content of CpG sites contained in the polynucleotide sequence encoding the

selectable marker is 45 or less.

An expression vector comprising an expression cassette of any one of claims 1 to 29.

An expression vector, which comprises in order:

a) a non-translated genomic DNA sequence upstream and/or downstream of a eukaryotic
GAPDH promoter

b) a promoter

¢) a polynucleotide sequence encoding a polypeptide

d) a polyadenylation site

¢) an enhancer

f) a non-translated genomic DNA sequence downstream and/or upstream of a eukaryotic
GAPDH promoter, or

a) a non-translated genomic DNA sequence upstream and/or downstream of a eukaryotic

GAPDH promoter
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b) an enhancer

¢) a promoter

d) a polynucleotide sequence encoding a polypeptide

e) a polyadenylation site

f) a non-translated genomic DNA sequence downstream and/or upstream of a eukaryotic
GAPDH promoter, or

a) an enhancer

b) a non-translated genomic DNA sequence upstream and/or downstream of a eukaryotic
GAPDH

¢) a promoter

d) a polynucleotide sequence encoding a polypeptide

¢) a polyadenylation site

f) non-translated genomic DNA sequence downstream and/or upstream of a eukaryotic
GAPDH,

wherein inclusion of the enhancer is optional, and wherein the polypeptide encoded by the
polynucleotide sequence is not GAPDH, and wherein the non-translated genomic DNA
sequence downstream of the eukaryotic GAPDH promoter starts within a region spanning
from nucleotide position around +1 to nucleotide position around +7000, wherein the
nucleotide position is relative to the transcription start of the GAPDH mRNA, and wherein
the length of the non-translated genomic DNA sequence downstream of the eukaryotic
GAPDH promoter is from around 100 to around 15000 nucleotides and wherein the non-
translated genomic DNA sequence upstream of the eukaryotic GAPDH promoter starts
within a region spanning from around the 5 end of the eukaryotic GAPDH promoter to
nucleotide position around -3500, wherein the nucleotide position is relative to the
transcription start of the GAPDH mRNA, and wherein the length of the non-translated
genomic DNA sequence upstream of the eukaryotic GAPDH promoter is from around 100
to around 15000 nucleotides, with the proviso that if a) or b) is a non-translated genomic
DNA sequence upstream of a eukaryotic GAPDH f) is a non-translated genomic DNA
sequence downstream of a eukaryotic GAPDH and if a) or b) is a non-translated genomic
DNA sequence downstream of a eukaryotic GAPDH f) is a non-translated genomic DNA
sequence upstream of a eukaryotic GAPDH.

The expression vector of claim 32 or 33, wherein the expression vector further comprises

a genetic element selected from the group consisting of an additional promoter, an
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enhancer, transcriptional control elements, an origin of replication and a selectable marker.

The expression vector of claim 32 or 33, wherein the expression vector further comprises
an origin of replication and a selectable marker wherein the content of CpG sites contained
in the polynucleotide sequence of the expression vector encoding the origin of replication

and the selectable marker is 200 or less.

A host cell comprising an expression cassette of any one of claims 1 to 31 or an

expression vector of any one of claims 32 to 35.

The expression cassette of any one of claims 1 to 31 or the expression vector of any one of

claims 32 to 35 for use as a medicament for the treatment of a disorder.

The expression cassette of any one of claims 1 to 31 or the expression vector of any one of

claims 32 to 35 for use in gene therapy.

An in vitro method for the expression of a polypeptide, comprising transfecting a host cell
with the expression cassette of any one of claims 1 to 31 or the expression vector of any

one of claims 32 to 35 and recovering the polypeptide.

The method of claim 39, wherein the expression cassette or the expression vector is stably

transfected.

The method of claim 39, wherein the expression cassette or the expression vector is

transiently transfected.

Use of an expression cassette of any one of claims 1 to 31 or an expression vector of any
one of claims 32 to 35 for the expression of a heterologous polypeptide from a mammalian

host cell.
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1. —MREE, HOERETF - REZRNZSEZEFRTFIMREE R, HPREE
SRTTR A B H B 3- RS EES (GAPDH) BB T T HIAERIE M I H 4 DNA 731,
HhBHE R FS RIDE 2 A2 GAPDH, 3f B 3 1 LK% GAPDH /3 #h F F il I AE B0 1%
FEEZH DNA T3 EE T TR ELA +1 EXFRAEL +7000 HIXIRAE, P ZHR
fr B AT F GAPDH mRNA ¥ RABLE [, 3¢ B A HAZ GAPDH /A 3 F T A HE S IR M B R A
DNA JEH) BB 2 2 100 B4 15000 MEH .

2. MIEWRAERFR | FIREE, HPRIEEEEE E GAPDH B 3) T Ll r JE#R 1%
PEFE I DNA 751, H+F 4% GAPDH J& 3) F L (W AE SN M 2 R 4 DNA [Ris T s A H
% GAPDH B3N 11 5° K ik BT RAL B L -3500 (X I8 P &, 3 P Az HFEAAL B —AAN T
GAPDH mRNA # 34214, 7+ B H P E#% GAPDH B 31T E¥FHIEER MR R 4H DNA PR3 K
£47 100 E4 15000 MEEER .

3. —MRIZEE, HBERBIF . HIZL KN EZEF BT 5 FIEAZ GAPDH j& 3) T L i
FIHE B MR 41 DNA J7 51, Hoh B 2 X F R 7514905 19 % IKAS 22 GAPDH, JF B B 4%
GAPDH J& 3 F L ¥ o AE 881 M 25 K1 40 DNA JR 3145 T 5 AV B 4% GAPDH JA 3 FHI 5 KB 1%
HFERIL B 4 -3500 A3 5, A BRAL B —AHRXT T GAPDH mRNA ¥R ahR, KPR
% GAPDH Ja 3 F L s i 3E &R ZL R 20 DNA /R 2 100 B4 15000 ML TR, 444
RFIXENAEE GAPDH B3 FEHE A .

4. WPEAFER 3 FriRMRIEE, HPRIEEECEEY GAPDH B3I T T IE
MEEE K20 DNA %), Hooh E4% GAPDH J& a3l T U U 3E B0 1% M 2 K 45 DNA R 3s T s bAz
BRI B +1 BT E L +7000 BRI, KA B R A B &4AHXT T GAPDH mRNA ¥
RGN, I HH A E K GAPDH Ja 30 F FHF93E#N i ME LRI 40 DNA 3 KSR 40 100 &
% 15000 AN . |

5. ARBBRER 1 2 4 PA—IFTRIIRIEE, H A FHAZ GAPDH 53 F T AT / %t
WERIAERR IR MR I DNA R 5 R 5455 2 A 2 R P 5B B0ER .

6. RENAER | 24 PE—THRNREE, HPREELEE LR BREFAL S

7. MRIWARIER | 34 Prid KBS, K EZ GAPDH B3+ TR £ R A
DNA 73 S S R 29 10 MR ER IF HL7E Hof KA LT i (8 22 TFFOL ZER BB — &
BRI HE A |

8. MRIEAFIE R | 8L 4 rid KA &, K E % GAPDH A3 F R AEEI R EEA
DNA JF %45+ F 1% GAPDH £ IR H AL 2 00 T s F A A B A% GAPDH /3 3h+ T i RO 3E# %
PEFE I DNA B I KR 2 D4 100 M H R I B R KB T EH 2 IFF01 Z )
BIEE—NET. '

9. WRIBAPER 2 Fri’ iR A&, HPEH GAPDH B3I T L it AR F% M3 K 41 DNA
FAIMKERZE DL 100 MEFER I BEE & MO N 24 2 NCAPD2 2 (RIS i % 05+ .

10. RIEAFIE K 2 Frdk (R E &, H A E % GAPDH j& 3 F L iiF A9 3ERE 4 £ K 20 DNA
PR E R ZE DL 100 MEFIRH HAEH & KB LT 44 2 NCAPD2 Z [H HIHI 45 = W
HEFo

L1, ARIEBCRZE K 3 Brid )Rk &, H P Hi% GAPDH 3307 H g i 3ESH 3 M K1 40 DNA
FHIRKERZ D 100 MR BRI B EH & RN T E M E NCAPD2 ZFE MR EZE T,

2
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12. MWIFRRNE R 3 Frik R ix &, H F EiZ GAPDH J& 3 F _ i B #3 H ZE K145 DNA
FRAIRIE R E D 100 MR BA R B KB T E NCAPD2 EEMEHE=ANE
¥

13. MBBRAER 1 F 4 PE—TRKFRIEE, P E GAPDH B3)F FiFH / 80
Wi i AE B M 2L IR 28 DNA 3 %)) B SLEh iR 1) .

14, HRABBUFZER 13 Prif Rk &, P Z 4% GAPDH B3 F e / Bk Ll HIAFER 1%
PR BRI DNA JF7 571 2 i 1 2KV B AV o

15, RIWAFNE R 1 34 FriRIRIER, K E % GAPDH /B 3 F T 3EB R K A
DNA B 5140416 B SEQ ID NOs:8 F1 21 W Er B 7 B Hr B .

16. MRIEAFIE R 1 8k 4 Fri’fIRIE S, H A+ 1% GAPDH 3 30 F T i (AR MR R A
DNA 3484 5% 8 SEQ ID NOs:8 F1 21 M HER/FH| S A R H AL ERRITF1 .

17. RENRE R 1 804 ik RIE &, H P E% GAPDH /3 3+ T il I3 RIE M E A
DNA 75185 ik B SEQ ID NOs:8 F1 21 MIRZHERTH S H 5 BAHRI 2 D 80 % ML H LT
5,

18. MIEBANE K 2 8L 3 Frid MR &, H A H % GAPDH B 31 7 i aEfiR R R A
DNA JEFI#8.4 3% 8§ SEQ ID N0:7.9.10.11.12.13.14.15.16.20.22.23.,24.25.26.27 F1 28 f]
MHRFH S A B

19. WIERFIER 18 frikFEIAE, Hd ik H SEQ ID NOs:7.9.10.11.12.13.14.15,
16.20.22,23.24.25.26.27 1 28 MIIZERRFFIESHE A BEE 5 NEEDHIZBRIEM.

20. FRIERCRIEK 2 8k 3 Tk )Rk &, H# F % GAPDH B3 7 Lir R FE Rt R A
DNA FEFI 4 5% 8 SEQ ID N0:7.9.10.11.12.13.14.15.16.20.22.23.24.25.26.27 I 28
MZER T EE T B EAMNIR TR,

21. MRIEACRIE K 2 3% 3 ik IF & &, H o B GAPDH f5 30 7 LI I AL 8% M R A
DNA 544 53% B SEQ ID N0:7.9.10.11.12.13.14.15.16.20.22.23.24.25.26.,27 1 28
A% HBR P 5 8k A BEAR IR 22 70 80 % MIIZ HER T 41

22, WIFBCREK | E4APT—OFTRMRE S, HP B FHMEL KK 2 X ERF
P RB BOERE .

23. RIEAFNZE K 1 804 FridIRiE &, HH F4% GAPDH 3 ) 7 i 9 AE BRI B R4
DNA P31 UL 5 4miE 2 IR 1) 2 4% 5 8. F AR R B 77 8] 72 9] o

24. WIEPFEK | k4 Frid R iE S, L+ EH GAPDH B3 F T UF i FER# ﬁ%ﬂéﬁ
DNA 7 ZAE XS T 4008 % IR 2 B BR - 51 LAME R 75 19 22 9] o

25. RIERIE K 2 58 3 Frik Rk &, H 1 B 4% CAPDH /3 ) 7 B RO e R M R A
DNA F-5) LA 5 9w H8 % K 2 1% B B8R 54 AE R B 77 16 38 ] _ :

26. WRIFBURIE K 2 8 3 Frik R 1k &, H P B GAPDH /A3 T LA R iR R R
DNA 7 5183 F 45155 £ Bk 00 22 A% EF IR 9 LA R 77 160 58 14D |

27. MFPRCRER | £ 4 PHE—IIRMREE, KT E3)FiEB SV40 B3)F. MPSY

FEENF /D E CMVL Atk A CMV, KB CMV. A EFL a . E A EF1 « . A\ GAPDH: Z¥& B 3h-F,
iRk 245 JE 37T 845 MYC, HYK R CX B3 T .
28, WMIMNAER | £ 4 PE—TFRREE, P2 I0E B HUE. S BEidi ik

3
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ED

29. BERANER6 TR RERE, HP 2 RIFEHFIA A& B BGH poly(d)
SV40poly (A) . : '

30. MTEAFER | Z4FE—THRMIREE, REEEBHIMIEN T IGR T H
SRS To A AN IR BRI BB AE o

31 RIERCFIE K 30 Frid (IRE &, H P @& oM s EEmg, X aERmBEFERS
2 % BRIF 5 FT& (1) CpG AL s & B2 45 B FE /b

32. REH M, HEEMERFER 1 £ 29 PE—TARNEREE.

33, Rk, HIKXAE -

a) B A% GAPDH B 3F _LieFn / BT i I SERR R 2R R4 DNA 731

b) BEF

c) RiL % K 2 ER TS

d) ZREEIALS

e) IR

f) E4% GAPDH JE 3 F F Al / 8k i idEBiE MR R4 DNA f551, 8k

a) B 1% GAPDH B3I F LiisHl / ST Uz AEST B 2 K141 DNA J# %)

b) 3R

c) BEIF

d) 4b8 £ K £ T RT5)

e) B RMEFANAL R

f) E4% GAPDH B &) F Filefn / sk iz f3ERR i3 2 K40 DNA J7 51, 8k

a) H5ET

b) E.4% GAPDH il / 80T ws A BRI K 40 DNA /77

c) AHTF

d) g% Ik 2 ZEERT5)

e) ZEMBHALS

) F4% GAPDH Fiifn / sk ki 9 3E S0 M2 K 41 DNA J7 51,

H &8 FRIEN, FEEPHBEERT 9550 % JAA2Z GAPDH, 3 H 3L+
BLHZ GAPDH B3 F TR SERH Bt E K40 DNA [R3IE T IS M T A B4 +1 BB BT
BY +7000 FIRIH R EF, P E B AL B 2 A% T GAPDH mRNA #2810, 3F H P E
GAPDH J3 31+ T W JERRF M KI4H DNA [0 K R4 100 £47 15000 MEEFRHF HH
h ZL4% GAPDH f5 3 F L i FE BN 3 1tk ZL (K120 DNA JE 4106 T 5440 5% GAPDH BB F 19 5° K
i BAZFIRALE Y -3500 FIX BP9 3, H Pz R A B B AHXT T GAPDH mRNA 3% RE UGG,
F HH A B 4% GAPDH j& 3 F L il i 3ER R MR R4 DNA AN K B 229 100 245 15000 4
BEHR, &M 203 a) 8 b) £ 4% GAPDH LI IER R 42 K25 DNA R 50, M) ) R E#%
GAPDH T i B AEER IR M 2L 140 DNA [72371), 3F B a) B b) 2 E 4% GAPDH T iif i JERH 1 5
(K145 DNA /751, W) £) /2 E 4% GAPDH L i HIAR#8 i MEEL K 2H DNA /5571

34. MRIFEBANE R 32 8 33 IRl R B E 1f, X R A A FE BHI BT
IR T, F RIS ST R AR S A AR B Tt

4
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35. MRIEMAIE R 32 5 33 Frid I REBAE, AP REBAEL A & B il g 6R
i, H A RBE ARG E HRE SFEERICH 2 ZERFSIF S H Co6 LS8
200 BEE /N

36. 75 LML, A SMR\ACRIE K 1 £ 31 RE— BRI RE & SARESN E X 32
£ 35 PE—TFTR I RIEZ AL,

3T, MPBEWAER | £ 31 PE—TUTRIIRE G SURESFIE R 32 2 35 PE—TFT
AR ESA, F TR0 U6 Rm K29

38. MEEBAERK 1 2 31 PAE—IFTR IR EEBUREBUN E K 32 £ 35 FE—IHT
BRIRIEBAF, FTERETFE.

39. A TRIEZIRMESN 7, BFEARERMER | £ 31 PE—BRRNRIE R
RIERAER 32 2 35 PAE— TR IR E B A G 18 140 M I [l 2 Ak

40. RIEBFIEK 39 Ik, HPRIEGEREH A RIEH L.

41, RIWBFNE K 39 rk ik, R RiA S RIAB A RPN L,

42. ARIEBFIER 1 2 31 PAE— TR 2R IE & BURYE A K 32 2 35 FE— T
R FR BRI R, T W ILEITE £ A Rk SR £ K
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RiA

il

o001]  AHKHIE
f0002]  AHEEK 2011 4 12 A 7 H#AZ M US IIEAT BBiES 61/567, 675 FIALE T E X
LeE it 5 AR A H A AL,

% AR SR
[0003] AKBIWEAATREGELHMAZEZEFRFIINREE. ARAZEE REER
EEREAATE THRUAREEH TG EHRmE2 KK HE.

HEHEA

[0004] R F~AEALZMMRERERLM A HAR B 25893 B #1450 401, Marino
MH (1989) Biopharm, 2:18-33 ;Goeddel DV % A , (1990)Methods Enzymol 185:3-7 ;Wurm F
F0 Bernard A(1999)Curr Opin Biotechnol 10:156-159 k. H TN A T RIL kL
1 Hi 70 T LS 40 A CHO 48 . NSO 41 .. SP2/0 48 .. COS 48 g HEK 40 2., BHK 4H fa &
. AT B RRREEARL T8 T AR RRESIR S MR ZERERL, £
e BAZ I BEARIC B IR BRI IS FE 8 0T, I A KM B (B. coli) , FIH FRE— AN
BEREMERK—THENEREE, IRRELEF—ECLTRITF - RELRNEZER
FHOREIEMERZIEF, TR ER K FRESERBEHENES . ATEHAINDA R+
bt L, n] LLEFEE F ) B HIAS &, 40 SV400ri 5% OriP. YE B3N T, B LA FE4H Al Y
HESR BB F. HTMAAKER, TUE S EFEXPEE Kozak /F5. H T mRNA I
T, JUH mRNA BYERANEE R4 11, BRI FEMER AL R (BT / WETFHLRR),
7] LLE3E mRNA BI85 5, LR Z R BRFGE S . EEMRIE VR 77 e e 4 i
AT EFABRAP Z R ENSERENKEN FEEEA S KNBNAERZXE
B, B EHENR, N EY S FaE 8 it BRI PUEBEUE S BRI KO A B
e BEAFARFECLZEEY A FRAI AT HMREIEREFBECERAKEU T
MBS N TR 7 TR~ ERNRE T ZHN EE . AmMnTHEESER IR AR E L
EEHAZKRAETPEINERE,

[0005] Ak EAfE A

[0006] AR B —RxH M AT LU RAEEA Z IKEF P LMRIEE MR ERA WKL
BMFERE £—ANTHE, AATFREREE, HEEE3 7 RIEL RN L ZTRIT
FERZH hEE 3- BEER N SR (GAPDH) /B30T T UFRYIESR R M L FIZH DNA [7 51, o s 2 4%
H BT 5 49m5 8 % IKAS /2 GAPDH, 3¢ H L b B4 GAPDH /5 )+ T Wi i 3ERIR M 2L K1 44 DNA /5
T T M Z TR EA +1 ZEFRRALE L +7000 59X 32k P93, KA R AL & 2 X
F GAPDH mRNA ¥ R85 1, ¢ B A E % GAPDH /A 30 F T i I JE R M2 EI 240 DNA /751 9
K RZ 100 247 15000 MEEHER.

[0007] FEXN—MHH, X aFRUEREE, HEFHEIT - HEZ RN EHFRFHIN
E&mmmﬁ%?i%%%%%ﬁ%ﬁﬁmM%%E$$%&%M$W%@%%MK
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2 GAPDH, 3f H H. =1 E # GAPDH & 3h T L ilf 69 JE B EE K14 DNA 75146 T B8 i R A A
GAPDHEZh T HI 5" Kk E L E AT B4 -3500 B X BN #, H % BB AL E 2 M %F T GAPDH
mRNA % AR H), H P E 4% GAPDH B3)T L3R RN R 2L R4 DNA JRF KB 2 100 &
#9 15000 MEF IR, &k RRIEENE S Ei% GAPDH B3 FaiH H B .

[0008] FEN—FHTE, AN FREEEREENRERFNEEREEURAZANTE
M, KPR REHSBEREE.

