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Description
Technical Field

[0001] The invention belongs to the technical field of genetic engineering, and relates to a polypeptide, a process for
the production thereof, and a use thereof.

Background Art

[0002] Collagen is a type of protein widely distributed in connective tissues of the human body, and is also the most
abundant protein in the human body and can account for 25% to 35% of total proteins. Its main function is to maintain
the extracellular environment, maintain the normal physiological functions of tissues and organs, and repair the body
damage. Collagen is a natural biological resource, which has the biological histocompatibility, support elasticity to cells
and degradability that other polymer materials cannot achieve. Therefore, collagen may be widely used in industries
such as medicine and cosmetics.

[0003] However, natural collagen is insoluble in water and is not uniform in nature, and therefore it is difficult to be
utilized by the human body and often needs to be treated by chemical means. Moreover, all the collagen products
currently available on the market are taken from tissues of animals such as pigs, cattle and fish, and itis difficult to avoid
viral infection, which, together with their incompatibility with the human body, may lead to immune rejection and allergy
symptoms. If collagen is extracted from human placenta raw materials, it not only has a limited source, but also faces
severe punishmentfrom the law. Therefore, the current collagen can only be used in cosmetics and health care products,
and the original biological function of collagen cannot be exerted at all.

[0004] Structurally, the structure of the natural collagen of the human body is very complicated, resulting in that it is
very difficult to express and mass-produce human collagen by conventional means. The natural collagen molecule has
a special supercoiled structure consisting of three polypeptide chains which have no intrachain hydrogen bonds and are
supported only by interchain hydrogen bonds. This helical structure is a left-handed helix with three amino acid residues
as the basic repeat, and these three amino acid residues are typically Gly-X-Pro. Gly is essential for the formation of
hydrogen bonds in collagen; it has no side chains itself, resulting in that collagen piles up tightly. At a higher structural
level, collagen supercoils will further associate to form collagen fibrils. In organisms, the synthesis and modification of
collagen begins with procollagen and undergoes many chemical changes such as hydroxylation, glycosylation, and
cross-linking, and are regulated by a variety of biological enzymes. In addition to the collagen chain, procollagen also
contains spherical heads and tails. Without these heads and tails, the collagen chain would not fold into the correct triple
helix, leading to loss of the biological activity of collagen. Therefore, collagen prepared according to the original gene
sequenceis unlikely to spontaneously organize in vitroto formthe correct spatial structure. Such difficulties have seriously
hindered the development and production of human collagen.

[0005] The traditional process for the production of collagen is to treat animal-derived tissues by acid, alkali, and
enzymolysis methods and extract collagen derivatives. The collagen extracted by these methods has lost the original
biological activity and thus cannot be applied to the biomedical field to perform the true function. With the development
of modern biotechnology, people continue to try to utilize transgenic techniques to prepare recombinant human collagen
in animal, plant and microbial expression systems, which solves many shortcomings of the traditional extraction proc-
esses. Foreign researchinstitutes have obtained milk comprising human collagen by cultivating mice containing a human
collagen gene, whereas the cost of such production is too high and the production cycle is too long, so that it cannot be
put into mass production.

[0006] Chinese Patent Invention No. 201210482543.2 discloses a recombinant human collagen and a process for
producing the same, and it discloses a recombinant human collagen obtained by linking a type Ill collagen peptide
segment via a linker and adding a stable sequence at C-terminus.

[0007] However, there is a need in the art for more recombinant human collagens with better characteristics.

Summary of the Invention
[0008] The presentinvention provides the following contents:

1. A polypeptide comprising 16 repeats of a sequence set forth in SEQ ID No. 1, the repeats of the sequence are
directly linked, wherein the polypeptide does not comprise a sequence set forth in SEQ ID No. 2.

2. A polynucleotide encoding the polypeptide according to item 1.

3. An expression vector comprising the polynucleotide according to item 2, and optionally comprising a nucleic acid
sequence encoding SEQ ID No. 4, wherein the nucleic acid sequence encoding SEQ ID No. 4 is directly linked to
the 5’ end of the coding nucleic acid sequence of the polypeptide, preferably the expression vector comprises the



10

15

20

25

30

35

40

45

50

55

DK/EP 3660045 T3

nucleic acid sequence of SEQ ID No. 5.
4. A host cell comprising the expression vector accordingto item 3, wherein the host cellis preferably Escherichia coli.
5. A process for the production of the polypeptide according to item 1, comprising:

(1) cultivating the host cell according to item 4 in a production medium and producing the polypeptide;

(2) harvesting the polypeptide, and optionally digesting the polypeptide, preferably digesting the polypeptide
with TEV protease; and

(3) purifying the polypeptide by a Ni column and/or an anion exchange chromatography;

wherein optionally the process for the production does not include an additional step of removing endotoxin;
wherein preferably the purified polypeptide is substantially free of endotoxin or contains less than 5 EU/mI
endotoxin.

6. A composition comprising the polypeptide according to item 1, wherein the composition is preferably a medical
device, a tissue engineering product, a cosmetic or a health care product, preferably the polypeptide is in the form
ofanaqueous solution ofthe polypeptide, preferably the composition is free of a componentthat prevents degradation
of the polypeptide, and preferably the composition is a composition for long-term use, the long-term use being
preferably more than half a year of use.

7. Use of the polypeptide according to item 1 in the manufacture of a composition, preferably a medical device, a
tissue engineering product, a cosmetic, or a health supplement, wherein preferably the polypeptide is in the form
ofanaqueous solution ofthe polypeptide, preferably the compositionis free of a componentthat prevents degradation
of a polypeptide, and the composition is a composition for long-term use, the long-term use being more than half a
year of use.

8. Use of the polypeptide according to item 1 for promoting cell adhesion.

9. Use of an amino acid sequence of SEQ ID No. 4 or the expression vector according to the present invention for
the production of the polypeptide according to the present invention.

[0009] The polypeptide of the present invention has the following advantages: its cell adhesion is stronger than the
existing recombinant type Il collagens; it has higher stability in an aqueous solution, as demonstrated by degradation
in more than half a year, thus eliminating the need to add a reagent for prevent polypeptide degradation; most of the
endotoxin may be removed by purification by a Ni column and an anion exchange chromatography from the product of
the polypeptide, and the purified polypeptide product is substantially free of endotoxin or contains 5 EU/ml or less
endotoxin; the polypeptide of the present invention is obtained from a host cell in higher yield and purity.

Brief Description of the Drawings
[0010]

Figure 1. Mass spectrometry peak results of the expressed product;

Figure 2. Comparison of cell adhesion activities between different recombinant type Il collagens;
Figure 3: Cell expression levels of different recombinant type Il collagens;

Figure 4. Purification of different recombinant type Il collagens;

Figure 5. Stability of different recombinant type Il collagens;

Figure 6. Residual endotoxin of different recombinant type Il collagens;

Figure 7. Structure analysis of recombinant type Il collagen TE16C.

Detailed Description

[0011] Further description is provided below to facilitate an understanding of the invention.

[0012] As used herein, "medical instrument” refers to apparatus, devices, appliances, in vitro diagnostic reagents and
calibrators, materials, and other similar or related articles that are used directly or indirectly in the human body.

