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In collagen biosynthesis, the enzyme prolyl 4-hydroxylase (P4H) plays a crucial role by
inserting 4-hydroxyproline into newly synthesized polypeptide chains. This essential post-
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We dedicated ourselves to finding a method that could effectively separate and quantify all
potential isomers of hydroxyproline in collagen. Several chromatographic columns were
evaluated to determine their ability to resolve selected critical pairs of isomers, aiming to
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APPLICATION TO DIFFERENT COLLAGEN HYDROLYSATES

In the field of recombinant collagen production, which continues to be a challenge, the separation and quantification of all eight possible hydroxyproline isomers may hold great
significance. These isomers serve as valuable indicators of quality, efficacy, and specificity of PAH and, therefore, of the overall success and reliability of the recombinant collagen
production process. Our RPLC-UV method, coupled to MS, was tested on different collagen samples to gain insight on their hydroxyproline composition. XICs were at m/z = 412
corresponding to derivatized Hyp. BSA was used as negative control showing no peaks at m/z 412 (data not shown). At RTs 68.2 and 68.5 elute the isobaric species isoleucine and
leucine, respectively
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Data from chicken collagen and human collagen are according to the literature with T4L over 90% and less than 5% of its epimer and T3L, the second most abundant isomer in collagen.
For recombinant procollagen however, the content of C4D is higher, probably due to the different folding status as compared as fibrillar collagen and the more accessibility of
hydroxyprolines. Despite this, the high content of T4L in recombinant procollagen confirms the successful hydroxylation by P4H and highlights its specificity for 4-hydroxyproline, as
evidenced by the absence of T3L
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