[0009] FEHARL T, AAFRME—FHTREZ KB FE IR FIEEREAREE
ERFIEHAE RS T RFERE IR, IR ESEHRER BT N3P TE EAMRE
FIEZ KK A%,

foo10]  PREMER

[oo11] K1 B/riREREREMER REP), K/ REMBRHAT ST @MV) . EHE
— WA T Ig A A B (IgDA) \1gGl FiiAiREE (1gG1LC) U5 B M Lo UL 2 773 35 K P 38
W HE R BN A (TRES) | 1gGl FiiAERE (TgGIHC) (R BRI ETEA (GFP) FIIRMGEHE 40 £
EBRHWES (poly(A)) Ak

[0012] 2 BREHEYES 5 H 1gGl Hiis4E CHO-S ZH R IR RIZ OF TG HERI
ST RIS S /ER ) . {§ ] GAPDH_A 1 GAPDH_B #:{4 (GAPDH_A #11 GAPDH_B) . & GAPDH
LT R R W T AR E R (A A0 B) FRAE XS FE B pGLEX41 #ifk (pGLEX41) , #5 L 48
M. f# Octet {28 (Fortebio, Menlo, CA, £ ) #iE LIEW P IR BRI 1eGl PLIAKIKE .
[0013] [ 3 87K 1gGl HiK7E HEK293EBNA 4 g FH iR ik . 1% GAPDH_A 1 GAPDH_B #4k
(GAPDH_A FI1 GAPDH_B) Fi4E g%t B K pGLEX41 4% (pGLEX41) , #5440 . ¥ i iR 7+
ARG 10 HFH Octet X284 HT. BIBRRENBALERELE (tubespin) PN =
3 AL,

[0014] P& 4 78 FE 40 M VT SEMAE 3 LA 7= B (1) R AKX K FHF 93« 48 A GAPDH_A 1l GAPDH_
B # {4 (GAPDH_A (1) .GAPDH_A (2) .GAPDH_B (1) 1 GAPDH_B (2)) 3¢ GAPDH _L-3f o 4-F1 T i 7T
fHEAERIZ R (ACL) FTA(2)) FAE R XT BB pGLEX41 #ifk (pGLEX41) , 3% 44t 3 H =472
SEMMICEY. €7 ARG, #H Octet {2 LIEW AT LEBR PR ENP LK. 4
HEFMICEDT 16 HEHE (v g/ml) . FIRRARSMHPCEDN = 2 MK ,
fo015] K5 BRAEBE IR EZH LA RMBES LN A LRREKEHR. H£H
GAPDH_A F1 GAPDH_B #% 44 (GAPDH_A F1 GAPDH_B) . J& GAPDH _E 317 7G4 F0 R Ui Jo 4 iU AR IRl 85 44
(A F1 B) FME R %t BRff) pGLEX41 i fk (pGLEX41) , B YL, 7EHEYLSS 14 FiRick B
BE YL 5T AN BIC BT RIE N GFP B HI3{E. IS HMITE 96 FLIR P I BRI T HE .
FIRARBRGEAN = 8 PRES/PDBEILEY.

[0016] & 6 B REIFREVRINYIIE S 21 PYA (R R 12- I T RS 13- ZBeHS, —F
RIS ) X B 1eGl PUIAREMI . FJ GAPDH_A 2 /& (GAPDH_A) FA{E Jy X B )
pGLEX41 # 1k (pGLEX41) ¥4 fa , ¥ 40 fEFa % T PowerCHO2 ¥5 752 . 4mM Gln. +/- JRHEM
PowerCHO2.4mM Gln.PMA+/~ RS & . SHRUEREFRIEME L, T pGLEX41 (350048 ) B GAPDH_
ACELE) BEWNBERELER. :

[0017] [ 7 555 A GAPDH 5 [RIRE (IHE 4T . GAPDH %5 [KI {1l 3 S 3L [Kl NCAPD2 0 IFFOL.
(o018] &8 B R A GAPDH F:[El. GAPDH _k- i ST 0 T ¥if 7G40 g 40 M1 GAPDH _L i Fr B4k
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AT AR BRI, 51N Neul BR&MEAL & CLE 3 7 B 20 IR 3 BAZAr S A2 ZEH
“H 5’ GAPDH L /F58Ehsr (BT ESRUHERE ). FERIK/NZ B 1(SEQ ID
NO:9) :511bp. 5Bt 2(SEQ ID NO:10):2653bp. /5 E¥ 3(SEQ ID NO:11):1966bp. A Bt 4(SEQ
ID NO:12):1198bp. K EZ 8(SEQ ID NO:13):259bp. /Bt 9(SEQ ID NO:14):1947bp. B E&
11 (SEQ 1D NO:15) : 1436bp 14 Bk 17 (SEQ ID NO:16) :1177bps

[0019] 9 £/ GAPDH Lo f gt h BAL IR IEG R A4 /55 10 HE CHO
Y0 A LIRS R e 5 RPFARRIE G R 5 Octet XS HEAT BB - 344 pGLEX41 78 24 B M X
M. pGLEX41-ampiA &2 &7~ G GAPDH ) B o A B A AR L I FA HEXf B, pGLEX41- k
/ TEAERKMERX ( LHEXKMTHX ) Hm Al R, pCLEX41- &R LiFE KX
¥ B pGLEX41- TXNER FIFMEKX . £FHMmERAHEEE 8 PR ER. AR 2
FiRER 3 %5 1gG1LC # TgG1HC AH R 975 [ 52 FE B ARXT F 1gG1LC i 1gG1HC (AS) LAAH R
T vEfE.

[0020] [ 10 /RTER R EH 8 H IgGl PiATLE CHO-S ZH P IR EY R 1E (48 1gG W &
BIIIMERT = IR Y B iR ZE 4 :SD+/-) . I B E 4 K GAPDH i ok 5/ B,
CMV (A_GAPDH_UP) 2% [E & i, GAPDH /& 3} 7- (A_GAPDH_UP_PR) ZH & W& 14, L YL f . H5 it
XERB /MR MV (A) it E6 R GAPDH B3F (A_PR) HIBURI/EAXTRR. fFH Octet QKX
#% (Fortebio, Menlo, CA, £[H ) #AE LIEWRTIRER 161 TiAHIKE.

[0021]  REFEFER

[0022]) AXFWRREEMRIEEMSE, FIAREEMRERFBEEBIF . RIBL KT
ZHMEFBRFIINMERH Ml 3- BRI EES (GAPDH) B 3) 7T T i IEE IR M2 K40 DNA /7
5, Hrh M2 %S5 A5 10 £ Ik /S 2 GAPDH, 3F A+ B #% GAPDH /3 3 F F it 938013
PEFLRIZH DNA FR 546 TR B A +1 EHFBRALE L +7000 M X A, HPEE
ER A B 2 AH X T GAPDH mRNA % A2 151, 7 H 3L+ B 4% GAPDH J& 31 F T I A E SN M R A
20 DNA A K R 49 100 B2y 15000 MEEE

[0023] AAFEEE—MIREE, LEEEIF. . RIELIKNLZEEFS A EZ GAPDH
BT eI AEER AR 40 DNA 73, B A S R )T 5 4R b5 1 % BA A2 GAPDH, 3 .
H P A ¥ GAPDH /B 30 T L il 9 ERR 3 ME L RI4H DNA R 51) Uk T- P58 K 29 EL4% GAPDH /3 3 19
5 R 2 HF R E 2 -3500 F DI #8, H PR AL E £ AEXS T GAPDH mRNA #5% 24
), Fo A EL % GAPDH Ja 3 F L3 F9HE B 2R 20 DNA 3 I B 2 100 244 15000 M1
HR, M REREENEE EZ GAPDH B3 FEH B

[0024] WA ARREREE” BELEFERTY, TR ZEHRT I MIEFRRIEN
Z IR Fn I I R A B A0 B BT UL BAT S M iR 18, B FRR R A A A S S ST
FEFAE. ERIEREZE (RPEEREZS~MEE) NFFERERT 2T, /3
TR R ZEE AL T RERN RS EH) LS A80E . REEMTTUSEREE L RER
FALM SR 3 JERNIEX . AR BRI B8 70 5 R 1A WO 25 [ BN % 3t v 47 1 MU, BR
H ()3 DNA il SR R 5° — AERIIR X 40 R . (i, RIEAMB H—Fai 2 M A1 H
PR M7 5 LME AT LI RS BN BAS PAL / SO A BB VTR . T, ARBMRIE &
AL T RS 8E, THIHA IR EB M. XR\AMNREET DA T —A L4
ﬁuﬂﬁ%iﬁ\ﬂ‘zﬁﬁ%%ﬁ%‘ﬁﬁ&“ GAPDH J3 h 7 8 7 Bt T i FI3ERIR 5 R 40 DNA J# %1,
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/DR FWH A EARE EE L AFER X GAPDH 5 30 F BLH v B LRI FERR
HEEADNAFY, MRAKHHNREELTE T —MEEM GAPDH B FEHH AR T
JEF0 / 8 L3 i DNA 231, X &8 DNA 750 AT L2 E3E 3R, B ] LA & 83K %)), il n
BHESY RKmf 3 KuER I R GFES KRS Ik Fr 5 5 BB R i 1t AL 2 3k
5. &ikth, BE#% GAPDH J32h FERH A B T U A / B LU ) DNA JF 50 AT LAAS 2 B i %
K, BT LARA[A) 4 DNA FR51)— saubk .

[0025]  tnASCHT HIIARTE “ WD L ki 2 M HRF Y BEMERIEHE S IREER L
126 b 7 YR 2 K] (Y DNA.

[0026] RiE“FIRHGMEFH) . “ FIRZEFF)7 RIEERE" CEHER " “ER” BHRAE
Ao IXEEARTETEIX AR DNA /751, BTk DNA 75 48 IiALETE 40 fa b AL ce i 7E v SL3h 4
P REAVRNEARS =Y, LHEARBEEA™Y. ZERNYTUZZK. 7
HEFEFIRARMATGFETE MRS HAEBHRSARSF LY HT 2R R
&R

[0027]  RiBE“ERAR” 1 “LHK” B kb AR QBRI ALERER o - BEMBREZ EH
BRI B — R R R TR .

[0028] A STHT A ARTE “ AERIF HEZE K20 DNA 517 S8 M s A 038 1% 15 BRY DNA.
JLFEEMAEYIRIEE AR DNA, ME—FI S 2 B RNA EFEARN —&mE. KSHEDTH
FE[RI2H DNA 43 F R H R AR TE R B R DNA- AR B & 1. FE AR K/ S B FIERA
DNA I R AR R AW 2 B o 785 DNA ZE I 40 7T DU SR sl XUEE L R BY SR 0 . 230
HAbAY A WEE DNA EFEAH ., W BA RN REEA. EEZEDS, KSHERA
DNA YE AR/ FER 2 4 R B ARAL T 4% (7% DNA) » EAZ ARSI MEELR R AP &H
FERIZH DNA, I+ HTE AR E LAY T, R A FF R FI4H DNA. X Fh DNA @& 2
W7 I HAEX L fass WHE A Z MNRIATFE. EMEHERYA DN FHEEAL B
MFEMEEIF AREAEFE, CTUSERHENER, AEEREHMARENE
BRI E

[0020]  dmA 3L AT AR5 “ B A% GAPDH & 37 T il B AE B IE MR R 40 DNA 2575 B F 2
1% GAPDH 231 F 3 HIFERIIR M ELA% 2L K140 DNA. ELK% GAPDH /2 3h T T i iaERiz R R A
DNA R HEEREFRMNELD +1 &, AR TFRNE +1 & F S, B EFRAE £
% GAPDH mRNA %% SR H4 14, BIARXT T-4R 85 GAPDH B ELAZ B K ) # F A8 44 (transcription
start) B4 (origin) . E1% GAPDH JHZIF T RVIERNFEMH AR A DNA FHEERA S
B 1% GAPDH A B A8 [&] #4848 41, 40 2R 1% GAPDH j2 31 2 AVERY, WA GAPDH /B3 T F
FF I FERAIR HEEL R 20 DNA 750 2 AR B9 X5 R F A GAPDH JB 3l F R ilf RARFFAE B AN 283
K143 DNA E51).

[0030]  BnASCATFHHIARTE “ % GAPDH B 3) T L UFHIIEER M ZE I 240 DNA [ 517 X F
E#% GAPDH B3)T 5 RIIAEBIIFMEEIZZRIZ DNA. E 4% GAPDH /A &) F LI o 3EBiF M3k
EEI4H DNA 518 5 fE A H % GAPDH B3 FH 5" KAt M ERALBAL, (L B4 A
GAPDH JEZh T 5 K Ja Mtz H R AL B A FF4h . B 4% GAPDH B30 F L faE iR R KA
DNA 7338 5 B4 5 B 4% GAPDH J& 3 F AR kI8, 14, W5 1% GAPDH J& 3h 7= AR i1, W
A GAPDH JEZTF b 3 i =l 0% M4 25 BRI 4 DNA J 37 th 2 A Y66 3%t B F A GAPDH & 80 F b i
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RIRFFAERI AL EE A DNA 75 o

foo31]  fdE 5 4B ARUiRH, W E 4% GAPDH J& 31 F . B #% GAPDH Ja 3 F T if gk L iy 0 ERR 1%
PEFERIZH DNA J7 51 FIan A< 32 A B 7= i o 4th DNA F2 51 47 B 2 AT F GAPDH mRNA # R4k
1, )t = AB ST T 4% GAPDH K% B HIE A K.

[0032]  RiE“E#% GAPDH B a1 L R3EEMIF ML RIZH DNA [F3I EE{$ £ 7 5 “ E 4% GAPDH
BT T RIAEERIE M I 4 DNA [FHI e 2 ” R FR 72 B 4% GAPDH B3 F _Lifl / s F
P (AR BRI MR R 41 DNA P30 R R 3 0 S8 1A% TOAF R EE ST 1, I Z N & 1
HIEEAR o IXFh 1B 35 GRS IR 7% Jo -] n ) & F B IR 43 1Y DNA JRBI 2 K.

[0033] A KA/ A E A% GAPDH 3 3T F1 GAPDH Ja 21 F L0 / BRI B % A
4 DNA 7] LAZE NCBI A LB FE A 3] (A DR KR A B & R GAPDHEFH 14 B 47 72
ZEF ID 2597 (mRNA:NM_002046. 3) + 14433 (mRMA : NM_008084. 2) . 24383 (mRNA:NM_017008. 3)
F1 100736557 (mnRNA:NM_001244854. 2 ; 3 H H K E P H R/E B #0 (NCBI) :http://www.
ncbi.nlm nih. gov/) B /" EHER 7 F1 8 hEFXF A GAPDH B FH 7.

[0034] @ ANE % GAPDH /3 3) T 484 T GAPDH mRNA ¥ A M2 bps—500 HEE
+50, A GAPDH B3I T4 T2 12 SRk L, T HBAHFFR, Graven 2 A (Graven %%
N, (1999)Biochimica et Biophysics Acta, 147:203-218) {A A A GAPDH B sl FAEX T
GAPDH mRNA #% 3% #24A M bps—488 fHEE +20. #R#E NCBI AFLEUREE, A GAPDH 3 3%
T 1 NCBI AFL43R FE B & X GAPDH mRNA %% 34845 M bps—462 R E +46, WAEH IR
A B, A SCHR B EI N GAPDH JE 5) TAESXT T GAPDH mRNA %% FARIE MAL E -462 R R B AL
B +46, XX T M SEQ ID NO:17 i) bps 4071 {8EZ 4578 T4,

[0035] AR BRI ERST A /N AR IR GAPDH ZE AL IFFO1 & BRI A1 NCAPD2 3 A i
DNA BT (0 4m 5 XF Y T NCBI 2 L5048 I &1 X IX e FE B Fr 9 4% 5 (http://www. ncbi.
nlm. nih. gov/) .

[0036]  WIASCATHMIAE“ BT BRE— B FEE LM DNA JF5), Frd iy
¥ DNA 7318355 RNA X685 5 DNA 554 315 8 RNA S RN S RIS .

[0037]  WNASCAT AHRIATE “IE R T B e — M E R 72), S E R 7 5I1E A F 3sh &
ER % 3% il 9 7] 6, AT id 26 R #% 3R 5 ZE R 09 B 40 %7 51 AR S T 5 B A0 B BUF S ER 1 7
Ko BRAMESTRIEEHET.

[0038] RiE “TheeMiZER” M “FRER” LR F AEMRAIELZS A DN KB UH
R RIEEE 7 H) IS G L RIEK LT 2 R INREXR R B0, R B 7R/ Sl
T (R EREREEG R EMAS) EEENE EHRSEMRERED
R ECH T RE T o B0 3%, W'e Smiafe A ok, SHZNERFFAREENF
TR FF REDE LS ATFFAREN.

[0039]  “EX[a]"fi5%5 %€ DNA 551+ FIRZ EERITUT o 51140, DNA /55 AB 5 F 55—~ DNA /& 51| LA

X T H—NFAIN S £ 3 PR . XRSHE SR LIETEIR DNA H % R HAb a2 DNA
FERIRITT AN / 80 A 2750 B R I BBk B R AR 5

[0040]  4nASSCAT A AYARTE “ RIEEAR” BIE D BANLEILE) DNA 737, BTk o TAER YN E
BHITE 4R £ETE A A B Rt EAE R YR /KPR L . BRowiDE A SRR =)
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() DNA 3 2 4, A AR E A8 1 3 40 MR 2 P DNA 4R B8 7 5175 20805 5% A mRNA FH-44 mRNA
BRERIFE AR QR R ERAA M DNA Fro).
[0041] NACHTAMARIE “TF XML B EHRR” AREBEERY P ERIFRE
BT % EH YR B R 40 M G FLBh ) 4H .
[0042]  WNASTATARIAREF B BN BT 5 —# 45, i & 4% GAPDH B3+
TR/ BB RO A EER R M IR R 4H DNA RSB — 38 7 B gm g e s E ok (WEshF) 1)
ZEBRFHIM—3 5. EA% GAPDH f33) ¥ Tl / B L 1I3EBRMEZE R4 DNA 511
BT MR BB A iE v R B2 (Flindsin ) 5B A RE BN RETF 5 FR AR,
L% GAPDH B30T FUFF0 / 8k b 3E RN R MR R4 DNA P50 BRE B A2 204 100 &
#9 3000bp. i1 I\ £ 200 £ 2800bp . B AL IEHL 2 300 B2y 2000bp L EH R JLH AL
500 4 1500bp #ZE R, Hy T EEA K B IR & 5L E % GAPDH B 3 F T #efl / 8¢ Lilf
frFERT M ZE R 20 DNA R0 B B, BB & A E R ST RS ML = Sk P 5
ik /B & Rumfl 37 Rimikk.
[0043]  WIASCATRBIARE “BEBRFIF—M” & “MRAZFRTF)” SEE X 753
SINES (WMRFE) LISEIE KT R—ME - 8UE, %1% 755 546040 4% GAPDH 3
BT FUER / 8% L i p BN MR R 40 DNA R 9 B B B R A B B B B B0 B 2 4L
I, AT CUE T F SR LB M B BR 7 5 R B BR AL B AR (LA B SR v 77 V20 52 R 2 R —
Mo B, MXT T B GAPDH /3 3h T F il / s b3 R FE B ZE K140 DNA J 31, (%1% /55
FIZEBR T R— 2 E D 80% ik E /D 85% . EMIEHE D 90% H HEfLikh 2 E
b 95% . JLH 96 %, EHF AL AR 97%, H 2 R AIHZ 98% (AL 99%, BLFEH tn,
80 %81 % .82 % .83 % .84 % .85 % .86 % .87 % .88 % .89 % .90 % .91 % .92 % .93 % .94 % .
95% .96 %.97%.98% .99 % F1 100% .
[0044] AL ATH BOARTE“ CoG A s "B IR A A % H IR ELEREF I P In KA
RAR SIS R R HHIR A DNA X3k “CpG” & “~C- BFEREE -G Ayid, BN, N — M EER
643 B B g g R0 S, g SRR TS A DNA P TR MZH EBE —. “Cp6” i T Ak
Xy X Fh R M e 51 5 M g R0 S RN Y CC AR B BT X o
[0045]  WASCATA FIARTE “ ik EME T HE” B4 AR FEERK & EZEF U
B CpC fPHEEF . X BEFEIIEHAE A BA &R CoC A7 AT (Flindmid i@ iRt
&7 CoG A7 £5 /9 GCG, A i1 GCT. GCC BX GCA % ) LU Rt 7= 4E 5 CoG AL A MBI 5T
[0046]  7E¥ K DNA FR 3K B 3% K #E %t T GAPDH mRNA %5 SAC 4545t A8 %+ F E 4% GAPDH
HFRGEANZEERMEBER, A CHTRARARIE “A” 8FmERERS £50% . 88K
% +10% K1, Blan“4 3000 MZEER” B3 2700 2 3300 MZEF IR MLkt 2900 & 3100
ANZHER BRI 2995 & 3005 MZEERIVE, “4Y 100 MEERR” B 50 2 150 MEH
MR JLikHE 90 & 110 MEEER . ELEM 95 & 105 MEEBRAE, “4 15000 MEHER” £,
F5 13500 2 16500 MEF IR Uik 14500 F 15500 MZHER B Lk 14990 2 15010 4>
ZAIR . s UL 14995 2 15005 MEZEERIIE, “40 200 MEFER” B1E 150 & 250 M%
HES . 190 2 210 MZHEES ik 195 & 205 MEHEEA{E, “4) 8000 MEHEE”
F1HE 7200 Z 8800 {1k 7500 = 8500 M EE L B AL 7990 F 8010 MLE R KA

11
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i 7995 F 8005 NMEFFEREIME, “4 500 MZEER”EFE 450 2 550 MEH R Ut Hh 475
F 525, L%k 490 & 510 ALk 495 & 505 MEHEZHIME, “40 5000 MZEHR” 1
4500 Z 5500 MZE R ik 4750 F 5250 F Lk HL 4990 Z 5010 A 1% HE 4995 2 5005
MMEEERIE, “4 1000 MEZE IR 900 & 1100 MEHER Lk H 950 £ 1050 FE ik
b 990 2 1010 FELiEH 995 2 1005 MZHFERHI(E, “4Y 4500 ML HER”EHE 4050 & 4950
A ZEEE UL 4250 2 4750, FALSEHE 4490 2 4510 R AL 4495 & 4505 ML H R
&, “47 1500 MZEFR” 83 1350 £ 1650 ML EHER . LIk 1450 2 1550, B L1EH 1490
Z 1510 ik 1495 2 1505 MZEFERIIE, “ 49 4000 MLFFER A 3600 2 4400 M%
HEE ik 3800 T 4200 BBtk 3990 & 4010, F itk 3995 F 4005 MZEHERHI(E,
“Z5 2000 MZERR” B 1800 F 2200 MEE R L EHL 1900 2 2100, FALEHL 1990 2
2010 HfLikHh 1995 2 2005 MEEERIE, “40 3500 MEZEHRR” £.4F 3150 2 3850 MEH
s ik HE 3300 & 3700 EALEHL 3490 £ 3510 J AL G 3495 & 3505 MEH BRIV, “4
2700 MZE R "EFE 2430 2 2970 MZERR Uik L 2600 £ 2800, B {LiHL 2690 & 2710,
B 2695 & 2705 MEEESHIMRE, “4) 3300 MEHEEE” BIE 2970 & 3630 MEEHE, L
i 3100 F 3500, FLEHL 3290 £ 3310, ALk 3295 F 3305 MEHERHIME, “40 3200
MZEER” 215 2880 & 3520 MZH R fLikHh 3000 £ 3400, EALEHE 3190 & 3210, F& A
#EHL 3195 2 3205 MEER, 4 +7000 BLAAIE +7000 B E +6300 & +7700. fLik 7
= 16700 T +7300. FALIEHUAL B +6990 F +7010. ALk 4T B +6995 F +7005, 2 +1 8,
A E +1 BIEALE -10 £ +10REHALE -5 £ 5. BILEHALE -1 & +2, £ -3500 B,
YIAr B -3500 WAL E -3150 & -3850. ik AT B ~3300 F ~3700. BAL & AL E -3490
2 5010 LA E -3495 & -3505.