[0013] As used herein, "tissue engineering product"” refers to a product usedin tissue engineering. Tissue engineering
is an emerging discipline that combines cell biology and materials science to construct tissues or organs in vitro or in vivo.
[0014] The presentinventionis based, in part, on the following findings by the inventors: when a polypeptide comprising
a plurality of repeat sequences of SEQ ID No. 1 is expressed in E. coli, in order to increase the gelling property of the
recombinantly expressed polypeptide, it is often necessary to add a sequence such as the hinge-region amino acids
GPPGPCCGGG (SEQ ID No. 2) at the C-terminus of the polypeptide to aid gelling (Reference: Journal of Biochemistry.
2004, 136: 643-649) because the protein of interest is a truncated protein and lacks the hinge protein structure of the
full-length protein. Therefore, a polypeptide sequence comprising SEQ ID NO. 3 and SEQ ID No. 2, for example, the
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sequence T16a of SEQ ID No. 9, was designed; however, it was found that when the polypeptide of the sequence such
as T16a was cultured in a shake flask or a fermentation tank, most of the polypeptide of interest formed a gelatinous
precipitate which could not be dissolved and purified, so the yield was very low. Previously, in order to settle this problem,
through addition of non-collagen amino acid linkers between the repeat sequences (SEQ ID No. 1), a polypeptide
5 comprising a plurality of such repeat sequences was obtained; besides, the modification of such a polypeptide was also
mainly concentrated on the linker amino acid residues and C-terminal hinge region amino acids, also known as a C-
terminal stable sequence.
[0015] Surprisingly, after analyzing the crystal structure of SEQ ID No. 1, the inventors found that the region of SEQ
ID No. 1 can form a very stable collagen trimer structure without the involvement of a hinge region. Therefore, the
10 inventors continued to modify the polypeptide sequence and found that in the process of expressing a polypeptide of
the sequence set forth in SEQ ID No. 5, which comprises the sequence set forth in SEQ ID No. 4 and the sequence set
forth in SEQ ID No. 3, a polypeptide comprising the sequence set forth in SEQ ID No. 3 may be obtained in large
quantities, and the involvement of the C-terminal stable sequence is no further required. Moreover, at this time, a
polypeptide does not form a colloidal structure prematurely while being recombinantly expressed, thereby not affecting
15 subsequent protein purification. Furthermore, the inventors have surprisingly found that compared with the recombinant
human collagen (SEQ ID No. 6) in Chinese Patent Invention No. 201210482543.2, the polypeptide of the present
inventionis more stable in aqueous solution, may be obtainedfrom hostcells in higheryield and purity, and has significantly
lower endotoxin after purification by a Ni column and an anion exchange column.

20

GERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGI
PGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPG

25 FRGPAGPNGIPGEKGPAGERGAPRSGERGAPGFRGPAGPNGIPGEKGPAGE
RGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNG
IPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPRSGERG

*  APGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPA
GERGAPGERGAPGFRGPAGPNGIPGEK GPAGERGAPGERGAPGFRGPAGP
.. NGIPGEKGPAGERGAPRSGERGAPGFRGPAGPNGIPGEKGPAGERGAPGE

RGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKG
PAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPRSPEFGPPGPCCG
“ GG (SEQIDNO. 6).

[0016] In the present invention, the used repeat sequence of SEQ ID No. 1 is GERGAPGFRGPAGPNGIPGEKG-
PAGERGAP (SEQ ID No. 1). The polypeptide of the present invention may comprise a plurality of repeat sequences

45 setforthin SEQID No. 1, provided that there is no linker between the repeat sequences, the number of repeat sequences
is 16, i.e., a polypeptide comprising the sequence set forth in SEQ ID No. 3:

50
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GERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGI
PGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPG
FRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGER
GAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGI
PGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPG
FRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGER
GAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGI
PGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPG
FRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGER
GAPGERGAPGFRGPAGPNGIPGEKGPAGERGAP (SEQ ID No. 3)

[0017] The polypeptide sequence of the invention may comprise the C-terminal sequence GPPGPCCGGG (SEQ ID
No. 2), which embodiment is not covered by the claimedinvention. When expressing a polypeptide comprising a plurality
of repeat sequences, those skilled in the art typically consider adding said sequence to increase the stability of the
expressed polypeptide. Preferably, the polypeptide sequence may not comprise the C-terminal sequence GPPGPC-
CGGG (SEQ ID No. 2), maintaining sequence identity to human type Il collagen without introducing additional amino
acids.

[0018] When the polypeptide sequence of the presentinvention is expressed, the sequence of ENLYFQ (SEQ ID No.
4) should be added at its N-terminus, which can be cut by TEV protease to directly obtain the sequence of SEQ ID No.
3. Preferably, the ENLYFQ (SEQ ID No. 4) sequence is directly linked to the N-terminus, to get the sequence of SEQ
ID No. 5:

ENLYFQGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGP
AGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPG
ERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEK
GPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGP
AGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPG

ERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEK
GPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGP
AGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPG
ERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEK
GPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAP (SEQ ID NO. 5).

[0019] Inthe presentinvention, polypeptides are recombinanttype Il collagens, which are usedinterchangeably herein
with recombinant human collagens.

[0020] In the present invention, recombination of human collagens may be carried out by a conventional method in
the art. For example, they may be produced as follows: (1) construction of E. coli genetically engineered bacteria; (2)
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fermentation culture of E. coli genetically engineered bacteria; (3) induction and expression of recombinant human
collagen; and (4) purification and optional digestion of recombinant human collagen.

[0021] Instep(1),the construction of E. coli genetically engineered bacteria may be carried out as follows: (1) obtaining
a gene fragment of interest; (2) inserting the obtained gene fragment of interest into PET-32a expression vector to obtain
arecombinant expression plasmid; (3) transforming the recombinant expression plasmidinto E. coli competent cell BL21
(DE3), and screening positive E. coli genetically engineered bacteria.

[0022] In steps (2) and (3), the fermentation culture of E. coli genetically engineered bacteria and the induction and
expression of recombinant human collagen may be carried out as follows: (1) picking up optimum single colonies of E.
coli genetically engineered bacteria from LAB plate, placing in 10 mL of LB medium, and culturing at 37°C and 220 rpm
for 12-16 hours; (2) inoculating bacterial solution into 2xYT medium at 1:100 for scale-up culture, and culturing at 37°C
for about 3 hours, and when ODgq is between 0.4 and 0.6, adding IPTG to afinal concentration of 0.5 mM for induction,
continuing to culture at 16°C for 20 hours, and collecting bacteria by centrifugation.

[0023] In step (4), the purification and digestion of recombinant human collagen polypeptide may be carried out as
follows: (1) resuspending the bacteria with phosphate buffer (40 mM NaH,PO3, 500 mM NaCl, pH 7.8) prior to ultrason-
ication, and collecting the supernatant by centrifugation; (2) using NI-NTA affinity column to bind to recombinant human
collagen, and after washing out impurity proteins with 10 mM imidazole, adding TEV protease, performing on-column
enzymatic digestion at 4°C for 16 hours, and finally obtaining the collagen polypeptide of interest.

[0024] The host cell may be a eukaryotic cell, such as a fungus and yeast, a prokaryotic cell, such as an Enterobac-
teriaceae bacterium. It will be appreciated that those skilled in the art can replace the above-mentioned E. coli strain
with other expression strains as a host cell.

[0025] The presentinvention further provides a nucleic acid molecule comprising a nucleic acid sequence encoding
a polypeptide of the present invention. The nucleic acid may be DNA or cDNA. The nucleic acid molecule may consist
essentially of a nucleic acid sequence encoding the peptide of the present invention, or may consist solely of a nucleic
acid sequence encoding the peptide of the present invention. Such a nucleic acid molecule may be synthesized by
methods known in the art. Due to the degeneracy of genetic code, those skilled in the art will appreciate that nucleic
acid molecules of different nucleic acid sequences may encode the same amino acid sequence.

[0026] The presentinvention further provides a vector comprising the nucleic acid sequence of the present invention.
Suitable vectors are known in the field of vector construction, including choices of promoters and other regulatory
elements, such as enhancer elements. The vector of the presentinvention comprises a sequence suitable for introduction
into a cell. For example, the vector may be an expression vector; in the vector, the coding sequence of the polypeptide
is under the control of its own cis-acting regulatory element, and the design of the vector facilitates gene integration or
gene replacement in a host cell.

