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Abstract

Bovine chymosin enzyme is one of the most commonly used enzymes in the dairy industry. The
production of this enzyme from its natural source does not meet the needs of this huge industry. The
production of recombinant bovine chymosin in plants can be a good alternative to native enzyme.
Insertion and expression of foreign genes in plants can occur in the nucleus and chloroplast organelles.
The expression of foreign genes in eukaryotic heterologous hosts can be increased by optimizing its
codons as well as translocation of the heterologous protein after expression to encapsulated organs such
as chloroplasts. In this study, codons of the bovine prochymosin gene were optimized to be suitable for
expression in the nucleus and chloroplasts of tobacco plants. After optimization, the CAIl index of this
gene for nucleus and chloroplasts was 0.929 and 0.947, respectively. The optimized sequence was cloned
in the pUCS57 basic vector after artificial synthesis, and was confirmed by sequencing. The function of the
synthesized gene was confirmed by expression in E. coli and milk coagulation test. To provide a suitable
expression vector for gene transfer to the plant genome, the GFP gene was replaced by the prochymosin
gene in the p35S-TP-GFP expression vector. This vector is suitable for gene transfer by gene gun method,
and with the presence of chloroplast signal peptide, it causes protein accumulation in chloroplasts. The
gene was also replaced with the GUS gene in the pBI121 vector, which is suitable for gene transfer by the
Agrobacterium method. The recombinant vectors constructed in this study can be used to effectively
transfer and express this industrial enzyme in plants.

Keywords: Milk coagulation enzyme, Codon preference, Recombinant chymosin, Expression vector
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Nicotiana tabacum [gbpln]: 1534 CDS's (609684 codons)

fields: [triplet] [amino acid] [fraction] [frequency: per thousand] ([number])

uuu
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cuc
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CcuG
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ALC
AUA
AUG

GUU
GUC
GUA
GUG

Coding GC 43 38% 1st letter GC 50.91% 2nd letter GC 39.69% 3rd letter GC 39 .53%
Genetic code 1: Standard
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Fig. 1. Codon usage pattern of nuclear (upper) and chloroplast (lower) organelles used to optimize bovine prochymosin gene codons for
proper expression in these organelles. Substitution of natural prochymosin gene codons was carried out according to the frequency of codons
related to each amino acid and taking the considerations of both organelles into account so that finally the codon adaptation index (CAl) for

both organelles would be close to one (Table 1). For example, the highest frequency of the phenylalanine (F) amino acid codon in both
chloroplast and nucleus organelles is UUU, and therefore, in the entire synthetic prochymosin gene sequence, this codon replaced the natural

codons.
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Fig. 2. Nucleotide sequence alignment of the sense strand of the native bovine prochymosin gene and the synthesized gene with codon-
optimized codons for proper expression in the nucleus and chloroplast organelles of the tobacco plant. The sequences marked with an

asterisk are similar in both sequences.
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Table 1. CAl index for natural and optimized prochymosin gene relative to the nucleus and chloroplast genome of tobacco plant. The CAI
index for the synthetic PlyGBS gene (Oey et al. 2009), which has been successfully expressed in tobacco chloroplasts, is given for
comparison.
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Fig. 3. Electrophoresis image of different stages of prochymosin gene cloning in p35S-TP-GFP and pBI121 expression vectors. (A)
Enzymatic digestion of pUC57-CYM (right marker) and p35S-TP-GFP (left marker) with Sacl and Smal restriction enzymes. The 1116 bp
synthetic prochymosin gene band (identified by the letter i) was isolated from the pUC57-CYM construct and used for insertion into the
expression vector. A 4035 bp fragment derived from enzymatic digestion of the p35S-TP-GFP (v1) was used as one of the expression vectors
for cloning of purified prochymosin. (B) Electrophoresis of the digestive product of pBI121 vector with Sacl and Smal enzymes. The 12871
bp fragment resulting from enzymatic digestion of pBI121 (v2), as a suitable expression vector for gene transfer by Agrobacterium method,
was used for cloning of purified prochymosin. (C) Electrophoresis image of the purified components from (a) and (b) to evaluate their
quantity and quality for use in the ligation reaction. (D) Electrophoresis of the PCR product resulting from the amplification of the
prochymosin gene in a number of colonies resulting from the transfer of the ligation product to E. coli. The presence of a specific
prochymosin gene band in all colonies confirms their recombination. (E-f) Image of electrophoresis of enzymatic digestion of recombinant
vectors p35S-TP-CYM (e) and pBI121-CYM (f) with restriction enzymes Sacl and Smal. The recovery of components used in the ligation
reaction for both recombinant vectors confirms the accuracy of the recombinant vectors.
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Fig. 4. Physical map of the expression vectors p35S-TP-CYM (a) and pBI121-CYM (b). The selectable marker gene is not embedded in the
p35S-TP-CYM vector structure. This vector is suitable for gene transfer by biolistic gun method, so that by using the second vector
containing the selectable marker gene and the simultaneous transfer of two vectors, the marker can be eliminated after regeneration of
transgenic plants using the segregation of the selectable marker and chymosin genes in the next generation. In the pB1121-CYM vector, the

expression cassettes of the selectable marker gene and the chymosin gene are located inside the T-DNA, which is characterized by two
sequences of right (RB) and left (LB) boarders.
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