[0047]  IFF 55 SEQ ID 51T 5 BIAL B AH R A SCET b K i sliA SO A 4 X A DR
FIAK B ) GAPDH 2L [l | IFFO1 5 [RIFI NCAPD2 :[H () DNA B4R S, RiE “41” B RS
% +500bp fLikHh +100bp. FEALIEM +10bp. B ALEHL +5bp HI{E.

[0048] FE— AL AREF, KA RUE—FREE, KOS BT . REZHRNZSZER
- FURIZL A% GAPDH JE 30 T F iif A0 e A1 ML 41 DNA J7 51, 3 b i 2 RS T 5B 1 £
BEAS 2 GAPDH, 3% B 3 47 4% GAPDH /& 5) T T iiF R JE &P 13 M ZE K1 41 DNA /7 51) 4 T 5 0% H IR
B +1 ZEFRAES +7000 FIX A #, P ERALE £ AHX T GAPDH mRNA #3%
H2IB R, 7 H A EAZ GAPDH /B 2 7 TRV SERE B K4 DNA [FFIRKE R 100 B4
15000 MZ B . :

[0049]  FE—ANSEHETT Y, B GAPDH B 3h+ FilF RIFER R MR R4 DNA 5 30 K E /2
2O 100 MEFRHADEELE KGN TEMZE IFFOL ZERMEARE-—_NETHEHRZHE
. LA R, BAZ GAPDH B30T M REERFHERE A DN FAIMKERE
D2 100 MEH IR IF BELE KRB TEMZE IFF01 EEMEERA &

[0050] A IFFOL ZEE AL T35 12 5 42 & (NCBI Z [ 1D :25900) £ bp 6665249 2 bp
6648694 [FI A DNA o, 7E—ANSEME T P, FEH B R L T 80 ZE A IFFO1 % B 150 K Py
& FRIEA GAPDH 2 5h T F i aE8 R M2 N4 DNA MK EER B KB T HEZE AT
#300 TFFO1 EERIE 12 S YEAIZ bp 6650677 (fIF +7021) . FE—ANLHH RS,
HEKERTEHZE AP IFFOL ZFHEI%0EE — W& 71 B 1% GAPDH B 3 T T dEF0 3
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F K4 DNA FEF KB R R RE N T HREE AP RIS IFFoL EREM A 12 SR EKNY
bp 6657230 (fI'E +13574) . ZEERE 12 SLEAEA (NCBI ZHFH 1D :25900) H) bp 6657230
Z bp 6639125 ] SEQ ID NO: 17 PEEAEL R KB T 73 5 M ZE A H IFF01 FER KRR
W& FRAS IFFO1 ZEAIEBEE — W& FRIE K GAPDH JA 30+ F i e #1241 DNA
Fol. EHRERKNA S THE GAPDH B2h T T ifdERIR 4 DNA 754 B E 0 SEQ
ID NO: 17 FiRBI BB 54 bp 11553, 3 H i Z 15058 — W& F B E 1% GAPDH /3 3))
F T iR IR SR R0 DNA FRF MR Z 0 SEQ ID NO: 17 Bt HERFFIIZ) bp 18106,
[0051] /MER IFFO1 ZE[E (NCBI ZE[A ID :320678) £ T-55 6 5 YA K14 bp125095259 £
125111800 FJ/NEL DNA o ZE—ANSEFE A R, ZEH H R T @i 2/ R IFFO1 ZFE 1)
BANE THIE GAPDH /3 3) 7 Tl dE R R E 4 DNA A K EAE R ZAE R TR
ZE/NR P RE IFF0L EEREE 6 SHREAKMZA bp 125109211 (AL E +6391) o FE— LM
HEP, EEERENTEMFZE/DRA IFFo1 ZFE R EIEEE — W& F I EH GAPDH A3)+
TR R E L DNA A KB ER R AH R T RREE/ DR PRI IFF01 ERE K2 6
SYEERNA bp 125103521 (F7E +12081) » EE/REE 6 4L 4A (NCBI ZEE 1D :320678)
) bp 125103521 & bp 125119832 1 SEQ ID NO:18 A&7 H B KIEM T 4RI E M E /)
L IFFO1 ZE IR B oK & T RMBIECE — W& T I E 4% GAPDH B 3 7 T i e B R E A
DNA 731, SE(HZ /MR IFFO1 2 F A &R & F B E % GAPDH B 3+ T dE Bl iR £ H
4 DNA R @240 SEQ ID NO: 18 BRI EHIRFFFIKIZ) bp 10622, I H I &/
IFFO1 £ R HRI 5058 — W& T HIEAZ GAPDH /831 T ER R MR E A DNA [F7 )RR
SEQ ID NO:18 itz HERFFFIRIZ bp 16312,

[0052] KB IFFO1 [ (NCBI [ ID :362437) I T4 4 S §EAK4) bpl612649669 &
bp161282150 fI KB DNA . ZE—ANSEHEA b, TR H B K IF LT &1 2 KB IFF01 2]
fI B K A& T I E A% GAPDH J3 i1 T ¥ SEBH 13 1t 25 5 48 DNA 5] )+ B 70 L K o T e
BEKRKRPRIG IFFO1 EREME 4 S Y arkRIZ) bp 161280937 (AL E +5154) » 7 —NSEHE
TP, BB T EME KRR A IFF01 ZER KIS — W& F R EAZ GAPDH B3I T
TUFEBIF R FH DNA A KB ER &R RN ER T HEZ KR P miS IFF01 FEEH58 4
S ERRIZ bp 161279451 (fi1 B +6640) .

[0053] {ZEE7REE 4 S 4vE ik (NCBI ZE A ID :362437) ] bp 161279451 & bp161290508 f]
SEQ ID NO:19 PESEHLBEAEN T 5B ZE KRS IFF01 ZFE &R W& -FAEECE
“ NS TFRIEZ GAPDH B3 F T e RN AL K14 DNA /73, SEf 2 IFFOL BRI &R MW
4 FHYEKZ GAPDH 230 T T i JEBHF 2L K120 DNA R 5 R &2 41 SEQ 1D NO:19 FrniiZ
HIRTFFIZ bp 9572, 7 BLIEMHZE TFFO1 ZEF I £058 — W& 7§ H 1 GAPDH /8 3) 7 T il
SEBREVEZERIZH DNA FEFI R 2= 40 SEQ 1D NO: 19 FiniZ iR FIMZ bp 11058,

[0054] HH[EA R IFFO1 P (NCBI £ ID :100753382) 47 T4 bp3577293 & 3593683 K]
FESRDINAP . E—NEHEAFRP, FHEREBERTEHZEFEE R A [FFo1 ZF &K
P& Y E A% GAPDH 3 317 T iFdE R M ZE KI 20 DNA R o i B AR ol KIS L R R 2
E 6 R P IFF01 Z:E 20 bp 3579014 (f1 E +6883)  TE— /ML A T, AEH F K IF N
T ZE A 2 oh [ A fR P TFFO1 FE R BRI50 38 — & F RO B 1% GAPDH Jg 3 7 R UF 3ER IR M & ]
4 DNA B K EEH R KRB T HREDE S R P48 IFFOL FE #7127 bp 3585061 (4f
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B +12930) . G EAFAL B R TE NCBL 047 FE Py B 3 B LT R FIE B SH HF L KA
WAL . BRI 5 PR B AE B R 0] LUBE SRS B 5 (5 BRI PT R M AR 4k

[0055] £ SRR bp3567932 F bp3585061 (1 SEQ ID NO:29 L4 7E H & KIE M T 43 B 4T
ZPEERF [FFo1 EFKERAE FREHE & FREZ GAPDH B3 F F i dEfiF
PEZLRIZH DNA 751 FE{HE 1FFO1 EREI B R & F R E X GAPDH /3 zh T F i dERmiF &
[KI4H DNA J¥%1) {4 i 240 SEQ 1D NO:29 PRI HER/F5/40 bp 11083, 3£ HFE{# E IFFOL
F=F R ECE — W& F B E % GAPDH J3 3 F T i AE #5132 M ZE (K145 DNA /55 R 2 40 SEQ 1D
NO: 29 PR~ HBRFFFIHIZ) bp 17130,

[0056] FEN—/NSEHiTEY, ZAX GAPDH B3 F T AIEEE A A DNA FRAG T E
% GAPDH % ZR IR EFALAT s &b, B 4096 T 9R A5 H A% GAPDH % B IR HIL M S B —HER.
1, E A% GAPDH /B3 T F#F I AERE R 2L K140 DNA [F 5145 T 2 ¥4 GAPDH £ B E 4047 5
- T, Bl R 4B RAS E A% GAPDH £ BRI E WAL SN BRAS TR 5. EEFMREK
EL¥Z GAPDH J3 217 T e JE R F M E K140 DNA JF 5146 T B 4% GAPDH % B8 SR LA S RO T i 35
B E % GAPDH JA ) 7 F I I AE SRRt EE K 40 DNA [RFI K 2 B /04 100 MR B4
HEKERTEME IFFO1 EERNERE —HNE&T.

(00571 FE— ML R, B A% GAPDH 3 3 F F il RO 3EEH 13 M K 41 DNA FE 5 4R T B5
BB BRI E 2 +3881 EE RN B L +5000 FIX I A &6, ik it T BB EBRAEY
+3931 ZEFRALE 2 +5000 (193 A 3B, EARIEHL GG T 5% H LA B 4 +4070 ERH R
KL B 2 +5000 [ X Ik p3 &, R BR AL B 2 M %T T GAPDH mRNA % 24519 .

[o058]  4fT45 a4 % B WP 48 A 9 4% GAPDH % B BR AL &1 FUF I EL4% GAPDH B EI ¥ F
AR K20 DNA P9l H 48 TRA R BEA AL E +3931 40, ik Hth TR HF R E
2] +4070 Ab, A ZEF R AL B —AEXT T GAPDH mRNA % A2 451 .

[0059]  FE A, A GAPDH £ ZRHRFALAL & T R HE B MEZE K 40 DNA )i T A% iR
B +3931 &b (AHXTF XM 40 SEQ D NO: 17 51 BT £ 7R ¥ bp8463 ] GAPDH mRNA %% Fi#245) .
it , an2 GAPDH £ B BRTFALAT = T Ui FE R IE M EL RIZH DNA J7 %5103k B A, W) GAPDH % 2§
RREFAAL A TR AERR R M R4 DNA 236 T 40 +3931 (AH%T T GAPDH mRNA 35 Ri14 ;
FCXI A SEQ ID NO: 17 7 T BRI bp 8463) , 3 HHAC R4 3357bp, X f2F AN SEQ 1D
NO: 17 J2 f IR B4 bp8463 24 bp11819 ()7 51, BALIEHLE 15 T4 +4070 &b (ABSS F 3T i
41 SEQ 1D NO:17 BT & 731 bp 8602 [ GAPDH mRNA ¥ FA24 ) 3F HH K EF R 2 3218bp,
Xt R M3 SEQ ID NO:17 F B B/ K14 bp8602 T4 bpl11819 K751,

[0060] 7 N —/NSEiEJT RS, BEi% GAPDH B3 T FIF I AE R M R4 DNA S5 41k
H SEQ ID NOs:8 1 21 IR B 758 A K.

(00611  7EN—/SEjli77 &, A% GAPDH B3 T eI dERF M E R DN o8 5
1% E SEQ ID NOs:8 Fl 21 B HR 7S A B 4N HERF 5 o

[0062] N —/NSEHi T RS, A% GAPDH B3 T FifdER M E R DN FHB4S
1% H SEQ ID NOs:8 Ml 21 K HIRTFEH v BAEFI 2 2> 80% 1% F R 5 .

[0063] FE—LESEHETTE T, ¥ H SEQ 1D NOs:8 Al 21 MR HRFFIEI A BAaE 5 Mk
S Pk 4 AN EE L 3 NEFE D B AR 2 NEE A B 1 MERE
i, H PRSIl R LR E .
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[0064] 7EN—ANSEHET KA, Ei% GAPDH B 30 F F ¥ M 4 DNA R 3K
Rk R 2 200 £ 8000 M HEE . EALEHLL 500 £ 5000 MEZHER . EE B LiEHL
1000 4 4500 MEE R RN EHZ) 1500 4 4000 PN EE R 4 FIHZT 2000 247 3500
MZER ER B2 2700 E4£7 3300 4 EZEFRHIZ 3200 4 b HH 3218 M EER . 40
A 5E X HIE A GAPDH JA 30 F T i AEBE M K40 DNA 7 51 ) B A B AEXT SERIR B R
ZH DNA 750 AT 3% 3K P 51
[0065]  #E N —NSEHE T R, Bi% GAPDH 5 3 F T i U 3ESTE M2 4R DNA 751 LL 54
M52 BRI 2 A% F R FIAR R B 75 I 52 14 .
[0066]  7E N —/NSEHET R, Bi% GAPDH 3 30 F T U 3871 M K41 DNA 751 LAAEXS
F 4 £ IR 2 A% H R 5 A R 77 1 2 19
[0067] AR, BB F - SWIDLIKINE ZER T A E % GAPDH B 3)F
T iF AR R P B 4 DNA Fr 7 U 3RIE S8 B8 B GAPDH B 30 7 Lilf I 3E B E A
DNA J# %1, 2o rp EL4% GAPDH J3 3 F L il 69 3E B M S5 K1 41 DNA /75146 T #5249 E A% GAPDH /&
FFH 5 R BEHRAMEL -3500 FIX KR #H, Kz FERALE R AHX T GAPDH mRNA
R, IF HH A B GAPDH B 3T LU (AR iR B K4 DNA FRa i E 24 100 &
#3 15000 MEFH R .
[0068] HEFH—NELHEART, ZXKEEEBTEITF FELZNRNEZEZERFINNE
¥ GAPDH B &) 7 L 0 A BiE ML 41 DNA J7 %), R i 2 R F I RIS 2 KA 2
GAPDH, FF H 3. 5 B 4% GAPDH /8 3 F L ¥ H3ERT R MEZE R 20 DNA J7 51 4R T8 29 B0 i% GAPDH
BEITFHS Kif B EIRAE L -3500 (X I8 A, K% E BRALE & FHXT T GAPDH mRNA
AR, H 4 B 4% GAPDH B 3h F LU U 3E RN M E 4 DNA FFH M2 100 247
15000 MEEHR, &2 RIEENEE HE W GAPDH B3 FEIL A B
[0069] FE—UESLHEiF R, ZREAELE S EM GAPDH F s+ T e d M E RN A
DNA f7 %), 35 B 4% GAPDH & 3 F i (U FERN 3E B R 48 DNA J75is TS B H R E Y
+1 BEREFERAE L) +7000 XA H, K ERA B 248X T GAPDH mRNA # kR iRH),
F BLH A R % GAPDH /A 37 T il 9 AE#IE M 2E I 41 DNA J7 31 A K BE A2 29 100 £ 47 15000 4~
TR, 2EXEesti &, M E % GAPDH /330 F T i IE B M2 FI4H DNA FE51)4 tn
B SCHER
[0070] fE—bspjfiy &b, E A% GAPDH Ja 30F L3 AR 3 M 2L R 40 DNA R8I R FE AL
HEHb 2 200 £ 8000 M EHEER . E ML ML) 500 £ 45 5000 NMZHR . B2 B EH L
1000 4y 4500 MZHER . B AL L 1500 L 4000 ML E R R HIHIZY 2000 4 3500
MEZHIR R HIZ) 2700 247 3300 > EZFERFZ 3200 A &AM 3158 MEEHRK
FE o A2 X E % GAPDH 8 30 F LUt AR 2 MEZE (K 4 DNA P51 FI K A B G e 8 i
{4 FEERI 40 DNA 7508 o0 B AR e 3 3k P 31
[00711 HEN NSRS S, Bi% GAPDH B 3 F L iF I E SR 2 K141 DNA l%iﬁIJE*JJc:FF
F /A 100 MEERH BER S RGO T LM E NCAPD2 ZEFE MRS &S+, EX—
' ;&E@ﬁ &, E#% GAPDH /8 30 F L UF I 3ERF M ZE R 40 DNA R K2 2 /D2 100 /\V
HEe It BB K T 4% NCAPD2 EF I BHEE =N EF. EX—ATEFEH, &
% GAPDH /B3 T L R AERF MR FI4H DNA P KE R E AL 100 MEZEHR T BAER R
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KIEUL T S48 5 NCAPD2 ZFE B EISE — W& Fo BN —A L R+, Bi% GAPDH & 3) T
LR AER IR EE A DN BN ER Z DA 100 MEFRH AEHZRKER TEME
NCAPD2 ZEFH (B K K& F o

[0072] A NCAPD2 Z [A] (NCBI %t [Xl ID :9918) fi F %5 12 = ¥ & {& £ bp6603298 &
bp6641132 FJ A DNA o FE—ELHET R, TEH & AE LT 18 3 A NCAPD2 ZFE K&
KW E T HIE GAPDH B 3 T LU dERIE A E A DNA FH K BEEH R KB T HERE
NP 4afG NCAPD2 FE RIS 12 S YL A 2 bp 6640243 ( FHXT T GAPDH 2k Rl %% 3R & 45 AL
B -3414, Xt SEQ ID NO:17 5 bp 1119) .

[0073] E—NEREHREF, EHFE KGR T EHFZE A NCAPD2 B EAMFEBHE NS F
HIEL¥% GAPDH /2 21 F EHFdEEIR M 2 4 DNA B K E A B KIER T HREZE AP HRID
NCAPD2 F: R[5 12 5 4B 1k 14 bp6639984 ( #H3T T GAPDH IR % F B E -3673,
St SEQ ID NO:17 H bp860) .

[0074] FE—ANLHEFER, EHEXIFRTREME AN NCAPD2 EEMBBRE=NEF
HIE 1% GAPDH 2 ) 7 L ifdEBiE M R0 DNA 3 KB E R B A TR E A F 4G
NCAPD2 R:F KI5 12 5 YLk £] bp6639125 ( FHXT T GAPDH H:F#H# FAT A AL E -4532 ;
H AT SEQ ID NO:17 i bp 1).

[0075] {ERRE 12 5446 (NCBI ZH ID :9918) | bp 6657230 & bp6639125 [ SEQ
ID NO:17 FEEAERZ KB T4 M ZE A NCAPD2 HEEMHRAANS F EHRE N
ETFEIBEE =S THE™ GAPDH B3 T L i AE#0i3 2 K 40 DNA #5).