[0027] Those skilledin the art will appreciate that in the presentinvention, the term "vector" includes a DNA molecule,
for example, a plasmid, a phage, virus or other vectors; it comprises one or more heterologous or recombinant nucleic
acid sequences. Suitable phages and viral vectors include, but are not limited to, lambda-phage, EMBL phage, simian
virus, bovine papilloma virus, Epstein-Barr virus, adenovirus, herpes virus, murine sarcoma virus, murine mammary
tumor virus, lentivirus, and the like.

[0028] The polypeptide of the present invention comprises a sequence set forth in SEQ ID No. 3, or a sequence in
which one or more amino acids are substituted, deleted, inserted and/or added in the sequence set forth in SEQ ID No.
3 (which embodiment is not covered by the claimed invention), as long as the polypeptide of the presentinvention retains
cell adhesion effect of the amino acid sequence of SEQ ID No. 3. "More" may be 2, 3,4, 5,6, 7, 8, 9, 10 or 11.

[0029] Amino acid addition refers to addition of an amino acid(s) at the C-terminus or the N-terminus of an amino acid
sequence, e.g. SEQ ID No. 3, as long as the polypeptide of the present invention retains cell adhesion effect of the
amino acid sequence of SEQ ID No. 3 (which embodiment is not covered by the claimed invention).

[0030] Amino acid substitution refers to replacement of an amino acid residue at a position in an amino acid sequence,
e.g. the sequence of SEQ ID No. 3, with another amino acid residue, as long as the polypeptide of the present invention
retains cell adhesion effect of the amino acid sequence of SEQ ID No. 3 (which embodiment is not covered by the
claimed invention).

[0031] Amino acid insertion refers to insertion of an amino acid residue(s) at an appropriate position(s) in an amino
acid sequence, e.g. the sequence of SEQ ID No. 3, and all or part of the inserted amino acid residues may also be
adjacent to each other, or the inserted amino acid residues are not adjacent to each other, as long as the polypeptide
of the presentinvention retains cell adhesion effect of the amino acid sequence of SEQ ID No. 3 (which embodiment is
not covered by the claimedinvention). The positions of the inserted amino acid herein are not between repeat sequences.
[0032] Amino acid deletion means that 1, 2, 3 or more amino acids may be deleted from an amino acid sequence,
e.g. the sequence of SEQ ID No. 3, as long as the polypeptide of the present invention retains cell adhesion effect of
the amino acid sequence of SEQ ID No. 3 (which embodiment is not covered by the claimed invention).

[0033] Inthe presentinvention, the substitution may be a conservative amino acid substitution, meaning that 3, more
preferably 2 or 1 amino acid is replaced by an amino acid having similar or same property to form a peptide compared
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to the amino acid sequence of SEQ ID No. 3. These conservative variant peptides may be produced by amino acid
replacements according to Table 1.

Initial residue Representative substitution Preferred substitution
Ala (A) Val:Leu:lle Val
Arg (R) Lys:GlIn:Asn Lys
Asn (N) Gln:His:Lys:Arg GIn
Asp (D) Glu Glu
Cys (C) Ser Ser
GIn (Q) Asn Asn
Glu (E) Asp Asp
Gly (G) Pro:Ala Ala
His (H) Asn:GIn:Lys:Arg Arg
lle (I) Leu:Val:Met:Ala:Phe Leu
Leu (L) lle:Val:Met:Ala:Phe lle
Lys (K) Arg:.GIn:Asn Arg
Met (M) Leu:Phe:lle Leu
Phe (E) Leu:Vallle:Ala:Tyr Leu
Pro (P) Ala Ala
Ser CS) Thr Thr
Thr (T) Ser Ser
Trp (W) Tyr. Phe Tyr
Tyr (Y) Trp;Phe; Thr;Ser Phe
Val (V) lle:Leu:Met:Phe:Ala Leu

[0034] As used herein, the terms "medium stringency conditions", "medium-high stringency conditions”, "high strin-
gency conditions" or "very high stringency conditions" describe conditions for nucleic acid hybridization and washing.
Guidance for performing hybridization reactions is described in Current Protocols in Molecular Biology, John Wiley &
Sons, N.Y. (1989), 6.3.1-6.3.6. Both a method involving water and a method not involving water are described in this
reference, and any of them may be used. For example, specific hybridization conditions are as follows: (1) low stringency
hybridization conditions are hybridization in 6X sodium chloride/sodium citrate (SSC) at about 45°C, followed by two
washes in 0.2 X SSC, 0.1% SDS at atleast 50°C (for low stringency hybridization conditions, wash temperature can be
raised to 55°C); (2) medium stringency conditions are hybridization in 6X SSC at about 45°C, followed by one or more
washes in 0.2 X SSC, 0.1% SDS at 60°C; (3) high stringency conditions are hybridization in 6X SSC at about 45°C,
followed by one or more washes in 0.2 X SSC, 0.1% SDS at 65°C; and preferably (4) very high stringency conditions
are 0.5 M sodium phosphate, 7% SDS, followed by one or more washes in 0.2X SSC, 1% SDS at 65°C, then at 65°C.

Examples

[0035] The following examples are provided to illustrate the invention. Those skilled in the art will appreciate that the
examples are merely illustrative but not restrictive. The present invention is only limited by the scope of the appended
claims.

Example 1: Construction and Expression of Recombinant Human Collagen Polypeptides

Construction and expression of TE16C gene expression vector

[0036]
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1. The full-length protein sequence of human collagen TE16C used in Example 1 is the sequence set forth in SEQ
ID No. 5 and has a full length of 486 aa, and its corresponding gene has a full length of 1458 bp. After codon
optimization for the codon of E. coli (nucleotide sequence: gaaaacctgtatttccagggtgaacgtggtgcaccaggttttcgtggtecg-
gcaggtccgaatggaatticcgggtga gaaaggaccggcetggtgagegtggtgegecgggtgaacgtggagegectggttttcgtggeccageaggteega
acggtattcctggtgaaaaaggtccggegggagagegtggtgcaccgggtgaacgeggtgcaccgggatttegtg
gtccagcaggaccgaatggtatccctggtgaaaaaggaccggcaggtgagegtggagegecaggtgaacgtgg
cgcaccgggttttcgtggaccggcaggceccgaatggtattccgggtgaaaaaggeccggcaggtgaacgtggtge
ccegggtgaacgtggtgegectggatttcgtggeccggecaggaccgaacggtatcecctggagaaaaaggtectge
aggtgagcgceggtgegecgggegagegtggtgeccctggttttcgeggtccggecaggecctaatggtatteetgg
agaaaaaggccctgcaggtgaacgeggageaccgggtgagegtggegeacctggttttcgtggtectgecaggece
cgaacggtattccgggcgaaaaaggtccagcaggtgaacgtggtgctccgggtgaacgtggtgcacctggatttc
gcggtectgetggtccgaatggtattccaggtgaaaaaggtccggecaggagagegtggagcaccgggagaacgt
ggtgcaccgggctttcgtggtccggecggtectaacggtatcccaggtgaaaaaggtcecggecggegagegtgge
gccectggtgagegtggtgcetectggttttcgtggtceggetggtccgaacggaattectggtgagaaaggteecgge
tggcgaacgtggtgcaccgggtgaacgtggtgcaccgggatticegtggtececggegggtectaatggtatcecegggt
gaaaaaggtccggcaggtgaacgtggtgcaccgggtgaacgtggtgcaccgggttttcgecggaccggcaggace
taatggtattccgggagaaaaaggacctgecgggtgaacgtggtgcaccgggtgaacgtggtgcaccgggttttcgt
ggtccggcaggtcctaatggaattcctggagagaaaggacctgcaggtgaacgtggtgcaccgggtgaacgtggt
gcaccgggttttcgtggtccggeaggtccaaatggtaticcgggtgaaaaaggtccggeaggtgaacgtggtgeac
cgggtgaacgtggtgcaccgggttttcgtggtccggecaggtccgaatggceattectggtgaaaaaggtccggeagg
tgaacgtggtgcaccgggtgaacgtggtgcaccgggttttcgtggtccggecaggteccgaatggtaticcgggtgaa aaaggtccggcaggtgaacgtggt-
gcaccg, SEQ ID No. 7), Shanghai HuaGen Biotech Co., Ltd. was commissioned to synthesize a gene fragment,
andthe synthesized TE16C gene fragment was inserted into PET32a expression vector via restriction sites of BamH
| (NEB Company, cat. No.: R0136L) and Xho | (NEB Company, Cat. No.: R0O146L).

