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Isolation of Peptides from Human Blood by RP-HPLC
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The biologically active peptides in human biood can adjust the functions of many physiological systems. The peptides in
human blood were separated on the five steps of linear gradient-elution mode by RP-HPLC with UV detection. The size of
commercially available Cis chromatographic column was 4.60 <150 mm with particle size of 5 ym and pore size of 100 A.
The mobile phases used were water in 0.75% trifluoroacetic acids (TFA) and organic modifier of acetonitrile. The isolation
methods suggested in this work for peptides from the blood were composed of the formation of immiscible liquid layers and
precipitation by centrifuge and chemicals of sodium citrate and trichioroacetic acid (TCA). The some peptides were identified
based on the retention times previously constructed database.
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Figure 1. Photograph showing the sample preparation process. (A) fresh sample of blood (B) plasma in the upper side and erythrocytes in the
lower side. (C) leukocytes in the upper side and erythrocytes in the lower side. (D) peptides in the upper side and erythrocytes and proteins in

the lower side.

Table 1. Mobile phase composition and gradient conditions Table 2. Shift in peak areas with days
Gradient time  0.75% TFA in  Acetonitrile, Sample]|
(min) water, vol. % vol. % Peak area i L day 3 days 5 days 7 days
I“i:“l 19000 1(2) Peak #1 | 1876546 1927,687 2063253 2,206,054
Figures . 80 20 Peak #2 177,164 220,297 204,573
234 10 65 15 Peak #3 | 2,392,804 953,340 858,778 676,798

20 50 30 Peak #4 536,568 348,798 382,263 287,139
30 0 100 . Peak #5 232,524 222,016 253,964 252,088
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Figure 2. Separation of peptides from human blood by RP-HPLC.

(fresh sample, injection volume 10 yL)
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Figure 3. Separation of peptides from human blood by RP-HPLC.
((a) 3days, (b) Sdays, injection volume 10 yL)
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Figure 4. Separation of peptides from human blood by RP-HPLC.
(7 days, injection volume 10 yL}
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