[oo76] /) NCAPD2 K (F R 1D :68298) £ T4 6 5 et ik K2 7 B 125118025 &
125141604 (/NG DNA Hh o FE— LT £, R SR 6L T 18 2 /iR H NCAPD2 ZE [
KIEK A FRIERZ GAPDH B3l T LU ERN R RN 40 DNA FR3 K (IBfETT R A ER
s BRI 500bp K ) FEH FRE LT R ZE /R 9Rh5 NCAPD2 EHE 5 6 SHEE
K14 125118607, '

(0077]  FE—ANSEii 7 B, A LB KGO T 2 2/ iR H NCAPD2 ZERH M EIBEE — W&
THIE GAPDH B 3h T LR B M R4 DNA FEF K B A KB RE N N R RN R F
4mhd NCAPD2 ZEFMIE 6 5 4L A4 bp 125118880,

(0078] E—NSLHEH R, HHF KGR T EME /R H NCAPD2 ZEEMEEHE=NF
F B E A GAPDH A 3h F L i HERIR MR 41 DNA B K B SR ER THRES /RS
4ah5 NCAPD2 ZEFE R 6 S 46414 bp 125119832,

[0079] ZEER5 6 5445 (NCBI 2 F ID :68298) [ bp125103521 & bpl125119832 1
SEQ ID NO:18 A& 7 H AR A S 5L T 2 B FE 14 22 /) R A7 NCAPD2 B BRI Y B oK 9 & 7 JBI858
TNE FARIBE = NE FREZ GAPDH B a3 T L AE BRI K20 DNA R 5. ZE 19 2 5%
KWEFHEAZ GAPDH B3 F LirdERR 3L EIZH DNA R 5B 2240 SEQ 1D NO:18 AT
REEERFIIRZ bp 1226 (FEXT T/, GAPDH mRNA 452041 -3006) » ZE1H B {5 50E
“WE TR GAPDH & 3T T 3EEMIE M SE A4 DNA 4R Z 41 SEQ 1D NO:18 fT i
ANZE IR T 58929 bp953 (AEXT T/ FR GAPDH mRNA #% R ATHs ) -3279) » M EFELE =
WA FHIEZ GAPDH a3 sh T F i dEE0iE MEZE R4 DNA 208 2= 40 SEQ 1D NO: 18 Ff 871
FIZE R FHIZ bp 1 (FEXTF /N GAPDH mRNA #% #2081 -4231) .
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[0080] K K NCAPD2 %R ( ZE[E| 1D :362438) 1 T 28 4 T YA L1 B 161288671 &
161310417 B9 EAZ DNA . FE—NEEH RS, EHF AT M52 KR NCAPD2 £
(1B A & F I E 4% GAPDH j5 BhF L il AE 891 ML BRI 40 DNA J7 9 I BT 7 HL & K AR L T {
JE 2 KR 415 NCAPD2 ZE R 28 4 B R @M A bp 161289191, E— M EHEFEP, EH
B KO T SE 18 22 K R NCAPD2 I FRI40E — W& F 1 E 4% GAPDH JB 3 F F i dE#nE
PEFEFIZH DNA [P 5T K A B KB TR ZE KR A 4R3 NCAPD2 ZFMEE 4 54 A4
1% bp 161289446, £ — AL T P, 7R & K LT 114 22 K i, 7 NCAPD2 ZE Rl {81 %k
FEZHNE T EW GAPDH /B 3) F L SE SR A B K41 DNA P9 K B AE S KIB 0L T o R
Z KR A gahE NCAPD2 £ E2E 4 S RE/ARZ bpl61290508.

[0081] RN 4 5 Y15 (NCBI £ ID :362438) K bpl61279451 & bp161290508 f]
SEQ ID NO:19 & 7EH H RIE G T 7 5 RE M 2 K i # NCAPD2 Z Rl 1 S R P & F  RI5E
ZHNETHEEEE =N FHE GAPDH A 3) T LUFdERIR MR F 4 DNA 751, EfH 2 5%
KWE FHRIE GAPDH JA3 30 F P dE Rt B K41 DNA JE 5B Z 1 SEQ 1D NO:19 Fi &
REEEBRES M2 bp 1318 (AEXTTF A B GAPDH mRNA 3 F BT -3101) . EHEFEF
T W& FHIE GAPDH Ja 30 F TR ZE FI 4 DNA SR FE 2 40 SEQ ID NO: 19 fr &
NI EBRFFIEIZ bp 1063 (FHXTF K i GAPDH mRNA 3% AL 4G A7 B -3356) » ZE{H 2 3]
HOE =& F I EHZ CAPDH /B 3h F T ilf IERE R MEEE (K140 DNA R R Z 41 SEQ 1D NO: 19
BT 2B ERIT ML bp 1 (A% F K GAPDH mRNA # R HIALE -4418) .

[0082] P [Ef; f NCAPD2 £ (E A ID :100753087) ff F A7 B 3544184 & 3569879 HY
FLI% DNA ., iz a4 B 7F NCBT 3B E L AT 3k . E— Ll iR, EHHEXFI
T sEf 2 o EH 6 o NCAPD2 BRI W5 K W& FHIE % GAPDH B3I+ EiFdE iR R A
DNA P H I AR R NH R T HESE P E G R A 14 3569380bp. fE— ML A LS, 7
HEHE KB T ZE S E A R 5 NCAPD2 Z K iR 2058 — W& T B E % GAPDH 3 3)F kil
ERIEMEEF A DNA A K EERRXERA T HEZFEE R4 3569131bp. fE—
ANEHEARP, EEERER TEMHEDEC R P NCAPD2 EEHFHE =N EFHEZ
GAPDH @zh T L ER R MR FE 4 DNA P K EAEKERBEA THEZPESR PG
3567932bp.

[0083]  7E.E 7% bp3567932 % bp3585061 11 SEQ ID NO:29 fh A1 & 5 HR K5 T 45 Hi & e
ZhEE R NCAPD2 EE KRR WNE T BIEE NS FAEILGE =N & FHIEZ GAPDH
BB F LU HER R 4 DNA 75 REfRE BRI & T % GAPDH B3I+ i ESliF
PEFEEIZH DNA P54 BB 22 201 SEQ 1D NO: 29 B B/ IZHERF U2 bp 1449 (AEXT T+ E
4 5%, GAPDH mRNA %R IHH) —2752) » FEHEBIEEE — W& F 8 E % GAPDH /A 3) F F i3k
B ZL R 20 DNA 5 R 40 SEQ 1D NO:29 B BRI B2 F 5 B4 bp 1200 ( AR F
o 6 B GAPDH mRNA 3 RAERIEHIAIE -3001) » ZE{R B EIEEE =W & TR R GAPDH /8 3)
T T U AERN %tk FE 120 DNA FE 5 (B ZE 80 SEQ 1D NO: 29 Bt B I EHERFF 5 K4 bp 1 (4
X7 Bl & i GAPDH mRNA ¥ RE I KA E -4200) .

(0084]  FE—4&STii 77 F P, HAZ GAPDH /& 31 F L i 0 &% 1 B R 4 DNA J7 71 8 & 46
FES B B B A1 B 4 -500 BB AL B4 -3500 XI5 A 46, Lk b ts F oS miz B fr &8
Y -576 BIZF AL E 2 -3500 XN H, H P X HERALE —AHXT T GAPDH mRNA #4 R0
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H.

[0085] £ —LESLjETs £, BA% GAPDH B 37 L HIAERI IR B4 DNA FRo) @ H T
BHEHRMNBEANME -500 4, LEMSE FEEFRMEY -576 &, EPZEFERAME 2% T
GAPDH mRNA % FACIAKI .

[o086]  #E AR, A\ GAPDH @ zh T LU R3EEHIE M E K2 DNA AR T A EERALE -463
At (ABXFXF R0 SEQ 1D NO: 17 H BT B /R ) bp4533 [ GAPDH mRNA #5% #2488 ) . ik, 2
R GAPDH /B 3)F L i 3BT 1R M 2L [RI4H DNA /75138 B A, WJiZ GAPDH j& 3 F L i i 3E 80 1%
MEECEIZH DNA JE 5125 F 4 -500 &b ( #HXT T GAPDH mRNA %5 FAS4S ;X 40 SEQ ID NO:17
BT BRI bp 45633) .« EALEHE, 215 GAPDH 2 &0 F EHFHIAERIRME E A DNA 555k 8
N, W% GAPDH J8 3h 7 L AU IERRIF M FE K140 DNA PRSI T4 -576 &b (A8%F T GAPDH mRNA
RS sH X a1 SEQ ID NO:17 Hr B/x ¥ bp 4533) , H HILKE £ LY 3158bp, W T
M SEQ ID NO: 17 H AT B 7R HI4Y bp800 24 bp3957 KIF41.

lo087] #EN—ASLHES R, HAZ GAPDH 3 zhF LR 81 M R4 DNA /75 & 3%
B SEQ ID NOs:7.9.10.11.12.13.14.15.16.20.22.23.24.25.26.27 F1 28 1% £ B 551 5%
HF B, Akt B SEQ ID NOs:7.9.10.11.12.13.14.15 1 16 I HERF7) 8 H A B, 8%
1% B SEQ ID NOs:20.22.23.24.25.26.27.28 1 16 HIEF BT A B . Btk Rk
H SEQ ID NOs:10.12.15 F 16 By H 7580 H B, BLiEH &% B SEQ ID NOs:10.
12.15 0 16 I F RT3 F B, A5 SEQ 1D NOs: 10 #1 / 3¢ 16 A% EFER 75 AH X
FHEL KN L EEFRTHI AR R J7 FE W, 3 A& SEQ 1D NOs: 12 1/ 8¢ 15 FIZ TR
FFE A5 it £ B0 2 32 F R 7 S AR R B 75 1) 52 1« [ SR EAR i 1 2 3% B SEQ 1D NOs:23.
25,28 1 16 WL F RIS A B, ELik &% B SEQ ID NOs:23.25.28 fl1 16 HIZFHIR
A B, A& SEQ ID NOs:23 i/ B 16 KL H R F5IAEX T4 £ Ik 2 4%
B2 551 LIAR ) 75 6] 52 1], 37 HALE SEQ ID NOs:25 Fi1 / BY 28 B BR 791 LA 5 4a hH £ ik i)
Z A BRF YA R 77 19 T 5 .

[0088] FEN —ASCHET &S, BEA% GAPDH }éigb%i:w’?ﬁ@ﬂla%ﬂwﬁ%rﬂzﬂ DNA JR3If& E
68 SEQ ID NOs:7.9.1011.12.13.14+15.16.20.22.23.24.25.26.27 F 28 K L IR 2
REFBEANNEEBRES), Uk 5% A SEQ ID NOs:7.9.10.11.12.13,14.15 0 16 {1
BEBRFISRE R BEAZERFHSS51%ER SEQ ID N0s:20,22.23.24,25,26.27.28
F116 MEEHFBRFYSE A B EANIZERTS . BNk R 5% 8 SEQ 1D N0s:10.12.15
16 FAZ BRI S H A B EANZHRTFY . RSB % 2 5% 3 SEQ 1D NOs:23.
25.28 1 16 BT BT 5B F BREAMNIZEER T,

[0089] EX —ANSLhfi 5y E A, Bi% GAPDH BahF Lis A EF R KA DNA FRA B &Y
#E SEQ TID NOs:7.9.10.11.12.13.14.,15.16.20.22.23.24.,25.26.27 %1 28 (1% E B F 5
A B AR E A 80 % B B FE 51, R 26 5 [ SEQ 1D NOs:7.9.10411.12.13.14.15
F116 M EER 78 H A BRI £ /D 80 % % HER P58k 5% B SEQ 1D NOs:20.,22.23.
24.25.26.27.28 f1 16 [IZEH R FFIEIE A BRI 20 80 % MZHR TS, BRitHES
% B SEQ ID NOs:10.12.15 F1 16 R /750 H v BRAHR 2 20 80 % RIAZ R 51, BEAR
iR 5i% [ SEQ ID NOs:10.12.15 F 16 RIIEHEE T 5B LA BUER 2 /b 80% H0I% %
Wu,/\qﬂ@@ SEQ ID NOs:10 0/ 8% 16 B BRIF 5 T4 15 £ Ik £ 1% H B 751 LA
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R 5 I FE R, 3F BLAE SEQ ID NOs:12 F1 / 8% 15 IR HERF 5 UL 5 9mi8 2 IR 2 1% H R
FHIAERIEITT 8 M. RIS EREH R 5% H SEQ 1D NOs:23.25.28 il 16 M HE T3
B H BAREZE /D 80% MR 75, Btk 2 5i% 5 SEQ 1D NOs:23.25.28 #1 16 [11#%
FERFFI S A B AR 2D 80 % % EF R /T4, 2434 SEQ 1D NOs:23 F1 / 5 16 FIZH
B2 P 5 AN TR0 % B 2 R FFILER R, 3F B SEQ ID NOs:25 F / B
28 K E TSI UL 5w 2 M2 R AERR T [ E 5.

[0090] ZE—LeSCitE T R, 3% A SEQ ID NOs:7.9.10.11.12.13.14.15.16.20.22.23.24.
25.26.27 F1 28 I ERFHSEFBEE 5 NEED ik 4 A SEE D> EEH 3 A
B D R 2 AN EGE AR R 2 | MR, P ZBREIR e R E .
[0091] #F—LestHE A RS, %A SEQ ID NOs:7.9.11.14.20.22.24 F1 27 B EBRF 55
HABAE S M ED ik 4 MDD BRIER 3 M D Bk 2 43R DR,
AR 1 AMZER IS, PR B L R A% R B o

[0092] ZE—ibsERE RS, % H SEQ ID NOs:7.9.11.14 M EBEV S A BES 16
fr B AN F SEQ ID NOs:7.9.11.14 MEEHBRFINRAE S — M RRES. EHhE .
%16 fLE AR G HEX FREH R PRGN T.

[0093] 7E—UbsCHE R, % H SEQ ID NOs:20.22.24 F127 (% BB EH S RS
13 A7 & 4bAEXT T SEQ ID NOs:20.22.24 F1 27 M EHBRFEVHRIBE S —MERER. 1
EHAESE 13 ML B ALK G AN TREFRIF L HEZEHA T.

[0094] 7EX —ANsiEF R, B GAPDH B3 T L3R #E R N4 DNA /73 L 545
8 % Ik B 2 B BT 5 AR R B9 77 1] 2 1] o

[0095]  #E N —ANSZitih &P, B GAPDH B3h T i RIAEHHF M K2 DNA FR A AE Xt F
Fafid 2 BRI 2 BT 5 LAH R 75 H 72 .

[o096]  AEMRIESEHES B, tn b iR, REGEEE 37 . WIDL KK ZZEBRF 7
BLK% GAPDH BB F F Ui IERE R M 2L R4 DNA JFE5FI E A% GAPDH J2 37 i U SR E 2
[KI£H DNA /771, ik, B 4% GAPDH J& zh 7 T i R93EBH1F 14 ZE 51 40 DNA /731 A1 4% GAPDH
A BT b i AR B M3 (R 41 DNA 5 AR YR =2 AR R A, B, RABEF A . FER%h, B
1% GAPDH J& 3 7 T i AERA P 2 R 2 DNA J7 %)) FL % GAPDH J& 3+ L i dE#H1% M ZE K1 4H DNA
FF5)F07E 340 Mo B9A2 YR = AR F 59, BD, AR A, 9040 4% GAPDH /2 3+ T i EBH IR {4
FKIZH DNA %)) B A% GAPDH J& 31 L i (R JE 8 3 2R BRI DNA FR5RITE 2 40 R R R IRk
BAE R FLENA, B Ak B A .

[0097]  ZE—LbsTiE b, WS E 4% GAPDH BB F PN / 50 _F % i JE 8915 1 55 51 41 DNA
AR % 8 — MR IERI Rt 40 DNA 5, MR X &K B 3 742k A RH
GAPDH B3 F . :

[0098]  FE—LLSEHETy L, W SR E % GAPDH B Bh T T il Al / B _b i A JEBF1% M L K1 42 DNA
FE7) R NVB T el / 8 B RO GERER MEEE BRI 4H DNA 77, MR E AR B 3h 7 A 2 A GAPDH
BE)F.

[0099]  #E—LLsEHE T R, RIEEN BT A2 GAPDH B3I F.

[0100] FHF—NEHEHFEF, WRREEETHEIHT RELZHNLEEBRFINMEZY
TS 3- BEER A ZUEE (GAPDH) BzhF RO IER R FEI4H DNA 25, P R 2 M E B R
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RS % Bk AN 2 GAPDH, 3+ H H. H B #% GAPDH A0 7 F i M FE &R M 5L K 40 DNA A T
BB ERMELA +1 EREFRALEL +7000 X BRAH, HhZERAE R F GAPDH
mRNA ¥ R & UE K, F B E % GAPDH /B3 F T i (AR IR 3 R 4H DNA A K E 24
100 44 15000 MZEF R B HFREELEE E% GAPDH B3 T L3RR R R A
DNA 731, B #F EL#% GAPDH B h T b i B3R BF1% M 2L [RI1ZH DNA B 1) 84 T 5 41 Z 4% GAPDH /3
FTH S KimZLFERA B 29 -3500 FDX 3k P38, H P EFRRALE 2 AHXTF GAPDH mRNA
HREHY, F BHE AP E GAPDH B3I F L 3EBRF HEE 4 DNA JF5 K24 100
Z 29 15000 MEZER, REEW B3 F 7] LUE B A% GAPDH B3+, Rt 12/ FL50 4 GAPDH
JAsNTF, EALE LR 2B\ GAPDH f3 3. #EIXN LA R+, i T B4 =% GAPDH
RBENTFH 5 KimBZEFERAE L -3500 19X 2P # I E ¥ GAPDH /3 3) 7 L dERiR M2t
[514H DNA J= 31036 1 W 43457 F E4% GAPDH /3 3+ (11 LiiF, BB HIEX AN S R, RIE
BEERRFERZEEIZ DNA 575, FridZE K14 DNA £ 51184 B % GAPDH B3 FH M E
MHEBRAEL -3500, X P FRALE Z4HXTF GAPDH mRNA # 2.

[0101]  FE—4EsSTjE /7 =+, Zi% GAPDH j3 30 F T iiFfl / s L i i 3EB R M FI4H DNA /7
F 2L PYRE R, 15 40 4% GAPDH J3 30 F 2" FL 304 GAPDH J3 3h T, 3 HL'di #3014 GAPDH
BT TUER / B b R HERR L R4 DNA 55 A SCEr iR B A3 A -

[o102]  FE—4BSEjE 7 P, B A% GAPDH /3 3h+ TiiF Al / s b 3E# R M 4 DNA /7
F1) A2 M 08 2R BN R BT, 491 40 L R% GAPDH J& 3 =& Mk 15 28 8%\ GAPDH /B 3 F, 3 ELRE 28BN
GAPDH /B3 F AN / sk Ly R 3EBR 1 ML K140 DNA P51 dn A SC AT A AEAE A o

(01031 ik, E 4% GAPDH ja 3 F FHFAN / S b iF RO ERN M EE R 40 DNA FR 3105k B ALK
FREk N BRIR, BEALE SR B NSRS/ RIE, S UEkik B AT .

[0104] FE—LESCHET P, A% GAPDH /3 3) F T AN / s L i 3EER IR M K140 DNA /7
TR 5w 2 IR 2 R F 58 E .

[0105] FE—ELHARY, REEEEERBEFMAL S, Rk, ZRBTIUMSER
SV40poly (A) F1 BGH( 44K 2E Ypoly (A) .

(0106] FE—ESLHiH RH, REE B3 THRIE L KN L TR IFIE S0ERE.
[0107] FE—ESEHAEP, REBWNBIIFIEAE SV40 B3IF. A th BBIF MPSV BB F.
/NER CMV L N CMV KB CMV. A BFL a (AP E G R EFl'a . A GAPDH. 8 & BB F, ITid 24 & B 3
FALFE MYC, HYK F CX BB F.

[0108] FE—ESLETEY, HREGEHRBEPZIKATUZIEREZL B IRFIEREL L K. #E
ENWEZRIERA R D — KB ZIK.

[o109]  FEREEATE MG FREIWAEFERELEE JEERELE L4 KETF (NGF) XK
B ERAKET (EGF) F4f 440 KR+ (FGF) KIKMIEMEAEKETF U RIEE
FoA KA FRIERE R Z 4.