2. The successfully constructed expression plasmid was transformed into E£. cofi competent cell BL21 (DE3) (Merck
Company). The specific procedure was as follows: 1: 1 p.L of the plasmid was taken and placed into 100 pL of E.
coli competent cells BL21 (DE3) and allowed to stand on ice for 30 min. 2: This mixture was heat-activated in a
42°C water bath for 90s, then quickly placed on ice and allowed to stand for 2 min. 3: 600 pL of non-resistant LB
liquid medium was added to the mixture, and cultured at 37°C and 220 rpm for 1h. 4: 200 p.L of the bacterial solution
was uniformly spread onto an LB plate with ampicillin resistance (10 g/L peptone, 5 g/L yeast extract, 10 g/L sodium
chloride, 15 g/L agar, and 100 p.g/mL ampicillin). 5: The plate was inverted and cultured in a 37°C incubator, and
cultured for about 20h to grow clear colonies.

3. Monoclonal colonies were picked up from the transformed LB plate and cultured in 10 mL of LB (containing 100
pg/mL ampicillin) medium for 12h-16h, then transferred to 2xYT medium (16g/L peptone, 10g/L yeast extract, and
5¢g/L sodium chloride) at a ratio of 1:100 for scale-up culture, and cultured at 37°C and 220rpm until the OD600 of
the bacterial solution was between 0.4 and 0.6, and 0.5mM IPTG (Sigma Company, Cat. No.: [5502-1G) was added
to a final concentration of 0.5 mM for induction expression, and induction conditions were culture at 18°C and 180
rem for 20 h. Finally, bacteria were collected by centrifugation, and were stored at -20°C or immediately entered
into the next step for purification.

4. (1L) The bacterial pellets were resuspendedin about 50 mL of phosphate buffer (pH 7.8) (40 mM sodium dihydrogen
phosphate, 500 mM sodium chloride), then broken by high-pressure bacteria breaking equipment (Scientz Biotech-
nology Co.,LTD.), and centrifuged at 13,000 rpm for 30 min to separate soluble proteins from inclusion bodies.

5. ANi-NTA (Qiagen Company, Cat. No.: 30210) affinity column was equilibrated with 5 column volumes of binding
buffer (40 mM NaH,PO5, 500 mM NaCl, pH 7.8). Then, the protein supernatant was added to the column and
incubated at 4°C for 0.5-1 h to make the recombinant protein of interest fully bind to the column. Impurity proteins
were washed out with 200 mL of washing buffer (10 mM imidazole, 40 mM NaH,PO3;, 500 mM NaCl, pH 7.8)
containing 10 mM imidazole (Sigma Company). Finally, an appropriate amount of His-tagged TEV protease (Sigma,
SA T4455) was added, and after incubation at 4°C for 16 h, the flow-through fluid, i.e. the collagen of interest
separated from vector protein was collected. The resulting product was dialyzed overnight and lyophilized to dry
powder for use.

6. The resulting TE16C protein was measured for purity by SDS-PAGE. The specific procedure was as follows. 40
pL of the purified protein solution was taken, added with 10 p.L of 5x protein loading buffer (250 mM Tris-HCI (pH:
6.8), 10% SDS, 0.5% bromophenol blue, 50% glycerol, and 5% p-mercaptoethanol), placedin boiling water at 100°C
and boiled for 10 min. The resulting solution was added to SDS-PAGE protein gel at 10 p.L per well, and run at 80
V for 2 h. Then the gel was stained with Coomassie Brilliant Blue staining solution (0.1% Coomassie Brilliant Blue
R-250, 25% isopropyl alcohol, and 10% glacial acetic acid) for 20min, and then decolorized with protein decolorization
solution (10% acetic acid, 5% ethanol). Finally, protein activity was measured as compared to a human native
collagen.
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1. The full-length protein sequence of human collagen HC16 as a control used in Example 1 is the sequence set
forth in SEQ ID No. 6 and has a full length of 501 aa, and its corresponding gene has a full length of 1503 bp. After
codon optimization for the codon of E. cofi (nucleotide sequence: ggcgagegtggtgcacctggtittcgtggecctgcaggeccgaat-
ggcatccecgggtgaaaaaggceccggeagg cgaacgtggcgceccctggtgaacgcggegceacctggtttcegtggeccggeaggte-
ctaacggtatcccgggeg aaaagggtcctgcaggegagegtggegeccegggtgaacgeggtgeccctggctttcgeggtectgecggecct
aacggcattccgggtgagaaaggtcctgecggtgagegeggtgeccctggtgagegeggegeaccgggctttcg
tggcccggecggtectaatggtattcctggecgagaagggteccggecaggtgaacgeggtgeacctagatcecggega
gegtggtgcacctggttttcgtggecctgcaggeccgaatggceatccegggtgaaaaaggeccggcaggegaac
gtggcgeccctggtgaacgeggegceacctggtttcegtggeccggeaggtectaacggtatccecgggegaaaag
ggtcectgcaggegagegtggegeccegggtgaacgeggtgeccctggctttcgeggtectgecggecctaacgg
cattccgggtgagaaaggtcctgecggtgagegeggtgecectggtgagegeggegcaccgggctttcgtggee
cggccggtectaatggtaticctggegagaagggtccggcaggtgaacgeggtgeacctagatccggegagegtg
gtgcacctggttttcgtggecctgcaggeccgaatggeatccecgggtgaaaaaggeccggcaggegaacgtgge
gccectggtgaacgeggegceacctggtttcegtggeccggeaggtectaacggtatcccgggegaaaagggtect
gcaggcgagcegtggegecccgggtgaacgeggtgeccctggctttcgeggtectgecggecctaacggeattee
gggtgagaaaggtcctgecggtgagegeggtgeccectggtgagegeggegcaccgggctttegtggececggece
ggtcctaatggtattcctggecgagaagggtcecggcaggtgaacgeggtgcacctagatccggegagegtggtgea
cctggttttcgtggecctgcaggeccgaatggeatceccgggtgaaaaaggeccggcaggegaacgtggegeccct
ggtgaacgcggegcacctggtttccgtggeccggcaggtectaacggtatcccgggegaaaagggtectgecagg
cgagcegtggegecccgggtgaacgeggtgeccctggctttcgeggtectgecggecctaacggeattcecgggtga
gaaaggtcctgecggtgagegeggtgeccctggtgagegeggegeacegggctttcgtggeccggecggtecta
atggtattcctggcgagaagggtccggeaggtgaacgeggtgcacctagatcetccggaattcggeccgectggtee ttgttgtggeggegge, SEQ ID No.
8), Shanghai HuaGen Biotech Co., Ltd. was commissioned to synthesize a gene fragment, and the synthesized
HC16 gene fragment was inserted into PET32a expression vector via restriction sites of BamH | (NEB Company,
Cat. No.: R0136L) and Xho | (NEB Company, Cat. No.: R0O146L).

2. The successfully constructed expression plasmid was transformed into E£. cofi competent cell BL21 (DE3) (Merck
Company). The specific process is as described above.

3. Monoclonal colonies were picked up from the transformed LB plate and cultured in 10 mL of LB (containing 100
pg/mL ampicillin) medium for 12h-16h, then transferred to 2xYT medium (16g/L peptone, 10g/L yeast extract, and
5¢g/L sodium chloride) at a ratio of 1:100 for scale-up culture, and cultured at 37°C and 220rpm until the OD600 of
the bacterial solution was between 0.4 and 0.6, and 0.5mM IPTG (Sigma Company, Cat. No.: [5502-1G) was added
to a final concentration of 0.5 mM for induction expression, and induction conditions were culture at 18°C and 180
rem for 20 h. Finally, bacteria were collected by centrifugation, and were stored at -20°C or immediately entered
into the next step for purification.

4. (1L) The bacterial pellets were resuspendedin about 50 mL of phosphate buffer (pH 7.8) (40 mM sodium dihydrogen
phosphate, 500 mM sodium chloride), then broken by high-pressure bacteria breaking equipment (Scientz Biotech-
nology Co.,LTD.), and centrifuged at 13,000 rpm for 30 min to separate soluble proteins from inclusion bodies.

5. ANi-NTA (Qiagen Company, Cat. No.: 30210) affinity column was equilibrated with 5 column volumes of binding
buffer (40 mM NaH,PO5, 500 mM NaCl, pH 7.8). Then, the protein supernatant was added to the column and
incubated at 4°C for 0.5-1 h to make the recombinant protein of interest fully bind to the column. Impurity proteins
were washed out with 200 mL of washing buffer (10 mM imidazole, 40 mM NaH,PO3;, 500 mM NaCl, pH 7.8)
containing 10 mM imidazole (Sigma Company). Finally, an appropriate amount of His-tagged prescission protease
(Ppase, for short) (Sigma, SAE0045) was added, and after incubation at 4°C for 16 h, the flow-through fluid, i.e. the
collagen of interest separated from the vector protein, was collected. The resulting product was dialyzed overnight
and lyophilized to dry powder for use.

6. The resulting HC16 protein was measured for purity by SDS-PAGE. The specific procedure was as follows. 40
pL of the purified protein solution was taken, added with 10 p.L of 5x protein loading buffer (250 mM Tris-HCI (pH:
6.8), 10% SDS, 0.5% bromophenol blue, 50% glycerol, and 5% p-mercaptoethanol), placedin boiling water at 100°C
and boiled for 10 min. The resulting solution was added to SDS-PAGE protein gel at 10 p.L per well, and run at 80
V for 2 h. Then the gel was stained with Coomassie Brilliant Blue staining solution (0.1% Coomassie Brilliant Blue
R-250, 25% isopropyl alcohol, and 10% glacial acetic acid) for 20min, and then decolorized with protein decolorization
solution (10% acetic acid, 5% ethanol). Finally, protein activity was measured as compared to a human native
collagen. The HC16 protein was verified by the same method as in Chinese Patent Invention 201210482543.2,
showing the correct protein size.
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Construction and expression of polypeptide T16a containing repeat sequences and a C-terminal stable sequence

[0038]

1. Human collagen T16a used in Example 1, which differs from the TE16C gene or the HC16 gene in that T16a
comprises both SEQ ID No. 3 having no linker amino acid and the hinge region amino acid SEQ ID No. 2, has a full
length of 490 aa, and its sequence is:

GERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGI
PGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPG
FRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEK GPAGER
GAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGI
PGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPG
FRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEK GPAGER
GAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGI
PGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPG
FRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEK GPAGER
GAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGPPGPCCGGG (SEQ ID
No. 9)

Its corresponding gene has a full length of 1407 bp. After codon optimization for the codon of E. coli (nucleotide
sequence: ggtgaacgtggtgcaccaggttttcgtggtccggcaggteccgaatggaattccgggtgagaaaggaccggetggt
gagcgtggtgcgecgggtgaacgtggagegectggttttcgtggecccagcaggteccgaacggtattcctggtgaaa
aaggtccggegggagagegtggtgcaccgggtgaacgeggtgcaccgggatttcgtggtccagcaggaccgaat
ggtatcectggtgaaaaaggaccggcaggtgagegtggagegecaggtgaacgtggegcaccgggttttcgtgg
accggcaggceccgaatggtattccgggtgaaaaaggeccggeaggtgaacgtggtgecccgggtgaacgtggtg
cgcctggatttcgtggeccggcaggaccgaacggtatcectggagaaaaaggtectgcaggtgagegeggtgeg
ccgggcegagegtggtgeccctggtittcgeggteccggecaggcecctaatggtaticctggagaaaaaggcecctgeag
gtgaacgcggagcaccgggtgagegtggegceacctggttttcgtggtectgcaggeccgaacggtattccgggeg
aaaaaggtccagcaggtgaacgtggtgctccgggtgaacgtggtgcacctggatttcgeggtectgetggteccgaa
tggtattccaggtgaaaaaggtccggcaggagagegtggagcaccgggagaacgtggtgecaccgggcetttegtg
gtccggcecggtectaacggtatcccaggtgaaaaaggteccggecggegagegtggegeccctggtgagegtgat
gctectggttttegtggtecggetggteccgaacggaattectggtgagaaaggtececggetggegaacgtggtgeacce
gggtgaacgtggtgcaccgggtttccgtggtcecggegggtectaatggtatceccgggtgaaaaaggteccggecagg
tgaacgtggtgcaccgggtgaacgtggtgcaccgggattttcgcggaccggcaggacctaatggtattccgggaga
aaaaggacctgcgggtgaacgtggtgcaccgggtgaacgtggtgcaccgggttttcgtggtccggeaggtectaat
ggaattcctggagagaaaggacctgcaggtgaacgtggtgcaccgggtgaacgtggtgcaccgggttttegtggte
cggcaggtccaaatggtattccgggtgaaaaaggtccggcaggtgaacgtggtgcaccgggtgaacgtggtgeac
cgggttttcgtggtccggeaggtccgaatggeattectggtgaaaaaggteccggecaggtgaacgtggtgcaccggg
tgaacgtggtgcaccgggattttcgtggtccggeaggtccgaatggtaticcgggtgaaaaaggtccggcaggtgaa cgtggtgcaccgggeccgectggte-
cttgttgtggeggegge, SEQ ID No. 10), Shanghai HuaGen Biotech Co., Ltd. was commissioned to synthesize a gene
fragment, and the synthesized T16a gene fragment was inserted into PET32a expression vector via restriction sites
of BamH | (NEB Company, Cat. No.. R0136L) and Xho | (NEB Company, Cat. No.: RO146L).

2. The successfully constructed expression plasmid was transformed into E£. cofi competent cell BL21 (DE3) (Merck
Company). The specific process is as described above.

3. Monoclonal colonies were picked up from the transformed LB plate and cultured in 10 mL of LB (containing 100
pg/mL ampicillin) medium for 12h-16h, then transferred to 2xYT medium (16g/L peptone, 10g/L yeast extract, and
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5¢g/L sodium chloride) at a ratio of 1:100 for scale-up culture, and cultured at 37°C and 220rpm until the OD600 of
the bacterial solution was between 0.4 and 0.6, and 0.5mM IPTG (Sigma Company, Cat. No.: [5502-1G) was added
to a final concentration of 0.5 mM for induction expression, and induction conditions were culture at 18°C and 180
rem for 20 h. Finally, bacteria were collected by centrifugation, and were stored at -20°C or immediately entered
into the next step for purification.

4. (1L) The bacterial pellets were resuspendedin about 50 mL of phosphate buffer (pH7.8) (40 mM sodium dihydrogen
phosphate, 500 mM sodium chloride), then broken by high-pressure bacteria breaking equipment (Scientz Biotech-
nology Co.,LTD.), and centrifuged at 13,000 rpm for 30 min to separate soluble proteins from inclusion bodies and
collagen colloids.