[o110]  MEEMEARHFRBENBERBEAF BOLE T JrEnE - m RS EKE
FHZHE HEEFRRAFAREAFRENNZAE. TARZAROEEO.BE2E0. 54
ZHE IR GRATES . SUEVREES (NREFHE) T IHEELEANAR. Lk
H, 2 K1 AP, Piik A BREUIAAT Y (10 Fe BiE B B AR BRBU IR AR X, XU 3 1
Uik ) o AT ABTLE R BARE, (EART (1) 45438k (1i) B VL.VH.CL 8k CK 1 CHI
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CERPB A Fab FEE, A3 Fab® Fl Fab’ —SH ; (iii) i VH A1 CHL %5 #3840 Al Fd H EL
(iv) HBANATASSE 28 R dAb B Bt (Ward ES%% A, (1989)Nature, 341(6242) :544-6) ; (v)
F(ab’), B, — P B &P EER Fab A BN F B 5 (vi) B4 Fv 43 F (scFv), HAr VH
SERYIRAN VL G508 i O VPR PR S WA A U BT IR 45 A IR B 3Kk i%E 8 (Bird RE
N\, (1988) Science, 242 (4877) :423-6 ;Huston JSZE A, (1988)Proc Natl Acad Sci U S
A, 85(16) :5879-83) ; (vii) “XUPLiA” B« =", BdEFEME MR 2N Z RN
FrBt (Holliger P25 A, (1993)Proc Natl Acad Sci U S A, 90(14) :6444-8 ;Holliger P%
A, (2000)Methods Enzymol, 326:461-79) ; (viii)scFv, 5 Fc XEi&RIXUPiiE (diabody)
HEMEHER (1x) SHERBARPLER SR scFv,

o111] FE—BEHEAHFRP, REELEE EfETM, rdBE otk g s EshF. 8
9T R T AR B AR S, U HESI DA M P R AL BN ID . B R T tn
72 Kozak JPF B R & 1B+ ol '

[0112] E—AELHEAFRP, BE 042 —MEERIS, EPERBEFERCH ZRER
FF5 R B CoG 47 S I8 2 52 45 S /b, Pl 2 40 B/, UL 2 20 SE /), F¢
FHE R 10 B/, R R 5 B8R/, S AR 0 ( CEMER R CoG AL A ) .

[0113]  ZEX—AHEH, KA FRERERA, NEHRE S EXRREENHILZY
FKIEE M

[0114] E—ESEE TR, REBHRBEE PP MR RA . BEWR/MIIER
B R IE B MIRENER A, L FRRAPE-—ER BRI ERRELFRA
FOEXBARERARENES. 5—MITFREXPHNMERBMREBEQR (W05 )
KIS FEZ R E B A R, B g R AR BHRER B E L TR E
RN, Bl = S HEF L2 AN ML R BAL TR KBS BB EREARZIK
BHIARRERFY) . O TREE 4 ML ER R, TR R BAE B
BRI H 4 MR W ELA R RN — N PR FEZERTS .

[0115] FZE—HESiE T R, REBEEEFEQIIINEEF IERmT, EREH BT &
R S FIE BRI RE L T .

(o116] fE—LESEfE A R, REBAEE S B HHE SAEERD, HPREZAEN R
B S AR EARC K S AZF R E 5 & B CpG AL S & 842 200 B /), RIEHL 2 150
X EE /D, R R HE R 100 B /DN, BRERIHLZ 50 B/, B AIHLE 30 B /.

[0117)  HE{F M EMEFERICMmEREE (th) S0 RICHEES (DHFR) (MR ER
BRSNS R AR 6S) A FARKPKREZHRER M. ik, ZRHPIRE
HALEEHEREEMEHEREMN SHTEATUARFARBEEARNREE. £
AT e/ BBl EEFERR, AR PARNRERECT A EEEZETHARIHETEE
B/ WEhn T o i S AR 45 40 EB 3 (BBV) BX SV40 SRFRH) oriP & AL {H AT IRk ik
BARIC. ERREAE B DR R B &I AE < B F B g0 M ke R K.

[0118) #EHREBMRIEEAET LIEE R IARIE IR E R FRIE ncRNA (13RI
B VREFATEANREER RN WRIEABNEARNEREAS.

(01191  ZEX—NHE, &N FFRE—F RIS, HIKIKRES -

[0120] &) EL4% GAPDH S Z0F LR / 5 F Uk MOSERRIR M 2L I 48 DNA /571
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[0121]
[0122]
[0123]
[0124]
[0125]
[0126]
[0127]
[0128]
[0129]
[0130]
[0131]
[0132]
[0133]
[0134]
[0135]
[0136]
[0137]
[0138]

MEELERIZH DNA 51, | ) 2 k% GAPDH i 3ER M2 R4 DNA 571,

[0139]
[0140]
[0141]
[0142]
[0143]
[0144]
[0145]
(0146]
[0147]
[0148]
[0149]
[0150]

b) BENF

c) B Z RN 2 ZERFS
d) ZRREALS

e) HHEF

£) E# GAPDH B3 F T el / s i R FEBE M 2L K48 DNA [F%1), B
a) E 1% GAPDH Jg ahF L / BT #E A9 IEBNIR 4 2 K 41 DNA 51

b) HaE T

c) BENT

d) 5% BRI £ L H R 75
o) ZRIREUALA

f) E.#% GAPDH JE B F T #efn / 2 L iif I dEBN R M ZE K14 DNA %1, 8%

a) Yg5RT

b) E A% GAPDH LA / BT 7 AR SHF M2 (K 41 DNA 75
c) BT

d) S % KK 2 M HRF)

e) ZRMEFMALS

f) R GAPDH Tl / B Ly 0B M R4 DNA FF 51,

HApaEm T 2TER, I AP R ZERF5I%RE0 £ A 2 GAPDH, 3+ A
E P E R GAPDH B3N F F I AERF MR 4R DNA FRAIA T BT BRI B Y +1 ERT
R E 29 +7000 f X 35 PN B, H A HZH B B AT T GAPDH mRNA #2450, F B
B #% GAPDH 2 31 T F I I AESH 13 M 2L R 4H DNA R4 K B2 100 47 15000 MEEER H
B3 B A% GAPDH j53 3 F LU (1 3B 81 128 2 K 4 DNA J7 546 T #8788 40 E 4% GAPDH J& 3l F 11
5 Rif BAZF R E L -3500 B X I P &, H P % FFER AL B R AHX T GAPDH mRNA ¥ F &S th
19, 3 B A EA% GAPDH 3 B F L i I SERE M2 R 40 DNA J7 51 K R 44 100 244 15000
AMEEE, 2R a) B b) 2 E K% GAPDH | iF 3515 2 E 4 DNA S35, ) £) B2
¥ GAPDH Ty iaERR R MEZE FIZH DNA 751, 3 B R a) 8 b) ZH 4% GAPDH F i R3EHN 1%

FE— LT B, AN THEME—Fr R &, HRREE -
a) HEAZ GAPDH & 3 Ll R AR&1IEEZE 14 DNA 751

b) JAENT

) Hib % IR 2 M EBR T

d) % RMRHE AL

e) ¥R T

£) FLi% GAPDH i3 1 T By i F#A 3 ME 25 R 4 DNA F7 57, AP A 5 3R F R AT Y o

FEX—NTTH, A0 TR —FRE B, HIKIREE -
a) Ei% GAPDH 3 3)F _LifF AR #E 2L A1 DNA /5571
b) HET ’ '

c) HETF

d) ghs 2 Ik 2 HH RF5)
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[0151] ) ZEIREFILLL S

[0152] ) E#% GAPDH T i BN ZEFEI4H DNA Fr31),

[0153]  H P& 1858 F RATHN.

[0154] ZEX—/NJ5H, A AFFRE—FrREEE, HKIREE -

[0155] &) YE5RT

[0156]  b) E.4% GAPDH _Lii# AU -E&H 3 e K28 DNA J7%1)

[0157] c¢) BBhT

[0158] c) IS E IR Z L EERTS

[0159]  e) & ERMEFMALS

[0160] ) 4% GAPDH T ¥ O ESH 3 M A K40 DNA 751,

[o161] AP & 185EFRITEN.

[0162] FEN—HH, A ATHREE—FRER A, HIKXEE -

[0163]  a) Ei#% GAPDH J3 3)F T i FUAESI IR ZE BRI 4H DNA /751

[o164] b)) BEIT

[0165] ¢) i Z IR B TR TF

[o166] d) BERIFFWALS

[0167] o) E9ET

[0168]  f) E.#% GAPDH /A B F _L¥FAI3ESH 1 M KIZH DNA J7%)), Hop 8 & 5 1 2RI Y.
[0169]) FENXN —NFTH, RAFRM—FhRE8E, HIKREE -

[0170] &) E#% GAPDH /83 F T U HIAESH1E M2 R4 DNA [+ 51

[0171]  b) tE5EF

[0172]  ¢) /¥

[0173]  d) #WAEZ KK 2 L EERF5

[0174] o) ZRIFHANALS

[0175]  f) EL4% GAPDH _b s ROEEH 13 M ZE K140 DNA %)

[o176]  Hip A& HE5E T 2E1ER.

(0177] X —AJFH, AN FRE—FREES, HRKEKOE -

[0178] a) IR T

(01791  b) E4% GAPDH Tt 3E&H 1% M2 K140 DNA %)

[0180] <) EBITF

[0181]  d) #whE % AR 2 % EE F5

[0182] o) ZERFHWALS

(0183] ) E.4% GAPDH bt 3E &) 1R M ZE A4 DNA F751),

lo184] H A Q&R TRILIERN.

[0185]  FRiIAFAKKIE % GAPDH L iy AEHN1FMEZE K40 DNA FR %)) 858 T B ah T SRiZ 2 ik
(2 RS 2 B EWAr SR EW GAPDH B )7 T UrdERIR 2L R4 DNA 75146 4n
BRI

[o186] FEX— AT, AN S E XA RESRF LB ANE ML %

TEEGMAT R ABEEAGIM. (LIRS £ AL AN AL . L5 £ A AT I
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W FRIEMARB T AEBE 4 (Graham FL 2 A , J. Gen. Virol. 36:59-74) . MRC5 A 4T
YESH . 983M A BB 5 R I8 40 B JMDCK X WE 40 A RF 577 I M Sprague-Dawley KR 4385 K
UM ST 4E 40 i B16BL6 FR B RMAAL. P15 B KM M. MT1 A2 R FLERRFEL
Jf3\PER:C6 401 (Leiden.fif= ) FIpH -G R (CHO) AfEsk 4R (Puck % A , 1958, J.
Exp. Med. 108:945-955) o

[0187] H—PMHEMAMMNELE T EP,. BFHARIEPECKIPE (CHO) 4 M s 4 i
%. B3&1 CHO 41 i & 1) i 425 CHO-S (Invitrogen, Carlsbad, CA, 35 ). CHO K1 (ATCC
CCL-61) . CHO pro3-. CHO DG44. CHO P12 % dhfr'CHO 41 f2 % DUK-BII(Chasin %
A ,PNAS 77,1980, 4216-4220) . DUXBI 1 (Simonsen % A ,PNAS 80, 1983, 2495-2499) . B,
CHO-K1SV (Lonza, B2 3&/R, ¥t ) o

[o188] TEN—/NJ71H, A A TR FRE SRS 5, Bl 564w b0
BEIRIEEHR B R JIE A MIF IR L K. ZB LG RE RIER, FREHE A
Zhk.

[0189] RIEAKRAN T W REBHREHAE YT EA M, v LUE TR,
0 A 4503k 24 S0 1 R 4, 48] an o 2 FL YR L B R AT L T U v . DEAE- T ZRBE Ik Yuik R A Bk
R, BN TAEE AR MY, AARAREEHNREE A R0TE F 405
NAER N ZEN SR EHERMARR. FHik, BEARH, XRPAREEHRER AR
L% B 28 5 s R, B A 2 e i, sln] DURRE A 7878 T A M R A, BiAR e sk
Ko

[0190) BB %G AR AR X BB L EARIC MR RATTE B B IS ARG
HRE2HZ 10 HBE RIELE P, BRFIRIEESRIEZAME A M IR o/ 4= 1
ANESZRERAP. AL EHRWDNABEENESEEEARERAS. BEAKRMHNTFE
AL GLI DNA 3 H 45 FR B i 5 e A MV SR I e A P K R e A e . (RIS R B
RAREE YL f5 BB [8) B P i iR ZUIF BRI (A)ys b o P, 46 A e B R B I i G 3R AR R A
EREERENDAFEENER T EARE AP ERFEREYSS 2 2 10 HE R4 5.

lo191]  ZEARKRHRIMIESLHES EF, BRI CHO 5 T AR KA RIEGEHRK
BB B RS, TREHE RIS N BISPR DNA QZk A DNA 45 NFEFEIZ4H DNA 1, 85
EEPENAERE EH B, PTURSEBELPEEES NG 4B DN Z FHAFFICE
ey HIRI AL AR, HE A0 EK A DNA BO¥5 TUE LR R 38 2R =0 . [, Rl RER 2 244
BTHTY EEREE R 73— 38 e, iIX 18 8 -5 78 CHO 40 P 7= A XA 1l /b 4
Bk, Boh, REERATUSEERSEAEREFYRIEANEBHEX BT S, Hlan
LEFABSHNTEZRAOMEE IEEEHIX. FHit, BR0EIAREEUREETER
BB E DT A FT T EEREEAF,

[0192] ZEX—NAE, A AFRA W FXHRNRE SRR EEAH T ARILsE E
4 MR K VR 2 KB AR, R R W B SR IR R I B BER A B A T AR 378 40
MRS RE RIRZ IR IR

(0193] W] LURIEATURE AN R B 408 75 SL R A R IEFIEYR .

[0194] T ik % ik, 18 Bl 40 b SCHIR HO R 14 B BRE B R E 4 GAPDH B hF T i
/ B8R LW AERRF MR K4 DNA 50 Finan b SCHR 5918 £ 40 e ot B e 0385 R AR R SR VR

24




CN 104093834 A W OB 20/36 T

L NRIFH AR IR R X & B FE AR A% GAPDH B 37 T iF Al / B L 3R #01%
K40 DNA 751 078 3 40 2 7R ISR YR 14, 90 4, A SR AE CHO 40 B 48 A A I #% GAPDH
BT FueH / B k% DNA 51, NIZRAG R KRN

lo195]  FEX —ANJ5TH, A A FFIR A b SRR R IE S ERIE AR & TR T R )
ZYIHIRIE .

[0196] 75X — AT, AL TR I b IO A BRIk B ERE B, HRERT R
24,

[0197)  FEX—ANTHE, A FHiRfn B O K RE @Bk B s, KA TR .

X

[0198]  SEHEMY 1 RIEBAFHITLRE -

[o190] 1. AHELFITTIE

[0200] 1.1 FUkitEE{k

[0201]  I.1.1.LBH:ZEIR

[0202] ¥ 500ml /K5 16g LB Eiflg (Invitrogen, Carlsbad, CA,3%H ) /R &FF&EH (1 F+
LB & 10g BEE QR 5g B FHEEF 10g NaCl) . ZEX I TRE, BHENKPAEZRNE
WL TR R SR (R FEFEZ RN 1000 g/ml FIRIBEZR TR A 500 g/ml) .
[0203] 1.1.2. RAEH RN (PCR)

[0204] A PCRIYMEF 501w | ZAFFAHEY L u LANTP (& Fh dNTP 25 10mM ; Invitrogen,
Carlsbad,CA, 3£ H ) .2 #47 Phusion® DNA &% (Finnzymes Oy,Espoo, 2% ) .25nmol
5|4 A (Mycrosynth,Balgach, i+ ) .25nmol 5|4 B Mycrosynth,Balgach, i+ ) .10 1 15X
HF 22745 (7. 5mM MgCl,, Finnzymes, Espoo, 3522 ) \1. 51 | —HFEEH (DMSO, Finnzymes,
Espoo, 325 ) 1 1-3u 1 MR (1-2ug) #H1T. R L PHHEARILE Y.

[0205] iR 98 CHIUEAS M 3 23 Bh 8 ) PCR, Bl JG & 35 MMEFR 7F 98°C A 30 #2, 765
YR R HIRE (R CC &8 ) 1Bk 30 BRI 72°CIEA 2 4. 7E T2CHATRALK 10
SR, Z R HFIRFRAE 4°C

[0206] 3 1 :PCR T RIS I4H 45 . GAPDH : H B8 3- B BRI & B8 F 51,5 - LT3,
3: WS, 51 GInPr1172 FEIN“T” (T RIZR ) LLBESS 1Y) — BT o

[0207]
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514 R YR VROAI | seqip
GlnPr |ATTATTCGCGATGGCTCCTGGCA | SEQID
1171 | TCTCTGGGACCGAGGC S'GAPDH | No:l
GlnPr |ATCGTCGCGAAGCTTGAGATTGI SEQID
1172 | CCAAGCAGGTAGCCAG No: 2
GinPr |AGCAAGTACTTCTGAGCCTTCA | SEQID
173 |GTAATGGCTGCCTG IGAPDH | No:3
GinPr | TGGCAGTACTAAGCTGGCACCA SEQID
1174 |CTACTTCAGAGAACAAG | No: 4

[0208] I.1.3. FR&IMEHAL

[0200] X 4= #B PR ¥ JH 4k, ¥ 29 1 1 g J5iki DNA ( FH NanoDrop, ND-1000 43 J& % & i
(Thermo Scientific, B{&#, DE, (H ) FE) REA 10-20 A REFEF. 40 1 45 10X
NEBuffer (NEB, Ipswich, MA, 2 H ) &, F A A RALHE LONEE 400 1, EAHFE—P
BIREITEUL T B EE 3TCIRE 1 /It .

[0210]  {EIGIREIE A TRES, i | 5247 45/ IARR MEBEERES (CIP ;NEB, Ipswich, MA,
EH) IIREWAE 3TCHETE 30 248

[0211] U5 4F NEBuffer 3 (NEB, Ipswich,MA,EE ) SiHITE4L, WAEE M CIP Z R 2%
MR L ZE A NEB Z8 i 4, BRI A X P 263X AN 28 P B A SR NS M B T LA AL AE ST
KA — R

[0212] 1. 1. 4. PCR 4li{b. 5 Sl ik s v ik

[0213] I.1.4.1.PCR#4b

[0214] 5 fo 7 78 4k, 7€ BR &I P 78 1k 2 37, 1€ J Macherey Nagel Extract IIRF&
(Macherey Nagel,Oensingen, i ) , 4F HIE R BIF M, AR 40 n 1 Pl S Ml 140 28
PCR A Bt. X7 S0 FH T I0%5 DNA FE & 2 b i o

[0215]  1.1.4.2.DNA $ZEY

[0216] Xt FHEBcHLIK, 1 UltraPure™ BXASHE (Invitrogen, Carlsbad,CA, 3@ ) 150X
Tris Z 2 EDTA 233K (TAE, pH 8. 3 ;Bio RAD, Munich, 8 ), #1%& 1% . 2T DNA %t
f,% 11 Gel Red Dye (Biotum, Hayward, CA, 3E[H ) #RINZE 100m] FARHEEER. 1EAK
KRB, H 21 g (¥ 1kb DNA &8 (NEB, Ipswich, MA, 28 ). HLIKLL 125 (RIBATH 1 /b
i o

[0217] & B B9 4 %7 A ZERE B8 B i U0 F 9F 4 A iR 7 & Extract 11 (Macherey-Nagel,
Oensingen, 3+ ), JEAEHIIE R F M, (£ 10 0 1 PR MBHAT 4idk

[0218] I.1.5. &

[0219] X TEHANERE, G 4u LIEAYS Lo 1 #1K.400 $47 % BN (TADNA %55, NEB,
Ipswich,MA, ZE[H ), 1 p 110X ZEENGEE PR (TADNA SEREBF 2P sNEB, Ipswich, MA, 5 H )
10 ] FRPIRE . BREVWEZRERRE 1-2 /D,
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[0220]  I.1.6. ERFYHUNBZSHET

[0221] 4 T 5R& pGLEX41-[REP] %t F FH-& 5 hrvE & HI42 5 #9 pCR-Blunt A=A R
1%, # TOP10 (One Shot® T0P 10 B KMHT B :Invitrogen, Carlsbad, CA, £ ) .
[0222] 4 T&% R6K Bl SRR MR HIRLE, FERIA pir [FFIREK «» 8. ©
HHH One Shot® PIR1 BZ S KXW H (Invitrogen, Carlsbad, CA, €[H ) Kik, XL
MEH T84 ReK FFIR 2 EBE k.

[0223] N T HEBEFMHENEZEHE, £K LBtk 25500 1 408 5 8. FEJE, 4%
3-5ul HEESYRNERZSMEIFEKLETF 20-30 775, /G 7E 42 CHAKRTE 1 4
Bho BEJE, BEHRM 5001 1 S.0.CHEFEE (Invitrogen, Carlsbad, CA, E[E ) F7E 37°C
ERHTEE 1N, 55 BAHRAESEFEEE (Signa-Aldrich, St. Louis, MO,
EE) LB PR LI 3TCIREE K. AT 7 pCR-Blunt AT, FHERBEER
(Sigma—-Aldrich, St. Louis, MO, £H ) HIFIR.

[0224] 1.1.7. /PR (/NE) FIFPE4IKE (h&E) FRiH &

[0225]1 I1.1.7.1. NEHI%

[0226] NT/MEHE BELIHKWEEE25n IBHIEAFEBEERLRIERZPE
37°C,200rpm ¥5E 6-16 /NE . IR F M, B KIH & iR 440 iR & (QuickPure,
Macherey Nagel, Oensingen, ¥+ ) $#2EX DNA.

[0227] @I PELE 260nm KbEIR G B FH PPAE L0 ZT7E 1. 8 F1 2 2Z [ Y OD260nm/0D280nm Lt
R, F NanoDrop ND-1000 4} Y66+ (Thermo Scientific, B4 Wi, DE,EH ), &k 8/
2 1|45 F BT DNA — K. F RIZEFESLF) Fasteris SA(Geneva, ¥t ) MEFFESL /Y, 8
17 % R 7 4L o

[0228] X BAC 2B, {3 FH QuickPure & 5f)& (Macherey Nagel, Oensingen, ¥+t ), [F
B St 7 ZE/E LA R 4B 2 A& F pBACe3. 6 BRI 4 B P 10m]l LB FIEE R (12.510 g/
ml) (Sigma-Aldrich,St. Louis, M0, %&H ). FKZIFE L TCRELRE, ¥FRPLL 13
300rpm B0 5 4k, Z JFERT 5000 1 Al iR, 75000 1 A2 REESE MR B
BB EERE 5 44, BEJE, B I%E TR 600 1 1A3 SR P AT LA 13 300rpm B0 10
R B EIEBNEAERE L, FF AP BRESS, 1 QuickPure /NE & & FIFRYE
I

[0220] 1.1.7.2. h&EBHIK

[0230] K T P EHI&, B LI 200 £ 400m]l LB FIRFHEZ (B FHEZR)
h T 3T CEE LR . G, TR UL 725¢ B0 20 434 3 BLAF A BT MR F & (NucleoBond
Xtra Midi ;Macherey Nagel,Oensingen, %) , B4R HI3& B B9 F Ml P SR LIRS DLk 77
LReAL B _ |

[0231]  FH NanoDrop ND-1000 43366 T 3 IR E B2k H P& & | % 095Uk -DNA, F BRI
THWAE SEH A KIZMF (Fasteris SA, Geneva, ¥t ).

[0232] TI. &EMitie ‘

[0233]  IL. 1. 35f% GAPDH ik & Lyl TiF A9 DNA Xk (5° F7 3’ GAPDH)

[0234]  7F Imagene ( #A%K, {&[E ) iT) BAC 3o % RPCIB753F11841Q, XA A S H & E
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Z PR pBACe3. 6 HA X855 H A GAPDH F5. 768t/ NEHI&$2EL DNA 5, i
Nanodrop i€ BARWKE & 27ng/ 1 1,

[0235]  {# f 27ng 44k 55 [ RPCIB753F11841Q 1E AR, (8L PCR Y B3 7 L £
B ARFEFALAL S 37 % 4% GAPDH 145 & A B ) DNA FE51) . S|4 G1nPr1171 (SEQ ID NO:1) 1
GlnPr1172(SEQ 1D NO:2) ¥ #8350 F L9 3kb A B, 724 A% SEQ ID No. 5 Iy #F . B
T 5% GlnPr1172 (SEQ ID NO:2) AHXf FAEMUFHHEHMIELL GET) , ¥ B XA PCR R M
(A E P A X MR AL . R T ARXT T GAPDH ZE R R AL E -3721
P9 (SEQ ID NO:17 [ bp812, #8%FF SEQ ID NO:5 ABLAMIFLIE 23) . FHE|4) GlnPr1173 (SEQ
ID NO:3) F1GLnPr1174 (SEQ 1D NO:4) ¥ 34 % ZBRFEF AL AL 2 TR 3kb B, 7= 4 A SEQ
ID NO:6 I HF (R 1). I TXE PCRAIBXKBEER 727C.

[0236] 4% 5° F0 3’ GAPDH /7 EX (SEQ ID NOs:5 F 6) 53 B& 7E 77 & PCR /= 4 72 B& 2 1%
pCR-Blunt (pCR-Blunt, PCR Zero Blunt FaEiRF&E, Invitrogen) . ¥iEHEFWHELE
TOP10 B2 SME FIHRAEREMER IB-HREFR L. BMAEEF BT/ NEFIZESE
JUki . BEAT ST BB v Ak L% 7 BE M 5 B8, H 45 pCR-Blunt—5" GAPDH F1l pCR-Blunt—3’ GAPDH
ARE R

[0237) IL.2. %) % 4% 3 #t 18 /& A GFP F1 E 41 TgGl % 37 (& BT & M DNA F B
(LC-IRES-HC-IRES-GFP)

(0238] AT e {FAMMEREEMEAE REP) YLK FEEHRLM 1¢61 BTE
TA R (LO) -1IRES-1gG1 BT HiIA =S (HC)-1RES- & 9% | B (GFP) . V3 AL
WL K573 00N &A% B A5 N7 & (IRES) (Gurtu 28 A, Biochem Biophys Res Commun. ;
229 (1) :295-298, 1996) ) WIFFAEARFLLT 3 FHAKIIBNF TeC1 PR BEHIAEEE (LC) . 1gG1
BEREGIAERE (HC) FIGFP (I 1) . 3 Y40 Mok Bt 23 1661 3 5T R HT A 7 LUK f 1
T RARRMA GFP. #R1M, Z iz F mRNA ZEEAZ A A A E N AENEIEARIETEE
BT, S TgG1 FT GFP 232K (1% FE AR XK o

[0239] ¥ FHFR M S Nhel 1 BstBI (BstBI 7F 65°C# A ) 1W4L 575 REP My /4 931k .
B EAEREMWEMAN REP FBUIT, Ak Fi B Fi— S MBS R,

[0240] 1I.3. RiZFAKIFLE

[0241]  J%#%44 pGLEX41 (—FJ§ & pcDNA3. 1 (+) (Invitrogen, Carlsbad, CA) KIFLE{4)
ATFEReaBma. FHTENE T, RGBT L BmU =t BTN R
H GAPDH &5 KI5 ZAREME A FI Bo X F A& M, FHERNEITF -AETAHE MV
Mgpd s — A&+ (IghA) B A -4 7 BL) (Gorman % A, (1990) Proc Natl Acad Sci
USA, 87:5459-5463) .

[0242]  FR[E)#K{E pCLEX41-HM-MCS—ampiA KT -

[0243]  FH—REAEHITT KIS E pGLEX41. % F PR HIEEE Nrul A1 BspHI Y E1X FhE (4 LA
BEFETEEIMNE. B8 B CIP 43 3@ i SR Ik 4tk . T2 GeneArt iT
g T (LMEERBHETRE) BFEANEAFTETEZRNEE (25 blajF3)
T ) BDNA B . 1 FR&IPEES Neul £ BspHI (54X =857 HAEFIRIEE ) » M GeneArt 7¢
FEEA #1013237 Y1 FHEAY), S H AL IF TR AN EHEF

[0244]  EI BRI HEAL ST DEFIEY . 586 pCLEX41-HM-MCS-ampiA#2 B35 H#AE fI KR
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F P B 3 BB RESE T EFR A BB

[0245]  FR|A]EL /A pGLEX41-MCS-R6K—ampiA Y FakE -

[0246] 3 T 3% # 2 4k pGLEX41-HM-MCS-ampiA#2 (] pUC & %I 42 &, 4 A Pvul F11 BspHI
HAZE . T8 A BH CIP A B 4. HimA R B & H R6K & Hili& s B iHe)
SV40poly (A) FFFME A RIEERIE . DEIHME SV40poly (A) BIRALEM A EBUHREE
YRR (WMTER2) . T4 M GeneArt TR A B A FIBE Pvul 1 BspHI ( 54X 5557
FIESAEE] ) » A GeneArt FEREE 14 #1013238 Y1 T iz B, B HAifb e N E8E B
HIE /N B &I BILFFIARIE. FM pGLEX41-MCS-R6K-ampir#l B EHIIFZ.

[0247] 3k 2 . ARFMH Cp6c MEE
[0248]

ARRAETHCIGEE

PGLEXA41 [BATRAH | CpGBIH
B ar |
ET AL {43 19

93 36 1
74 51 0
261 139 29

[0249]  E)# A pGLEX41-MCS-R6K-ampiB [ 58 [

[0250] 4 FH BB 14 B BspHI F01 CIP, ¥T FF# 14 pGLEX41-MCS-R6K-ampiA#l VLB E IEH
BEEHM. FINBEARBRESEEMWUEERGHEPREANE T EERIMEL T, |
=, DB LIRE & &R FRETUHERK A C6 77 (WNEFE2). XMFEAE
GeneArt 1], N TEBFEAR B, {# ] BspHI {H4k GeneArt FofEEN {4 #1016138, 1@ LAk
IR AL B 8 1 BRI BRI AL 2 PIRL AW . /N EW SV ER
RIZMF . pGLEX41-REK-MCS—ampiB#l BH IEFFHH B T —F miE P&,

[0251]  7F pGLEX41 #T4EBIRIEE AR B IR E R R ER 5

[0252] A THERIEEH AL pGLEX41-MCS-R6K—ampiA F1 pGLEX41-MCS—R6K—ampiB H %7 & R &
R DRI A2 14 REP, 48 A BR ) YL B Nhel A Clal V)2 # ik, {3 A PR BE Nhel F1 BstBI (7
65°C ) FTHRIEZ I pGLEX41-HM-MCS. ZEVHALSE , &8 A 85 M CIP Ab34 I H 1 i B
M pk gk T 5. B R85 gRADIRE F R #9276 REP i) Nhel/BstBI (BstBI 5 Clal #H%%) A
BOERE BEEFYHILE PIRL B TOP 10 B AMAE P HRAAEFEER LB- 25T
W BKHEE BN EHIETES BT B/ EHI &Y R HI P E A % e PR R
3 H i Fasteris SA JG 45 FiF S,

[0253] 7 pGLEX41 74 R IA B4k S #5In GAPDH I E 75

[0254] XANERTEMOA IR MMM LA 80 | RN HATIAE 3TCEETIX.

(0255) 1% A BR £ Nrul, % 5° GAPDH /51 (SEQ ID NO:7) A pCR-blunt-5" GAPDH ¥ F

FFAEAEFA NeuT VRS HEAL I FH CIP A7 LUGEE %P5 3040 3R 55 8 4 pGLEX41-R6K—amp i A~ [REP]
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F1 pGLEX41-R6K-ampiB-[REP] s, 7EH 18 (Wit {bisHe =4 Fr3k18 1 )PIRL B7%
Ja, B BRH M BTN EH &Y. ST pGLEX41-R6K-ampiA-5" GAPDH-[REP]#2 F1 pGL
EX41-R6K-ampiB-5" GAPDH-[REP]#1 7F FR il ¥4 43 #7 o B 7= BUHA K/ (9 & 7 » B Jo 8 i I
ESEIF A TFHEM TR DT, X B S A Scal FTH H A CIP 43, {FH AR RS,
¥ 3’ GAPDH FrEX (SEQ 1D NO:8) M pCR-Blunt-3’ GAPDH ¥ FIHE#HZHA E4E, L4
pGLEX41-R6K-ampiA-GAPDH-[REP] 11 pGLEX41-R6K-ampiB-GAPDH-[REP] Fik & ik .

[0256]  FifE pGLEX41-R6K-ampiA-GAPDH-[REP]#2 1 pGLEX41-R6K-ampiB-GAPDH-[REP]#8
AT REH AL AR PR 43 4 o R T R/ 4735 o B 5 @i Bl JFiiESE 3° GAPDH  BR LA IE
75 ml4EAN (Fasteris) o

[0257]  1I.4. HiHEHAHTRE

[0258]  TmREHTMEE AR 2 2 8% pGLEX-MCS-R6K-ampiA#l . Xt FHHEEMRIE, 553
T RBA, K MV BahFE80 SV40 B3 . RBILHEEERZEF M GeneArt SA(EH
W, ) ITHWABREAZEPECR (ERER puroA URFHIE R neod) FHIRIE
ML BCR S 2SI FRK CoC 5 & (MEME R puroB LLEHER neoB) .
[0259]  pGLEX-R6K-AmpiA-PuroA/PuroB HI T .

[0260] & T 7ERIE & 5O BENE S 2 E PN, {F H PR &4 B8 Nrul 1 Xba 14T FF 844
pGLEX41-MCS-R6K-ampiA#1, Bfi f5 F CIP 4b3E . A A BRI GeneArt ITWg3F HAE K GeneArt
TERER MR #1013239 FPRIEANMIRME . ©EH SV40 B T FIEL T RALRINES B B
(&F%F CHO A 35 A0 F 3% 4% ) . (F P Nrul F1 Xbal ( S4F%T 855 FIAHEIIES ) , A
GeneArt FLREEAMA VI FHAY, B H AL F BN F5E A B Hl %/ NEHI &Y @it R
PEVHALEAT 34T L pGLEX-MCS-R6K-ampiA-puroA#] o IE A A B3 3 7] LUE i i
.

[0261] EITATHRIERS T RPUEEREKIGIBX, FRRE SV40 330+, BiXAE A T3
& pGLEX-MCS-R6K-ampiA-puroB [I5E[E. HiEA B ER/FEL FMRAERKESZEEZE
], o 542 8 ik (R 4% 1k 5 A0 e 48 T AT TEBR A0 CoG 78 2 BR &M GeneArt 1T
T93F BAE TR S 1A #1016139 HIRE. o TREBUEA A B, 18 FABR #IMEEE Xba T 1 NotI V4
1k GeneArt #fh. W3RN F Bl i BEAR vk A4k 3 52 8 2 pGLEX-MCS-R6K-ampiA-puroA [
FHEH, B 58T A Xbal A1 NotD PR 7 AL RE RS e 25 2 ] EAE , SR J #E 4T CIP Ab3E.
B 5 0 B B AR SE BT 7= A 248 pGLEX-MCS-R6K—ampiA-puroB#1,

[0262]  #{& pGLEX-R6K-ampiA-NeoA FH pGLEX-R6K—ampiA-NeoB {7 [& _
[0263] AW TEREEPREHERIMHEER, FH RS MEEE Xba I Fl Notl T H 14
pGLEX-R6K-puroA#1, i f5 A CIP Ab3E. A T B GeneArt 1T FH HAE K GeneArt 77 [53L
4 #1013242 (neoA) F1 #1026894 (neoB) FHIIHADFEMH . B4 HIE7F £ 3F CHO 4 3514
F AT E R TFIRAN T E PR Co6 Fi e R 1 E XM ERE . 1§ A5 Xbal
FNotI ( S35 55T HAERIAIEE ), M GeneArt WEE AV FI/AY, B H AL FTRBEA
FHERED. fIEPEHEYHELNTFIELTE.

[0264]  #X{k pGLEX-R6K-ampiB-NeoB #l1 pGLEX41-R6K-ampiB-puroB K7 % :

[0265) %4k pGLEX41-R6K-puroB#1 {F A FR il 14 B BspHI T FF FF bl j5 7 CIP Ab 2., ¥
AR BEREEBTFRULEENBITHFRENEFTERZNEER, A Cag iR
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£ LT IR R A A EE CoG 7. BB E AT GeneArt 1T I 1E 70 & (5
#1016138 KL, 4 TEHBEEAN A B, 14 A BspHI JH4L GeneArt FLFE# A, @it B HIK
ANIEA R BRI ERE R BE, B el DERFHALE PIRL AE T . KD EHI LY EEKIEN
FFH B EAT LB ENESE (pGLEX41-ampiB-R6K-puroB#1)

[o266] & it {# F FR &I 4 B BspHI #1 JF pGLEX-R6K-neoB-ampiA LA 7= 4 F # A
B, #17 7w F&, 7= 4 % & pGLEX-R6K-neoB-ampiB. 1 FH #B [E & FR # 4 B 4H & X
pGLEX-R6K-ampiB-hygroB I{H AL 7= 4 T 4ilE ampiB MIFEA B, ¥ ampiB EEAY S ER
pGLEX-R6K-neoB-ampiA 8.

[0267]  11.5 ¥SANA GAPDH Z:PH bl TR 75 2 Bt #i i

[0268] S Nrul 1L %1% pCR-blunt-5" GAPDH LA %78 5’ GAPDH 4 A9 (3164bp) . 4 &
A9 P 25 BBl M 2 4 A NreuT vHAL, B S B CIP (4 /N W BR 88, NEB, Ipswich, MA) AbZE LL
HEEHERE. B4R ESH B (pGLEX-R6K-neoA—ampiA. pGLEX-R6K-neoB-ampiB.
pGLEX-R6K-puroA—ampiA F1 pGLEX-puroB-ampiB) & 3164bp K] 5°GAPDH i A #) &
EHEUZEPIRIBRZESAE . #H Apall XF/DEH ZFY R R M HEMA LTS
E WM 7 & pGLEX-R6K-neoB—ampiB-5" GAPDH#5. pGLEX-R6K-neoA-ampiA—5" GAPDH#6 .
pGLEX-R6K—puroA—ampiA-5" GAPDH#16 F1 pGLEX—puroB—ampiB-5" GAPDH#5,

[0269] X £& v [B] 8% {4 BE f5 FH PR ) M B Scal PIERIJF A CIP LB LA & A T
. % H Scal V)&% 58 — 4 A A B pCR-Blunt—3" GAPDH K ¢ 14 LU B Uk A A BL
(3224bp) , BV GAPDH T il 3 X . % 4 AN F) E 87y 7 5 A 4L 19 3224bp N BOE &
HEALZ PIRl BRZA4RP. BB HEBELITDNESED. BRI K/DER
M R B 7 B B pGLEX-R6K-neoB—ampiB-GAPDH#S . pGLEX-R6K—neoA-ampiA—~GAPDH#1 .
pGLEX-R6K—puroA—ampiA-GAPDH#1 F1 pGLEX-puroB—ampiB-GAPDH#4. B )5 i it /5 7 #riF
SUIXAETIRE (Fasteris, Geneva, Figt ) o

[0270]  TT.1.5. &g oo b i SR Y o 55 2 1 &

[0271] I T EHAB\ EWEK TR, {# Macherey Nagel iR5f|& (NucleoBond Xtra Midi ;
Macherey Nagel,Oensingen, it ) #l%&PEEHI &Y. Bk FRE M HAFNFELE, ¥
BRI+ B T CHO-S M P, R 3L T UL EHI &5 B FUR DNA itk B
U % B TR Y 2k 4L DNA &40 F T AL BRI EFNSR B Fasteris SA BUIE
EENFR SRS E R FIIRE. ERTHELEZH, 2P EEH &P EE
FRIESE,

(0272] & 3: WREHIAABE . DNA HEEHIZPAMEHEN P EE2H SWIKRE (KA
FERZFES ) o GSC 5 4mbD &N R FE R VTR E A KRBT FFRE R .

[0273]
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Fkx | PEEH S | ATARY ?ifiﬂ'&/ﬁ*lﬁ Glenmark
#R A (ngml) | AIBE | RE(g/mD) | AR

PGLEX41-R6K-AmpiA-

, 1538 EcoRV 1019 GSC 2774
[REP]-GAPDH

pGLEX41-R6K-AmpiB-

[REP}-GAPDH 1243 BcoRV | 1233 GSC 2775

PGLEX-R6K-AmpiA-ncoA-

T 890. Asel | 766, GSC 2776
GAPDH |

PGLEX-R6K-AmpiB-neoB-

| 594 Asd | 979 GSC 2777
GAPDH

pGLEX-R6K- AmpiA-

- . 917 Asd | 859 GSC 2778

pGLEX-AmpiB-puroB-

869 Asd | 1049 GSC 2779
GAPDH

pGLEX41-[REP] 2119 BspHI 868: GSC 2239

PGLEX41-R6K-AmpiA-

| 865 BspHI | 779 GSC 2240
[REP] |

pGLEX41-R6K-AnpiB-

o 1751 BspHI | 806 GSC 2249 |
[REP] :

PGLEX-REK-AmpiA-neoA 890 BspHI | 764 GSC 2214

PGLEX-R6K-AmpiB-neoB 767 BspHI | 654 GSC 2344

pGLEX-R6K-AmpiA-puroA 708 BspHI | 659 | ©65C2220

pGLEX-R6K-AmpiB-puroB. 574 BspHI | 746 GSC 2213

[0274]  SEHER 2 : RGBS E A Y4 i

[0275] 1. #AEIFRTE

[0276]  CHO-S 40 g il HEK293 40 g

[0277] TEILFIYMMBRREAEFEL FMIERE E, B ENREEEAEQ ERITE. %
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BCANFE RS 160, {F 8 CHO AR R, RIELR EE R 4RI H BARE R K2 508 NEU0H 1)
WERNE X, ZEEiIREMZerfaE AR EEaNEE. STPERIPRAM
(CHO-S, Invitrogen,Carlsbad,CA, EEH ) M 7H 4mM L- AR ELHE (Applichem, f£E ) #
ERAK (200rpm, BA 2. 5em R R ) P8 B H PowerCHO-2CD 3% 752 (Lonza, Verviers,
EEFE ) BT 37°C.5% CO, Fl 80 % 1B & BiIF I3,

[0278]  {¥F HEK293 40, R R BN 5 THEF AHREFEEAEA T ERIKTH
B. BT H R4 e 2 HEK293-EBNA 40 AL (ATCC, T 405 #, VA) 3 HL7E Bx—cell 293 #5773
(Sigma-Aldrich, St. Louis, MI) % MRZFEFH.