5. ANi-NTA (Qiagen Company, Cat. No.: 30210) affinity column was equilibrated with 5 column volumes of binding
buffer (40 mM NaH,PO5, 500 mM NaCl, pH 7.8). Then, the protein supernatant was added to the column and
incubated at 4°C for 0.5-1 h to make the recombinant protein of interest fully bind to the column. Impurity proteins
were washed out with 200 mL of washing buffer (10 mM imidazole, 40 mM NaH,PO5, 500 mM NaCl, pH 7.8)
containing 10 mM imidazole (Sigma Company). Finally, an appropriate amount of His-tagged prescission protease
(Ppase, for short) (Sigma, SAE0045) was added, and after incubation at 4°C for 16 h, the flow-through fluid, i.e. the
collagen of interest separated from the vector protein was collected. The resulting product was dialyzed overnight
and lyophilized to dry powder for use.

6. The resulting T16a protein was measured for purity by SDS-PAGE. The specific procedure was as follows. 40
pL of the purified protein solution was taken, added with 10 p.L of 5x protein loading buffer (250 mM Tris-HCI (pH:
6.8), 10% SDS, 0.5% bromophenol blue, 50% glycerol, and 5% p-mercaptoethanol), placedin boiling water at 100°C
and boiled for 10 min. The resulting solution was added to SDS-PAGE protein gel at 10 p.L per well, and run at 80
V for 2 h. Then the gel was stained with Coomassie Brilliant Blue staining solution (0.1% Coomassie Brilliant Blue
R-250, 25% isopropyl alcohol, and 10% glacial acetic acid) for 20min, and then decolorized with protein decolorization
solution (10% acetic acid, 5% ethanol). Finally, protein activity was measured as compared to a human native
collagen.

Construction and expression of polypeptide T16b containing repeat sequences and linker amino acids

[0039]
1. Human collagen T16b used in Example 1, which differs from the TE16C gene or the HC16 gene in that T16b

removes the hinge region amino acid SEQ ID No. 2 from the SEQ ID NO. 6 with linker amino acids, has a full length
of 486 aa, and its sequence is:

GERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGI
PGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPG
FRGPAGPNGIPGEKGPAGERGAPRSGERGAPGFRGPAGPNGIPGEKGPAGE
RGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNG
IPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPRSGERG
APGFRGPAGPNGIPGEK GPAGERGAPGERGAPGFRGPAGPNGIPGEKGPA
GERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGP
NGIPGEK GPAGERGAPRSGERGAPGFRGPAGPNGIPGEKGPAGERGAPGE
RGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKG
PAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAP (SEQ ID No. 11)

Its corresponding gene has a full length of 1458 bp. After codon optimization for the codon of E. coli (nucleotide
sequence: ggcgagcegtggtgcacctggttttcgtggecctgcaggeccgaatggeatcccgggtgaaaaaggeccggeagg
cgaacgtggcgceccctggtgaacgeggegceacctggtttcegtggeccggeaggtectaacggtatccecgggeg
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aaaagggtcctgcaggegagegtggegeccegggtgaacgeggtgeccctggetttcgeggtectgecggecct
aacggcattccgggtgagaaaggtcctgecggtgagegeggtgeccctggtgagegeggegeaccgggctttcg
tggcccggecggtectaatggtattcctggecgagaagggteccggecaggtgaacgeggtgeacctagatcecggega
gegtggtgcacctggttttcgtggecctgcaggeccgaatggceatccegggtgaaaaaggeccggcaggegaac
gtggcgeccctggtgaacgeggegceacctggtttcegtggeccggeaggtectaacggtatcccgggegaaaag
ggtcectgcaggegagegtggegeccegggtgaacgeggtgeccctggctttcgeggtectgecggecctaacgg
cattccgggtgagaaaggtcctgecggtgagegeggtgecectggtgagegeggegcaccgggctttcgtggee
cggccggtectaatggtaticctggegagaagggtccggcaggtgaacgeggtgeacctagatccggegagegtg
gtgcacctggttttcgtggecctgcaggeccgaatggeatccecgggtgaaaaaggeccggcaggegaacgtgge
gccectggtgaacgeggegceacctggtttcegtggeccggeaggtectaacggtatccecgggegaaaagggtect
gcaggcgagcegtggegecccgggtgaacgeggtgeccctggctttcgeggtectgecggecctaacggeattee
gggtgagaaaggtcctgecggtgagegeggtgeccectggtgagegeggegcaccgggctttegtggececggece
ggtcctaatggtattcctggecgagaagggtcecggcaggtgaacgeggtgcacctagatccggegagegtggtgea
cctggttttcgtggecctgcaggeccgaatggeatceccgggtgaaaaaggeccggcaggegaacgtggegeccct
ggtgaacgcggcgcacctggtttccgtggeccggcaggtectaacggtatcccgggegaaaagggtectgecagg
cgagcegtggegecccgggtgaacgeggtgeccctggctttcgeggtectgecggecctaacggeattccgggtga
gaaaggtcctgecggtgagegeggtgeccctggtgagegeggegeaccgggctttcgtggeccggecggtecta  atggtattcctggegagaagggtecg-
gcaggtgaacgeggtgcacct, SEQ ID No. 12), Shanghai HuaGen Biotech Co., Ltd. was commissioned to synthesize a
gene fragment, and the synthesized T16a gene fragment was inserted into PET32a expression vector via restriction
sites of BamH | (NEB Company, Cat. No.: R0136L) and Xho | (NEB Company, Cat. No.: RO146L).

2. The successfully constructed expression plasmid was transformed into E£. cofi competent cell BL21 (DE3) (Merck
Company). The specific process is as described above.

3. Monoclonal colonies were picked up from the transformed LB plate and cultured in 10 mL of LB (containing 100
pg/mL ampicillin) medium for 12h-16h, then transferred to 2xYT medium (16g/L peptone, 10g/L yeast extract, and
5¢g/L sodium chloride) at a ratio of 1:100 for scale-up culture, and cultured at 37°C and 220rpm until the OD600 of
the bacterial solution was between 0.4 and 0.6, and 0.5mM IPTG (Sigma Company, Cat. No.: [5502-1G) was added
to a final concentration of 0.5 mM for induction expression, and induction conditions were culture at 18°C and 180
rem for 20 h. Finally, bacteria were collected by centrifugation, and were stored at -20°C or immediately entered
into the next step for purification.

4. (1L) The bacterial pellets were resuspendedin about 50 mL of phosphate buffer (pH 7.8) (40 mM sodium dihydrogen
phosphate, 500 mM sodium chloride), then broken by high-pressure bacteria breaking equipment (Scientz Biotech-
nology Co.,LTD.), and centrifuged at 13,000 rpm for 30 min to separate soluble proteins from inclusion bodies.

5. ANi-NTA (Qiagen Company, Cat. No.: 30210) affinity column was equilibrated with 5 column volumes of binding
buffer (40 mM NaH,PO5, 500 mM NaCl, pH 7.8). Then, the protein supernatant was added to the column and
incubated at 4°C for 0.5-1 h to make the recombinant protein of interest fully bind to the column. Impurity proteins
were washed out with 200 mL of washing buffer (10 mM imidazole, 40 mM NaH,PO5, 500 mM NaCl, pH 7.8)
containing 10 mM imidazole (Sigma Company). Finally, an appropriate amount of His-tagged prescission protease
(Ppase, for short) (Sigma, SAE0045) was added, and after incubation at 4°C for 16 h, the flow-through fluid, i.e. the
collagen of interest separated the vector protein was collected. The resulting product was dialyzed overnight and
lyophilized to dry powder for use.

6. The resulting T16b protein was measured for purity by SDS-PAGE. The specific procedure was as follows. 40
pL of the purified protein solution was taken, added with 10 p.L of 5x protein loading buffer (250 mM Tris-HCI (pH:
6.8), 10% SDS, 0.5% bromophenol blue, 50% glycerol, and 5% p-mercaptoethanol), placedin boiling water at 100°C
and boiled for 10 min. The resulting solution was added to SDS-PAGE protein gel at 10 p.L per well, and run at 80
V for 2 h. Then the gel was stained with Coomassie Brilliant Blue staining solution (0.1% Coomassie Brilliant Blue
R-250, 25% isopropyl alcohol, and 10% glacial acetic acid) for 20min, and then decolorized with protein decolorization
solution (10% acetic acid, 5% ethanol). Finally, protein activity was measured as compared to a human native
collagen.