[0279]  {F FH4ZFIEERE 0. 5x10° ANEL MR /ml, 5 3-4 H 75 5 3 5 2 h % 30 SE i CHO-S 1
HEK293EBNA 41 fg ) 28 ARG 7% . A F 10m] B 705, (£ & H A MASS A FE M IESS £ 50m]
L) N 28 % (Tubespin Bioreactor50 ;TPP, Trasadingen, i+ ) FIEFEAM. FHEH
WA e Rk (cell exclusion method), FH Countess Ba4L4H M1t % 4% (Invitrogen,
Carlsbad,CA, EE ) i E M MyE S F1KE . XTF CHO-S 40 g {# A PCV 4 (TPP, Trasadingen,
It ), B AR (packed cell volumn, PCV) 3 EiE SE 40 IR EE o

[0280]  4Hf/EAR (PCV)

[0281] PCVAEETHMEPCVE (PCVAIBEFRE ;TPP, Trasadingen, %+ ) & LA 5000rpm
B O E AR RIS R 1 8. 7E B30 BB TR, A Iie EEE AN A ZIE M EH4E .
B Ji5 18 I AR X T B B ) A S R B BV E AR UTIE VA AR E D R AR & 4r 8. i,
1% PCV RH] 10w | #MITIEMFET Inl FHFHRE P,

(0282] XTI Mumd & 4 vt 4, 45 200 1 1 B RSB N PCV &R FF AR (“HitE”
M E%2'E ;TPP, Trasadingen, ¥t ) REUEMNITEYHAR (Ll ol iF) . BXAMERK
K 5 {5 LU ZAEE X 1ml FF B RE 5 0 40 BRe 5 MEAH ¢ R SR LI AR LSR5 4 vk
Bt v (CA“BE M /ml” o) .

(0283] “HZL” AALITEL

[o284] FERER SAEF B & B % R4 0, F Countess® B 3016 40 i it 50 58
(Invitrogen,Carlsbad,CA, E[E ) #iEMMIKERNE . FEEEEEBE AN C‘Ol’ll’ltéS‘S@,?
BB P, 25 B NES R . IXF (L EE SLF Neubauer EH BB, £ IE)G, Frid B3l
52 HH R S A B AN B e S s A BRI .

[0285] . AN MAR 4

[0286] JRAAMEARZ— I I BRI Z N SEHBEAR . ZXWEA LT E R E M
SrATRE EAE A E B 40 KL, ) an SR A0 i S vE A i (CRRAR A BB KRR M ) o Bl
AENRIEEMELD WGP MAMEE, B THE MK 300 L F SRR EA R
FH H A B2 488nm &b K 5T ISR R BOL IR EAH K 40 73 1% (FACS) Calibur 37040 21X
(Becton, Dickinson and Company, Franklin Lakes, NJ, Z£E ) 7#7. H CellQuest ®f4i3#
7M. AHH 530/30-nm B E 25 (band pass filter), Fl FL-1 #2303 GFP &5 .
[0287]  FEH— 1], 7E SSC/FSC s B # Ze M bR B M 70 I HE Bt M 3 ARG SRR B . B
J& » IE A0 AR GFP AR N B EEE A BT ER. 657348 0 A8 F SRV 1 BT 40 M i)
4R RRBEIA ) CPP RIZIKF.
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[0288]  IgG EE 5% :0CTET QK

[0289]  OCTET QK &%t (FortéBio, Menlo Park, CA, [ ) HATHI/E. & (A5 Ik DNA FiL
Ay 2 F T R IeYE EF R MAEY > FESHEERAN HERIE. &65EZE (um)
FIREMIAR R TeGL KA (n g/ml) Z BIHIAERM R ARIE#IZEXT 1eC HEEE.

[0200] 4 fRFE T LA 300g B0 5 8. B S LB WA Octet 22k (T 161 ik
ME 1/5) 4 96 FLPARP#kE, 25, HAEA A £WEREE (Protein A DIP and READ™
Biosensor, Forté Bio, USA), LA Octet 7 LAFRIB R FLIIPLIBIRE .

[02901]  f#/H JetPEI WAT4E YL

[0292] AFHZR 4% W (PEI ;JetPEL, Polyplus—transfection, I11kirch, {EE ) #H4T
CHO-S 1 HEK293EBNA 4 ffd f7 5% i % e fNFa g 5 e . PEI 2 W UL S5 S B fir 094> T 401 DNA &
EHIHEFREY. WIEBMK DNA-PEl E4Y5W R BEANARKRASE S EbREE
AR, BEXEEIEXE, NXETHHEMBBERZEZ. DNA-PEL B&MH &38R E
PET 47 DNA S AR IAFEAERE S FTEL. MIBFIEMIRENFME LM,

[0203] AMFEHEREHFRLZAHEMEN (ESA 1001 Tris-EDTA, pH7. 5 H )
1001 g DNA) o Xt THRETHE S, HiAF Ak 8 PEEHIE DNA FIBRR R . FERXTFRA,
7 50ml A=) R8s 5 P g RERR A EE e 3 AR INBUAE R

[0204] LR —NREBEFRNTMERE (5 HRIEBEREZIUTERIE) 3K
187 ik 1gGl F GFP KA E CHO-S Tal#.

[0205]  FEsEVCEMA/NEICEYRIILE

l0206] B L 4rHTRLPY GFP Rk, B4 MIAR (BD FACS Calibur ZHAETHEES, #1293)
B YL S 24 NI R LR . TR GPF BRI AI MM B 2 405 T 20 %, I HE e i 40 i ik
BERFERBEF AR 96 fLFRF (M FH4EsBriaE L EDNERHEE)
7E T-Flask J ( AF=AERBTLEY ) o A SR EFE 2 PowerCHO-2, 4mM A & WL, 1
AAEARRERREFEENEVEER.

[0207] AEHE4e)E 7 H, BB INE R SRR E MM E k. — B 96 LR
IR E, F A TR B AR

[0298]  {#FH LEHTIAE R PowerCHO-2, 4mM L- A& TLAL, ¥ T-Flask I EMT R E T
A, A Countess BEIMLAMETTIEES (Invitrogen, Carlsbad, CA, 2 EH ) VMBI
TERRE . — B E AV, WA AR 0. 5x10° 4048 /ml £E 50m] A=) R B 28
() 10m] 353735 U REFF I (ZEFEIR (200rpm) HF 5% C0,,37CHISO %R ERE ), &/
CED fashFrFHE5E . WLl 0. 5x10° 4HHE /ml EAEKITFRE P (BT PCV 447
HaE MR ) , B BRI FEFY— A 2 RER. FFREFYA TEMN AT (it
OR

[0209]  RFTF—A4-5 B, —Rl—IkR—A B EF A SR kO RRER AR, @
it FACS fil 1gG RIEVEMILED B

f0300] A= FE (HHEAEEE)

[0301] {8 A THERBIFD T HESE ), UL 0. 5x10° NI AR /ml [HI3R FBE B fh 40 M VL 9 1 ik
& (batch run), 3 AR ARSI FRRE PR 7T H, EFE4HRMESH, % 2000 1
AL 300g # 5 2) B I ELAEH Octet, X _EX&E M4 AT AL B I 1eGo ULAL, 18I FACS 43477
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FAHEIRE GFP Fik .

[0302] 2. &5

[0303] 2. 1CHO £ o W R IX -

[0304] XITHFRPHUBENBEFEETEXHNETFEMNMEE. 2HBEENBENREE
(BT B2 —HNETF - EEMEMRE, poly(D)) REESMFEM. HAIKE B WLES 1+
BTk B8k pGLEX4l. ZE— AN, EFXEFERIMHBERELFE FRALUELEKRY
HE P REHFBIGHE T4 W E KD :pGLEX41-R6K-AmpiA-[REP] (R FZ A) . 75
ZEAP EFXEFEENTBERNEEEFRMAUEERNBHEFRES, BR2ETFHE
EEMEF (MR ), B T 2 8B CpG 51 35X AN 3K A #R 1€ pGLEX41-R6K—AmpiB-[REP]
(BE2B. FZBBEEHTEAESRMAFB AR RE G i T ¥ # GAPDH
iy 2 F 5, 7 4 #& {5 pGLEX41-R6K-AmpiA-[REP]-GAPDH( f&f & = GAPDH_A) #n
pGLEX41-R6K~AmpiB-[REP]-GAPDH( f&j = 2 GAPDH_B) .

[0305] 4T CHO-S 4HAE (Invitrogen) AW ET4% % ALLRAEN R EHRIHR T RIS
FiRE R A REKFE. B (—RBEH) 7F 50ml EYRNAFE (TPP, Trasadingen, I
+) PEA 10m] FAEBFEAUHITHAERRESE 5 HiH Octet 2047 (B 2).

[0306] HABZBENEEEMLTEM (A FB) BoRHXTBE K pGLEX41 BE I E BHIRIE
KF. TEBME A RIS A B Z BMUFELBER . XK, A FETPHRE—ZR 2SN
AT RIA = E R R T EERIUME.

[0307]  BIR AR ER 45 S 2 GAPDH FF3 X R IA M TR . 5 AN#E 7 GAPDH /3 51 i) iR
RAHEL , SR A #5775 GAPDH Ul /7 B i FoRi g, 3R18 2 FE | pI Rk K F. X FHE Ak AR B
¥R, 5 pGLEX41 # kAR, A AR B 3 5 E mIRIE. WRFBEFAMR S, XE
2EASNWEF. 5K GAPDH-A (13436bp) AHLEL, 2 & A(7048bps) IR~ JLF2H —F,
Al 1M, i 5 B Bt 2 % 3o R 4P 6 383 ) DNA [ B0 A 358 FURL 2 AR R Y, A 3 $UE IR B
GAPDH-A #{i$IX 2

[0308] 2. 2HEK293 4 ffg = F B i ik

[0309] @47 HEK293EBNA 41 fft () gk B 3% Y2 DA LU B AE AN AL EBE R MBS PR IAMIRIE R
HERIEKF., Y (—ABH) € 50ml £ RN ESE (TPP, Trasadingen, Bt ) 1
A 10m]l ZRFBFRERREATHAEL LG 10 HH Octet 747 (B 3) .

[0310]  [&] 3 7R 45 53K B HEK293ERNA 40 Mo oh () 3% & 8 35 18 A, 3X mT LA{# FJ GAPDH il
RIX3K15. GAPDH-B #H 1k /R FKIAE N =1%, 1 GAPDH-A H A E R EZE &N 5 fEREHY
e XL AANEH oriP ofF B e BE H 2 8w E E .

[0311] 2.3 %25 CHO AR AP HIFRIE

(0312) EIFRERIHJ40H

[0313] ET LR AEBREMELFEERNERE, EERXRANRERNFHEEE D,
FERENEA, EHLE 14 HBEREEE . SEPRSE-EREN/DEILEY M
T T Y, % BT IC S A P R P DUE B RV B 9%, LA LA R R (R R
H (IgGl Hii&F1 GFP) [FRIAKFFIRIERIFEE M.

(0314]  fEAEF=TFE MMV EYIITHIRE R AREHR

[0315] ETAREHELFEAEICEY . RSN (B EHE— 14 H ), @id FACS 4
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W& . BT LAZEX A 18) 6 B P SRR 31 GFP BR M 40 R 80 43 B9 18 00, 58 RT3 52 0095 7 fy 386
t. 14 HEMNCEDBRRERN FOERBIE . EHXMTE RNEEREH “B” Fuhii
YL AT Y . — B AR ET LAFE 50m1 A4 I R 28 R SR, U 52 AR R IC £ R IE
KF. — BB HATHIR . it FACS 7 I A LA GFP Rk, 3 HAERIX 8 H/G @i Octet
e LIEWP 1g6 AR,
[0316]  FTLAZEICEEYINI 1gG WA FN GFP Rk MM BB X R, Eit, B4 FNE
7~ 1gG $iE . 5314 pGLEX41 B{A &7 GAPDH /751|194 [R1 24 AH EL , FI & 75 GAPDH 551 (192X,
iAWY B R E SR L (A 1 A-GAPDH 28] 2. 8 f%. 7E B F1 B-GAPDH 2 |f]
TEB AW, AR BICEMIEIE ) . F A-GAPDH F1 B-GADPH 4T (%% 4+ 5| #2 bt pGLEX41
HRFEEMN I RE (AR 2.THEMIE)(HFHIXK 2T ). EWLELEYHF,
GAPDH | B 5 E A kA BT & A =4 .
[0317]  $%J&, FH] B-GADPH /A #H4T M %% Y5 | 2 L ] A-GAPDH 34T M B8 Y 1gG Rk
(1.25 %) . Bk, PiEEREF Co6 WAERREHFEMFEARMIRES~E,
[0318]  7E TG BERHA L MRIEKPHR
[0319] 4Bt Ib4E 96 FLER P B T REP LU BRESRERERN G, #
7 BJE, Bl MR It B R R E R IE . BYE 14 H, Bl ELISA- TR
AP GFP R, B 5 FERER.
[0320]  ESE T AAMICEM T FIRIE ISR, &7 GAPDH U 38 55 B3 ik S i 40 e
ANEH GAPDH R T FHAIMHE TR EEEFT LRGPP (ZFHM LTE 24) Bkt
R B AT F B AR AR A Rk B3 T8 % (1) GFP (pGLEX41 2. 5/%) (B 5) . Ak, A Hitk
FHIEAS B) WEBHALLANEAE (A) SIRERKRE, AR F5E SR CoG,
iR AH N 3R E 28 M8 744k (A FB Z[8) 1.5 £i% sB R B-GAPDH Z [d] 1. 2 f% ) .
[0321] A LAMRIEBFFIS L. B, GAPDH Ll fl R il 75 o ifr tu VR o B v
FAIFRHES B (pGLEX41) BEEIRIRIE. F4h, AN GAPDH /351 F AR [R1 8 14 2 e 5 Y 40 e
i R AS AR § R I KA 52, X R IA 078 21259 535 A\ K9 GAPDH (M B R 7| AES% . Mok, ik
BRI RIS FUR P CpG 31 B FIl D & R g M I TRk
[0322]  SEHEMI 3 : F BT 1% RO AL J2 1 CHO-S GMP 41 f FI BT R IE KT
[0323] EFEICHAA IR, GAPDH BB F i 5 X HH I TE (01 B BN & To i K i
ENVZTofE (Alexander-Bridges A, (1992) Advan Enzyme Regul, 32:149-159) . ik
FE %5 TC14 (—1040-1010bp) 47 F 8% HR1VE GAPDH J& ) T L i (-488—+20) » #EF45E H35
FT 40 A 788 40 B 3R P BT 3 AT B BRI T A, AE B ARS8 R /R B R AR ZE AT -1200 2 488 [
EZm (XN TEFXEER S ). B, i EEEN 2 o] §8 5755 M GAPDH 3 )+ 3K 3)
RIFIEThEEME R AR, BEAT R 45 Je S U0 UVEAN B2 2570 PMA ( Bhis i -12- A S REKR
HE -13- ZERME, B % Wby RS ) 765 A & GAPDH ) 38 5T {4 i FURE i W 22 31 Al g% e ik
Fnfe s Feak 1 hn 5 T B 5THR
[0324] AT HBEMEDRIAEKEIRE, WHHIREE IR H] % PowerCHO2 3 HANEN AR S
# ., PMA M Sigma (St. Louis,MO) L3+ HUIRIKE 1. 6 1 M( XN T Alexander-Bridges X
H35 FF40 B R 4R R R BT A8 A 09R FE ) FE PowerCHO2 (+/- BB R ) .
[0325]  GNSERTATHEARAE 50ml A4 R V2348 (Tubespins, TPP, Trasadingen, B¢ 1) F 4T
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e [T BEHIELE OptiMEM(Life technologies, Carlsbad, CA) LIRS &, e Gk
FRIE B W RANTEHE 4mM Gln A1 25mM HEPES A9 RPMI1640 (PAA, Pasching, Austria) . fEH5 %
5, A B 12 FLFEAR P IR Inl AR FEEFEEE (PowerCHO2, 4mM Gln, +/~ &
By # ;PowerCHO2,4mM Gln,1.6uM PMA,+/- BRI % ). BIK, (FH (SEHif] 2 PHERE) F
FAPIA~ IRES RIE [gGl A GFP BUIREZEFEMEE . XANHAEAVTEIEFE UK, ELEF4
ARG IR E &9 R I S 4 R i) & 43 BOFTE S AR .

{0326] 116 FHT BARE, REXANLRARIMER RS EFIM / 5 PA RN HE
. 78 TRIEKEIIEFE P BIREBARLERE .

[0327] XK BHAFAET GAPDH Z:[A W 3 /551 b 0% = i # 7E h 35 B Be A 25 Jo itk AN iR 5 B Y
TR R R R R K.

[0328]  SEjEfA) 4 72 /A B)F LUFFN polyA 47 & T UF 1] GAPDH ik & 1l 2 i DNA 1 F BeAk
AT, BEMHR I HOEE E R IE 0
[0329] A GAPDH A F AEREMNE 12 S EA . JEFR GAPDH 22V HL3h4) kU5
F 450 4 P B A R B E M, BB R E AR AR P R A . /a3 T BT,

GAPDH 2[RIl 2 %5 NCAPD2, B[l {4 2 £ T~ 30000bp HIEEE . 7F 22 B AR AL & F i%, GAPDH 2
BRI 3 3% TFFO1 (LB 7).

[0330]  GAPDH FliZ /B 3)F LA KM E X AR FE i M HRT (MK 1D .

[0331] FT4:AKRM/NDMRGPHMEX Z AW EEREXE. FHREEHESE

9 (ScieED, Cary, NC, USA) YEHH 741 45 73 BIARN T bW B o s F i E o (551
A& F5) ID NO: 7 /751 ID NO:8) MIEE —mZE . X F/NR, B FWXTHIFFIZ&FF) ID No 18
BB 532-3731 ( L3l ) F18164-11364 (R ), 3 BXF F K, ZFF1 ID No 19 HIgFE

719-3918 ( ki ) F1 8495-11058 ( Fif) -

[0332]

R Tt .

(ABEAFIKR | RBEAFT R | AREAFIAR] | ARBASTA]
>80% [>90% [>80% [>90% (>80% >00% [>80%  [>90%
161249 1279-331 | 15-69 278-329 | 1608-1764 | 1706-1764 | 1614-1671 | 1904-2061
256-338 | 554-623 | 159-249 | 546-626 | 1894-2067 | 1912-206]. | 1888-2072 | 2927-3071

515-659 273-342 2918-3082
2296-2349 515-647

2381-2513 1143-1223

2736-2818 1957-2009

2029-2080
2375-2485
2730-2821 |
[0333] MgV SFH A Z 8] DNA [RIVR I B EL 3 B 7R 38 % F & K DNA fR5F o fR5F DNA | BR7E
A3 F X S gD A (R ) DX 35S0 K A7 7E 3K 7 7T BEA7 70 B X 40 P I 3 i 77 A4 #71% DNA
AN LAY iR / TN . AR BB O T, GAPDH I E X Al e x4l fn 2 2
(%), B 0 B A114E #r GAPDH ZE Rl m 2B K o B KGERE DNA P o S 3RE FRRIERAL .
[0334] 5 T V¥4 il AR U GAPDH JT {34 W 22 B fI R & G I B Tk, 7= A& E L
GAPDH M B X (SEQ ID NO:7) . ki GAPDH M 3 [X v Bt B T Ui GAPDH i B [X (SEQ 1D NO:8)
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kIR A, IRIE S F 1861 B4 IRES Bk (45E -IRES- E48E ) £i5, FH# 4
ZA R, B 8 T BInk T A B4k GAPDH i 4 BRI 405 . 13 A - I% GAPDH fll|
XELAT B : Bt 1(SEQ ID NO:9) . A EX 2(SEQ ID NO:10) . Bt 3(SEQ ID NO:11) . HEk
4(SEQ ID NO:12) . A EX8(SEQ ID NO:13) .5 B9 (SEQ ID NO:14) . Bt 11(SEQ ID NO:15).
BB 17(SEQ 1D NO:16) o

[0335]  # A AY_L 1% GAPDHIM B [X (SEQ ID NO:7) &% Nrul BRA&IMEAL &/ 2x3 (B 64)
BEHR, EP =/ EHFRSEFMADNALARS MEEF A AGHRSERHADNAEL S
biZE e . 18 BB F 3% GAPDH /U 2 (X (SEQ ID NO:8) &% Scal FR&EIMAL &6 2x3(Hit64)
BHR, AP =/ EEFRSEFADNER S bEEFA=AEHFRESERMADNAERL S
Rbi%EHE. 7F SEQ ID NO:20 ( FoPR AL &R L3 GAPDHAWEX ) 1 SEQ 1D NO:21 ( LR i
MEAL S 1 T Vi GAPDH M B X ) H 7R JoAH I PR i AT s A% B IR 11 L % GAPDH ] 38 X F0 T i
GAPDH U X . I #_Lif GAPDH X FBx& BAEH 5 A1/ 8 3 Rimkb & HHHMN IR
AL S F SR DNA e 3 MR HRR (B L 8 5° Rum b &A Nrul FREIMELRL &
B3 MNEHER s B 2 8 3 KRk &E Neul BREIMES S0 3 METER B3RS
KA &7 Nrul FREIEDL S0 3 MEFRR s B A EH 3 Kimb&7F Nrul FREIMEAL S 1
SNMEER ;B8R 3 Rimk&H Neul FRHEIMEM B3 MEEFR B IEHS K
U AL Nrul BRAEIEAL ST 3 MEFBRRIFER 3 RiGbEH Nrul FREIMEAL S M 3 M
HER ; B 11 L 3 R & Nrul REIMEMA SR 3 MEER) . B 17T RNEREIH
LS RIRZEER . ANE AE R RR P A7 S AZ EFER Y b ¥F GAPDH {38 [X Fr BX4E SEQ 1D NO:22( AR
E BRI S B 1) . SEQ ID NO: 23 (ASEPRHIMEAL & 8 4 B 2) SEQ 1D NO:24 ( A& R
AL S A B 3) WSEQ ID NO: 25 (A& FRIMHEAL S B 4) JSEQ ID NO: 26 (A& PR il 1t
o BB 8) JSEQ ID NO: 27 (A& PRHIMEAL S Bt 9) SEQ ID NO: 28 ( AN E PR AL
BB 11) F IR,

[0336] fEHELE® 10 H,{#H Octet (Fortebio,Menlo,CA,ZEEH ) 1AL L 3#FA1FiF GAPDH
TOAF AT FRIE B LMEXS EyEWR P Y Te6l FEEE (WK 9). 5 pGLEX41-ampiA E
B A A RO DL B9 B VA AR L, JREGE 1A pGLEX4 L FEAERRRIZ LR (80% ) . S5IRIA
pGLEX41 FHAHLL, XA H kit BHE KA ETEFTFEEZMEI TN anpid Z R FIEH
FIRAAFERE HIAE & (R6K BAX pUC R HlAE & ) FIHMR A BB A L Bk F5 (8kiE
BEIF5 ) » PIFhEARE RBAERIR T .