Example 2: Mass Spectrometric Detection of TE16C Protein
Experimental method

[0040]
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Instrument name Matrix-assisted laser desorption ionization - time-of-flight mass spectrometer MALDI-
TOF/TOF Ultraflextreme™ , Brucker, Germany

Matrix CHCA Laser energy 125

Data retrieval Mascot Retrieval species ALL entries

software

Retrieval database NCBlprot

[0041] The protein sample was subjected to DTT reduction and alkylation of iodoacetamide, and then trypsin was
added to digest overnight. The peptide segment obtained after enzymolysis was desalted by C18 ZipTip and then mixed
with matrix «-cyano-4-hydroxycinnamic acid (CHCA) for spotting. Finally, the matrix-assisted laser desorption ionization
- time-of-flight mass spectrometer MALDI-TOF/TOF Ultraflextreme™, Brucker, Germany was used for analysis (for the
technique of peptide fingerprinting, see: Protein J. 2016; 35: 212-7).

[0042] Database retrieval was handled through the MS/MS lon Search page on the local mascot website. The protein
identification results were obtained based on the primary mass spectrum of the peptide segments produced after enzy-
molysis. Retrieval parameters: trypsin enzymolysis, set two missed restriction sites. The alkylation of cysteine was set
to a fixed modification, and the oxidation of methionine was set to a variable modification. The database used for the
identification is NCBprot.

[0043] The mass spectrometry peak results are shown in Figure 1.

[0044] Table 1: Mass spectrometry detection of molecular weight and corresponding peptide

Observed value | Mr (Expected value | Peptide

2246.2323 2246.1424 GAPGERGAPGFRGPAGPNGIPGEK
2246.2323 2246.1424 GAPGFRGPAGPNGIPGEKGPAGER
1738.8731 1738.9095 GPAGERGAPGERGAPGFR
1678.9003 1678.8659 GAPGFRGPAGPNGIPGEK
1660.8401 1661.8607 GPAGPNGIPGEKGPAGER
1171.5966 1171.6295 GAPGERGAPGFR

1093.5636 1093.5784 GPAGPNGIPGEK

Coverage of the peptide fragment detected

[0045]

GERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGP
NGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPG
ERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIP
GEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERG
APGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEK
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GPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPG
FRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPA
GERGAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRG
PAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGPNGIPGEKGPAGER
GAPGERGAPGFRGPAGPNGIPGEKGPAGERGAPGERGAPGFRGPAGP
NGIPGEKGPAGERGAP

[0046] Morethan 98.8% ofthe sequence ofthe protein TE16C to be determined can be detected by mass spectrometry,
and the results are very reliable. The mass spectrometric characteristic peaks of the undetermined protein were
2246.2323, 2246.2323, 1738.8731, 1678.9003, 1660.8401, 1171.5966, and 1093.5636, and it was concluded that the
TE16C protein was correctly expressed.

Example 3: Detection of Properties of Recombinant Type Ill Collagens

[0047] Methods for detecting collagen activity can be foundin the reference Juming Yao, Satoshi Yanagisawa, Tetsuo
Asakura, Design, Expression and Characterization of Collagen-like Proteins Based onthe Cell Adhesive and Crosslinking
Sequences Derived from Native Collagens, J Biochem. 136, 643-649 (2004). The specificimplementation method is as
follows:

1. The concentrations of the protein samples to be tested were measured by ultraviolet absorption method, including
control human collagen (Sigma, C7774), control old type Ill collagen HC16, new type Il collagen TE16C protein,
control T16a protein and T16b protein samples. Specifically, the respective ultraviolet light absorption of the samples
at 215 nm and 225 nm was measured, and the respective protein concentration was calculated using the empirical
formula C (p.g/mL) = 144X (A215-A225), and it should be noted that the detection was performed under the condition
of A215<1.5. The principle of the method is to determine the characteristic absorption of a peptide bond under far
ultraviolet light, and the method is not affected by chromophore content, has few interfering substances, is easy to
operate, and is suitable for detecting human collagen and its analogs which are not colored by Coomassie Brilliant
Blue. (Reference is Walker JM., The Protein Protocols Handbook, Second edition, Humana Press, 43-45). After
protein concentration detection, all the concentrations of the proteins to be tested were adjusted to 0.5 mg/mL with
PBS.

2.100 p.L of each protein solution was addedto a 96-well plate and compared with a blank PBS solution, and allowed
to stand at room temperature for 60 min.

3. 105 well-cultured 3T3 cells (from Teacher Tong Pei, Tsinghua University) were added to each well and incubated
at 37 °C for 60 min.

4. Each well was washed 4 times with PBS.

5. The absorbance of OD492nm was measured using an LDH assay kit (Roche, 04944926001). Based on the value
of the blank control, the attachment rate of cells can be calculated. The calculation formula is as follows: cell
adherence rate = (test well - blank well) x 100% / (positive well - blank well). The adherence rate of the cells can
reflect the activity of collagen. The higher the activity of a protein, the faster it can provide a cell with a superior
external environment to help the cell adhere.

[0048] See Figure 2 for the results.

[0049] The results in Figure 2 indicate that the two human recombinant collagens (i.e., type Il collagen HC16 and
type Il collagen TE16C) have better adhesion activities than commercial human collagen, and the recombinant type Il
collagen TE16C of the present invention achieves the most potent cell adhesion activity. The proteins obtained by the
two construction methods of T16a and T16b as controls have lower cell adhesion activities than the TE16C protein of
the present invention.
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Example 4: Expression and Purification of Recombinant Type Ill Collagens

TE16C protein expression and purification

[0050]

1. According to steps 1-5 in Example 1, the collagen of interest TE16C separated from the vector protein was
obtained and dialyzed into solution A (10 mM Na,CO5, pH 10.5, 10 mM NaCl) of an anion exchange column.

2. The anion exchange column (Hitrap Q HP column, 5 mL, GE Healthcare Biosciences) was equilibrated with 5
column volumes of solution A (10 mM Na,CO3, pH 10.5, 10 mM NaCl). The dialyzed TE16C protein was then applied
to the column, and the protein peak that had passed through the column, i.e. the purified TE16C protein, was
collected. The resulting product was dialyzed overnight and lyophilized to dry powder for use.

3. The anion exchange column was eluted with 5 column volumes of solution B (10 mM Na,COg, pH 10.5, 1 M
NaCl) to wash out the impurity proteins and endotoxin from the column.

[0051] The HC16 protein, the polypeptide T16a comprising repeat sequences and a C-terminal stable sequence, and
the polypeptide T16b comprising repeat sequences and linker amino acids were treated in the same manner.

[0052] Figure 3 shows the expression of recombinant type Il collagens. After the purification of the type Il collagen
HC186, about 8 mg of pure protein can be obtained from 1 L of the bacterial solution. After the purification of the type IlI
collagen TE16C, about 15 mg or more of pure protein can be obtained from 1 L of the bacterial solution. The expression
levels of the proteins obtained by the two construction methods of T16a and T16b as controls were also not as high as
that of the TE16C protein of the present invention. It is important to note that for the construction method of T16a, the
amount of soluble protein in the supernatant is very low because of the formation of a large amount of colloid during the
purification of the protein.

[0053] Figure 4 shows the purification of recombinant type Il collagens. The type Il collagen HC16 had a purity of
about 95% after Ni column and anion exchange column, while the type Il collagen TE16C could be rapidly purified to
a purity of more than 99% by a Ni column and an anion exchange column. Though the proteins obtained by the two
construction methods of T16a and T16b as controls had high purities, their yields were not high and were much lower
than the TE16C protein of the present invention.