[0337]) & N'UiFHh, 58 i F0 T i 750 60 A8 R 2 HE b, 856 B3 ot (SEQ 1D
NO:7) F1 Fy#7c (SEQ ID NO:8) B9 pGLEX4l-ampiA( E B RKR AL RME I T HL N
pGLEX41-up/down) F=A B SRR (1.5 &%) . MBEZERTHESR (L / T B
IRJBURL B R ~F K44 6000bp) 0 BRI 4% 4% 57 1\) B i 28 SOk #% DL 22 =, BT AN, X Fp
HIMEEREREEERN, |

[0338] N &F LiiF B (up) WM 7R 5 R REME S pGLEX41-ampiA FHIHT X
K. HIRIGRIEHEE pCLEX41—ampiA FHEL, & H Tif 7 B (down) K184 BRE
EEERM (L2 65) . aR LW BRI A B AE, WA AL B R & f it — 5
e @S _FiF A B R BRALSRAESE . 5 pGLEX41-ampiA #HLL, F B 9 Fjash i 5 8
SAERNAREER. FE L LA 17 BARREMIEM. SHER 4 WERBHFEHEM. M
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PR, B30 T B 8 RE AT m, Ft, RIAFIEMAGEH LT AT T
H| % (Alexander—Bridges 2 A , (1992)Advan Enzyme Regul, 32:149-159), Graven 2§
A, (1999)Biochimica et Biophysics Acta 147:203-218).

[0339] M, FER2AHR 3 BHREEZFR L, XEHFERN FAIHETUTSE
SE LA R AR R IR L B (B9 PRIR X (AS)) NERGX A, AR 1.8.9.11
FTWE,FUFXFEER X REEHFBRRERNERNEREES (BEERER). FE
11, BARE R B 2 I8, (B BaRXFEm ., FEit, HRREMEREN TGN HE D
WAEN T BB 11 MAEA B 2 PEtk i) BstBI-BstBI F B b

[0340]  pb4h, T (E/DESH ) AF BstBI-BstBI B LRI A A B 3(HES
BstBI-BstBI HEX ) FIHER 1 Z BT MR MR E I i,

[0341] REGEBRRXAES EMAEMHEZWME R BstBI-BstBI) , AXIITE , AXKIFE
XA B 2 R0 B 3 ISR B BIX Fh A7 1) e B R A 52 B L i BR R AR TE R S SO A ME
A RERY A, XA 40 R R B BT X B LR B 4 SRR/ IE m i P (HR ALY
FKIEWIPNTHE 4D . R, S50 (0.4 1% ) AL, MEBNR A B 4K IE HEZm (1. 25
%) BERBEAEE. 55, 558 GAPDH LIk EX ML, A B 9, fE5 & BstBI-BstBI
B FERE (HE FRIBETIEAMARBR 2 AR 3HES I RE AR
1 [a] W f¥] EcoRV-BstBI TR ) , A ERIGIMKE.

(0342] X ATREHEN X T MBI RN FHILE. BB 2 Rl B 3 BT SR B [1XTk
KRB R R IR 5 AR HERR T K % B AT EHER L (B neRNA R IE) , B ASAFAET]
REfb RN — N MRIER AR BB TF. REBRZEMAKTUTHELERAURNEFAEE
M Fm (B RRFIENE ), RIMAZE T R ACBUE ) B2

{0343] Rz, Gn SR B X BD b U DX ORI A AE TR A o R, 22 3 CHO
A AN BTN REEn. BRAR4FBRRIEXZEFBENIE M, BEER
REETEIATATUERI N ETRIEG M E— B, REH K pGLEX41-ampiA (up/down)
) 2% 15 188 0 6 SR 2 7 A X 0 B 3 ) 3 IR T R 00 2 XAV R A

[0344]  sCiEfdl 5 : 75 B E & R GAPDH ZE A L 3iF 1 3E 8013 M 2 A 46 DNA /7751 K 6 i
BEF .

l0345] 1.1 wkEH E G R CAPDH ZH _LiF3ER - E A F 40 DNA 5 ZRIA M4
[0346] it PCR M CHO-S 4jfl (Life Technologies) [IZEEIZH DNA ¥ 18 [E & iR GAPDH
EE B AEE i A DNA B 5. nsERef] 1 F BTS2 BUEE R 40 DNA. 3 A /) B onv
AT 8 E A R GAPDH B3I F, W& A FRALHER 1 PHiE R EERE F W 4 [REP]
HIFRR K

[0347] AT FES/ANER MV B FHA R+ E6 R GAPDH £ F L R4 DNA 731, f#
FASCHEM) | SRR PCR 5, 145 |4 G1nPr1896 F1 G1nPr1897 A F¥ 1% 3kb B (SEQ ID
No 29 [ bp672 % bp 3671) H = H%A SEQ ID No 30 KI¥ ¥+, ZIWFEHTELR
GAPDH ZE A b F (2 K12 DNA RS F@ I 5195 I AN 5> F0 37 BRI 2o

(0348] kT FlE S5 EE R GAPDH /& 3 F 44 A9 E 4 R GAPDH 2 [K) b 35 K1 2H DNA f+
H, {514 G1nPr1902 F G1nPr1905 LAY 348 FE B 2 DNA JF51 Y 3508bp F B, BTl & [F
40 DNA 75634 7 [E & R, GAPDH Z& [Fl L if7 192 K] 4 DNA J& %) F1 GAPDH /& 2 F (SEQ 1D No 29
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Bbp 672 F bp 4179), 74 B4 SEQ ID No 31 HI¥ HF. £ = PCR &, 4% G1nPr1901 1
GlnPr1902 A ¥ N &H B3I FX /) 508bp B (SEQ ID No 29 f1 bp3672 E bp 4179),
=4 SEQ ID No 32. f#fH5|4 G1nPr1903 F1 G1nPr1904 ¥ 18 (SZHEf 1 R K ) Hik
“A"PRTRBAE T
[0349] {FFHEE SEQ ID NO:32 My TR A/ W& F/FHIMY BT 1EAER, H51Y)
G1nPr1904 1 GInPr1901 #4756 —Rb4& PCR. %y T &H +E & K GAPDH B F W& T
F@EEFIYEIAR S F13 REIMA S, K5 PEREHIIY.
[0350] {FAIRFA SEQ ID No.3l W¥ ¥WFFAEWE FFIIT B FIENER, A5
G1nPri1905 1 G1nPr1904 #4745 —Fl& PCR. ¥ ¥ F&H T EA R GAPDH [
K145 DNA /531 2 B 6 iR GAPDH A3+ W& FHAEI T IWIIAR 5 1 3 PR&IMHEAL .
(0351]  7E1%ERfEREEE _LAifb )5, & B & H U F HEHRFI & “NucleoSpin Gel and
PCR Clean—up”(Macherey Nagel,Oensingen,¥i+ ) #ifk. ¥ Zero Blunt PCR 33 [& X3
& (Invitrogen,Carlsbad,CA, & [H ) , & 4k 1 A B 70 F% 2 ki pCR_Blunt H . &=
AL N2 A KIGAT B TOP10 (One Shiot™ TOP10 /B2 4 K/BAF B ; Invitrogen, Carlsbad,
CA, EH ) H AR PRFIE ST /D EREVHAIT . X% T E5F+EER GAPDH Z£H
b L FI4H DNA 551 (4 5k pCR_blunt [CHO- b 3% GAPDH] . &7+ E A B GAPDH Z & it
F:[X125 DNA [ %1 F0 GAPDH Jig 3+ F R B #i/k “A” B & F & pCR_Blunt [CHO- ¥ GAPDH_
GAPDH JBZhF 1, LA & 475 GAPDH B Zh I3k BE4A “A” 9N & F 1 pCR_Blunt [CHO-GAPDH
BaF 1.
[0352] A TIFM Y F RIS B R R AR, A (LR 1 PHEERK ) i
“A”. WIFERTFTHR, ENRAPFEANREE S AR WA 16l 1 GFP IR T4
( TLSEREDB) 1) o B 4% B 40 ok IR b 0 ¥ TGl B 5n B Bk FF LIK M 77 AR 2 M A GFP.
[0353] b T REINEA P EA R GAPDH ZEH L ifFE K41 DNA /51 3kb FEA A B, 18 FH R
HIVERE Nael WAL BURL pCR_Blunt [CHO- % GAPDH] . X NMEAMTERELE “A” KI5,
FITIR 2 B4 I PR 16 Y B8 NruT 9§46 3 3647 CIP 4b¥8 (CIP ;NEB, Ipswich, MA, € ). ¢
T4DNA %385 (T4DNA FE4%ES, NEB, Ipswich, MA, S5[H ) , & F 8 FE AV EEE —R TG
HURBRZSKHFTEE PIRL . SREUFLRE AT/ & &l & 64 Fl 5 SRR EIE 2 . AT
F= A BRI BRE “ A_GAPDH_UP ™, 3@ it Wl 57 23 M iE 32 3 HLA# Ff NucleoBond Xtra Midi ifF&
(Macherey Nagel, Oensingen, ¥+ ) DI B 4| K= 4,
[0354] & T ¥ A+ E & iR GAPDH J& 8 T Fo FE FRIE M 2 A4 , 18 it 13 A PR 1 14 8 Nhe I F Nrul
VE 4, M JBURI pCR_Blunt [CHO- i GAPDH_GAPDH /& %1 ¥ ] #1 pCR_Blunt [CHO-GAPDH /& 5
F ] BBEERAR B FHER B ICEERE A7 B RS, (TH AR R BT FF T 34T
CIP 4b¥E. #EF] TADNA EHEEERFHUNBRZEXHFE PIRL &, kEUEBERA T/ 24
BAIREINE ST A5 BT A Y FORIFRAVE “A_GAPDH_UP_Prom” ( B 7 B4 i GAPDH _Eii53E
i AL R4 DNA FRB BT B sh F ks ) f1“A_PR” (X BH ik Bah T foki ) , @
T4y FriE 52 9F BAF AR F) & NucleoBond Xtra Midi (Macherey Nagel, Oensingen, ¥
+) U S E &, '
[0355] 2. i¥fh o [ 4 B GAPDH ] b 3 A B9 13 1t 25 K 40 DNA 35 5 e 0 B R G @ A R Bk
1) 5% M
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[0356]  7ENEFLE YR NS5 R AFA 10m] KEoF B A TR 4 CHO-S Mg ( ansEmEfw) 2 B
) R MERER T TF 37°C.5% CO2 Fl S0% IR IR T, L4 200rpm fide . {F
EHE A EYERES (FortéBio, Menlo Park, CA, EE ) 1) Octet QK REE, XM A LFER
i 1g61 FRik. B 10 P ETRER,

[0357] SN CMV B35F (A) AL, 5 GAPDH B 3h T B Bk IR IEKFE ( “A_PR”)
b 50%, XK+ E G R GAPDH B3 F AWK E B3I Fik. 5{XET GAPDH B3 FHIME
& ( “A_PR”) ML, &H 5+ E R GAPDH /33 744 1+ E & i GAPDH & L il 3E#H%
PEFL K4 DNA FRA# kL (“A_GAPDH_UP_Prom™) B/RFiAMIN 2 f5. &4 F E AR GAPDH
B IR E R4 DNA IR/ CMV B 3h i BT (“A_GAPDH_UP”) BREmEIA
FEEER DR WV B3I FRIER ( “A”) £2F 40% KM, XL+ B4 R GAPDH
Bl b 3 P AE BRI 14 2R K14 DNA JF SIS R IE B ARG B R PN .

[0358] 3% 5 :SCHEY 5 L REFTHRIS Y

[0359]

HE: SEQ A3} # @) PR
iD No 4.5

GinPr | SEQID | TACGGOUGGCTTCACTGTACAGTGGCACAT £ Nacl
1896 No 33
GlaPr | SEQID | TCAGGCCGGCCGTGGTTCTTCGGTAGTGAC Bs Nael
1897 No 34
GloPr | SEQID | TACTCGCGAAGAAGATCCTCAACTTTICCACAGCC £ Nrul
1901 No 35

 GloPr | SEQID | GTTCACTAAACGAGCICTGCTATTTATAGGAACTGGGGTG R /
1902 No 36
GlaPr | SEQID | CACCCCAGTTCCTATAAATAGCAGAGCTCGTITAGTGAAC E& 7
1903 No 37
GlnPr | SEQID: | CGCTAGCACCGGTCGATCGA B Nhcl
1904 No 38
GlnPr | SEQID | TACTCGCGATTCACTGTACAGTGGCACATAC £ Nruf
1905 No 39
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tetgetgagt coctiggaye opgaggeans acigotgitt cigotgecat gacancagen.
CAgLgtLEet gAGEEECEEE
g1gadicany: a2ETANERTE CACctotgas ACACTARILY 2gECTeent: tatggaatey
etotiisegt aggnasagyy Tiansgetet geatngagee tegutaggan goeayannag
ggactrigas telgecatge ciriocices caccacigeg iggreccas: teecaccett

CLMLELTENE GragEREsE

IEEUAtEaLa: FatEicagae

eécacipigt téaketgget Uge¥cedado Tonigahang catlagdoncg giicacacay
cigtoegtat sACACHREOL TREGICTRRE BricHmaRes CRYRALAN LOtaEhuERY
casggageca agactagati -taRgEigcag. cocagogige Eorotgectt s1aagcanay
gitatracca gpecasetaa actiagenat aggoiciigs getogateng coppesety
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galgelgese ttaveecyus Ktecougctl sgglivaten ggtasacten wyagaglgtt
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cciggatgtd et{gaigetic. actecangga eledtegice Haagttedl agtcigtatt
toctgagies- Moot ateateacoe gEichcticr LRugeaBges antticaget
cecctoecoe- tatcaghtog gagcccacan goitggigig tgcacattic: asaantygagy
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BECEBETORT- TORgUSHELY CHCABTENNN . RINSRUBHCY KTOVAGNONE Wbt R
tgfcaccity: gaccasgeag Raageetona gacttctaag ciigotitet: catgpectic
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gicigigige glatetgtcl gtgintgtst atctgigige sigtatetgi ctgrytgtat
gletatgigt dtctgiptgl Cigigictat ctgtgtgigt hlciglgtat gratititt
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teeecgtate thiggtocti giad
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goticatgot geacototos Aigtanteal SEASELELCR £330618T03 LIottgslz
TRCCARCIC TagClucaRt asgRtRRERY capngaggac Cacgglilagc aaaccougec
BAGUCCULRE wuyCraages goicnggogn thaglaagel acaaciyert glitcoescs
£8A%atgRAg. PAZRREILLE £oaArlggee ateigactin nggecctiear 1gizectingg
cangsectcd BRACAgCt CecLEoLEgE COCIBLECIg COaalecart polactgose
‘TecaAgaate- saateagatgs tatetgaglt ctetglaaga -acageangag acacaacas
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BAKEARECCY: CBCCARACER CICARIRRDY B4RECECONR CRERT
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tgrttgitit togosncogy grototoont glagecotgy ctgtotiggn actoustota
1ARACCORRC: LRACCIRBUS CUCBRIBOLL. LRCCIRCCI TRECTCLega ghgtigpyut

TARAERLRLY Caccarcayl COOPGANRE TaRCHEIICY TANCCRELEH ELoLTadly

cottgggggt tgactatcag BCACLCtgra IRICtgiatt TRIgLTALAN trograarag i

tageanadti: ogiietgoag cegcaatgan dragtriatg ooiggggcca: coacagigis
aageactgty: ttasgggtcs cagegiotigy sagpetgage accacigett: tasgpacaga
cagpsecact. cetétgtons thtttgetae tgugrUlens pigaastgna gotantitas
tgtgrontat. toconagect cgoigonatg gaggguscet ggotgertet gitintagea
fitoattega: cotratoite tecotistat cotgotegee catataagag: agagacciis

tgaplg: att L azat (. 2geegeEeRg agisicizle
TeARgARsAg’ Tof agaghigact tlpeageong
SLAgEUtENE: BrEgakaag) S1tagEeed. gREAChAANTt ELEECTILLE. TETgtiLgty
atacanagge cagggpeeag A1gEEagaa toagaciges €igeppegat: tigsttagst
geet gty grottgonge olglegaton LoLLLELyn,
§tedotcpon’ adointitgd bo1ERaLE FLENTARIRE HUEECHREDY Cilkntuaniy
BEACAPCCAR: ATITTREECH LIt icn tolgctgaac aptingRiEg tangoacng
aggagategr Lignaasgson Tactiylice. a0 4 4 g

QANEET AEDARAARAN

cargaracty aggnteagag C1cagatges. ArcooLcaca gacaantgoa cacageatic
Cadgtragay arCagCLact Aoecatgtal aLcaicatye Aeacatatal Acaitatiaz
aggreagaga. geagetgica cocatacata. ccaacacaca cgcacactat lacaggicag

;Q"‘

). GBECHSCIRY Qacccation. 1

< gARARCARCE §ICACCEALA. Adtataagtd Tancctiahc. YETEvERtEE
accecascte catislugle tolcdaagea. Tugpeagis vlaccupuod Tl tobauy
igteatatgh onceateaii tacacacign agergangat goacaticta guagntgist
teancanato acerecuant TToaganton. SLETRELIRS ERCIBBRALA. FABLAZALA,
shupegatey SFERECEELE ConlEiaga sandtncace barcaticly cairERIALL
caatoatggg: ggotggtets totulatgee sataneoolg agatoaagey teatgpagut

Bangehesto; CogtEctor SESSUEACCE REEAGCILEL CIEEIACEAN CESINSTALS

Asagcatcet LR Ittat Colcaaniod. 10ILCCARE AEALAD BELREBLBC

Cilagkaacs: gortCadad taltvdanl 1L LI ek BERCALKERE RYANUREEY
Tiigaageag: ggottetety tgcageecty geeatecigg Aagiagiter gitneccagg
ciglectega acteacagag lCCtCCLge. cAgitliect actacsagyn c1aanggLEg

caccaccaca ctccattitite tagglacigy- iatcaaacct .agggeizcac. goaigaaggl

aggoatigcds 16ta & feacagle oo ags gLECieITet otgiectase
acatcatgts. tacacttagt taliigilgge clasgggaly BACCHCHINL EEECBECAET

teotgatoac trtsctanga clociacots gORACKRLE RRK: RECE

tagaiotace. glrlgtaays getgs - @ %

DERAYTANEA. EEAGLELANN BEALEAZATE EEAUALCATL TELCAN0ANY QAL
ClggLegealy ancoctgEet SETIRREEaT 1TIgRET1an DR0CCRAIE CATLRLITLL

CELOAgURLA KOOLEACER! Cgasatgly. SLEGOINOTY CUGUAKORET acittonnag
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FTILRSARCT cuAtgRoatt agicierige cicattecte catcagtglc taagacatag
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stgacactie atccateeat dealccaten attcateeat coatcoagty txtgtgtety |
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acigaateca glgreacall ctigecacia
SELEALLIAR. CLCRARACGE 1QTEETRAR3A
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Abstract

The present invention relates to an expression cassette
useful for the expression of a polynucleotide sequence

encoding a polypeptide.