Example 5: Stabilization of Recombinant Type lll Collagens in Aqueous Solutions
Stability study
[0054]

1. The purified TE16C protein and HC16, T16a and T16b proteins were obtained according to Example 4 and then
dialyzed against physiological saline (0.9% NaCl). The dialyzed protein solutions were collected, sterilized by filtration
through a 0.22 p.M filter membrane, and then allowed to stand for a long time in an environment of 4-8 °C.

2. At different time points, such as one month, two months, three months, half a year, one year, aqueous solutions
of TE16c protein and HC16 protein were collected, and were measured for purity by SDS-PAGE (see the method
of Example 1).

[0055] Figure 5 shows the electrophoresis images of HC16, TE16C, T16a and T16b at the time point of half a year.
The type Il collagen HC 16 was unstable in the aqueous solution, significant degradation occurred after one month, and
degradation after six months was very serious. However, the type lll collagen TE16C has a stable structure, and after
being placed in an aqueous solution for half a year, more than 90% of the protein remained as a complete full-length
protein, and only a small amount was degraded. The proteins obtained by the two construction methods of T16a and
T16b as controls also had different degrees of degradation, with the degradation of T16b being more serious; their
stability is much lower than that of the TE16C protein of the present invention.

Example 6: Detection of Endotoxin in Recombinant Type Ill Collagens

Endotoxin detection of TE16c¢ protein, HC16 protein, T16a protein and T16b protein

[0056]

1. Purified TE16c¢ protein, HC16 protein, T16a protein and T16b protein were prepared according to Example 4.
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2. Reagents including tachypleus amebocyte lysate (Zhanjiang A&C Biological Ltd., A=0.015EU/ml) and diluent |
(Zhanjiang A&C Biological Ltd.) were prepared.

3. The endotoxin standards were diluted to E1, EQ0.5, E0.25, E0.125, and E0.0625. The samples were diluted 5, 8,
16, 32, 50, 100, 200, 300 and 400 times with diluent |, and the other samples were diluted with water for detection,
to dilute the samples 10, 16, 32, 64, 100, 200, 400, 600 and 800 times, respectively.

4. The endotoxin standards and the diluted protein samples were added to the tachypleus amebocyte lysate for
observation. The results were compared to both negative and positive controls. The endotoxin concentrations of
the samples were calculated.

[0057] Figure 6 shows the residual endotoxin status of recombinant type Il collagens. The type Il collagen is not
uniform in structure and is easy to bind to endotoxin, so the residual endotoxin after Ni column and anion exchange is
about 100EU/mL, while the new type Il collagen TE16C can be rapidly purified to contain less than SEU/mL of endotoxin
by a Ni column and an anion exchange column. The proteins obtained by the two construction methods of T16a and
T16b as controls are also tightly bound to endotoxin, and it is not easy to remove endotoxin.

Example 7: Analysis of Recombinant Type lll Collagens
[0058]

1. The sequence of TE16C contains the segment of the human type |l collagen Pro488 to Gly510, and several
polypeptides (Taihe Biotechnology Co., Ltd., Beijing) were synthesized based on this regional sequence for extensive
crystal screening, e.g., GFRGPAGPNGIPGEKGPAGERG polypeptide.

2. The polypeptide was dissolved in water to a solution of 15 mg/mL, and crystals were grown by a hanging drop
method in which the formulation of tank solution was 30% (w/v) PEG 400, 0.1 M Na Acetate pH 4.6, and 0.1 M
Cadmium Chloride. 1 pL of each of the polypeptide solution and the tank solution were taken and mixed, and then
sealed with 1 mL of the tank solution.

3. After about one week, single crystals of the polypeptide gradually grew in the droplet, and was quickly cooled
and stored with liquid nitrogen after being taken out.

4. The collected polypeptide crystals were sentto the BL-18U1 Beamline of Shanghai Synchrotron Radiation Facility
for X-ray crystal diffraction data collection, and atthe same time the data analysis and structure analysis were carried
out using the calculator of the line station.

[0059] We obtained the high-resolution three-dimensional structure of the human type Il collagen Pro488 to Gly510
region contained in the new type lll collagen TE16C by the method of protein crystallography, as shown in Figure 7. It
was confirmed that this region formed a very stable trimer structure. Therefore, the structure and function of intact
collagen can be possessed without additionally adding the C-terminal sequence of GPPGPCCGGG
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Patentkrav

1. Polypeptid omfattende 16 gentagelser af en sekvens angivet i SEQ ID No. 1,
gentagelserne af sekvensen er direkte forbundet, hvor polypeptidet ikke omfatter

en sekvens angivet i SEQ ID No. 2.

2. Polynukleotid, der koder for polypeptidet ifglge krav 1.

3. Ekspressionsvektor omfattende polynukleotidet ifglge krav 2 og eventuelt
omfattende en nukleinsyresekvens, der koder for SEQ ID No. 4, hvor
nukleinsyresekvensen, der koder for SEQ ID No. 4 er direkte bundet til 5'-enden
af nukleinsyresekvensen, der koder for polypeptidet, fortrinsvis omfatter

ekspressionsvektoren nukleinsyresekvensen af SEQ ID No. 5.

4. Vartscelle omfattende ekspressionsvektoren ifglge krav 3, hvor vaertscellen

fortrinsvis er Escherichia coli.

5. Fremgangsmade til fremstillingen af polypeptidet ifslge krav 1, omfattende:
(1) dyrkning af veertscellen ifglge krav 4 i et fremstillingsmedium og
fremstilling af polypeptidet;

(2) hgst af polypeptidet og eventuelt oplgsning af polypeptidet, fortrinsvis
oplgsning af polypeptidet med TEV-protease; og

(3) oprensning af polypeptidet med en Ni-s@jle og/eller en
anionbytterkromatografi;

hvor fremgangsmaden til fremstillingen eventuelt ikke omfatter et yderligere trin

til fjernelse af endotoksin; hvor det oprensede polypeptid fortrinsvis er i det

vaesentlige fri for endotoksin eller indeholder mindre end 5 EU/ml endotoksin.

6. Sammensatning omfattende polypeptidet ifglge krav 1, hvor
sammensaetningen fortrinsvis er en medicinsk anordning, et vaevs-teknologisk
produkt, et kosmetikprodukt eller et sundhedsplejeprodukt, fortrinsvis er
polypeptidet i form af en vandig oplgsning af polypeptidet, fortrinsvis er
sammensaetningen fri for en komponent, der forhindrer nedbrydning af

polypeptidet, og fortrinsvis er sammensastningen en sammensatning til
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2

langtidsbrug, hvor langtidsbrugen fortrinsvis er mere end et halvt rs brug.

7. Anvendelse af polypeptidet ifglge krav 1 til fremstillingen af en
sammensaetning, fortrinsvis en medicinsk anordning, et vaevs-teknologisk
produkt, et kosmetikprodukt eller et sundhedssupplement, hvor polypeptidet
fortrinsvis er i form af en vandig oplgsning af polypeptidet, fortrinsvis er
sammensaetningen fri for en komponent, der forhindrer nedbrydning af et
polypeptid, og sammensatningen er en sammensatning til langtidsbrug, hvor

langtidsbrugen er mere end et halvt &rs brug.

8. Anvendelse af polypeptidet ifglge krav 1 til at fremme celleadhaesion in vitro.

9. Anvendelse af en aminosyresekvens ifglge SEQ ID No. 4 eller

ekspressionsvektoren ifglge krav 3 til fremstillingen af polypeptidet ifglge krav 1.
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JBCaol (hCOL3A1 Fro488-Gly510)
Protein Data Bank ewtry: GAGH & 6ADC

«+PGFRGPAGPNGI PGEKGPAGERG::

FIG. 7
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SEKVENSLISTE

Sekvenslisten er udeladt af skriftet og kan hentes fra det Europeaeiske Patent Register.

The Sequence Listing was omitted from the document and can be downloaded from the European
Patent Register.
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