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ABSTRACT ;. AIM To use phage display technique to screen targets for compound prescription of Salviae Miliior-
rhizae Radix et Rhizoma and Ginseng Radix et Rhizoma (total salvianolic acid, total ginsenoside, ginseng polysac-
charides). METHODS The positive phage clones were obtained with T7 select human lung tumor ¢cDNA library
after biopanning four times. Ten phage clones were randomly picked for DNA sequence analyses. Gene sequences

were found open reading frames (ORFs) with ExPASy website Translate tool. The representative polypeptide was
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selected for the test of binding affinity by biolayer interferometrvy technolgy. RESULTS  The positive phage

clones were gradually enriched after biopanning; seven out of ten phage clones had the same DNA sequence with

471 bp in length, whereas other three phage clones were identical with 58 bp in length. Four ORFs came from Se-

quence 1. Sequence 2 was not analyzed. There was high affinity between compound prescription and the polypep-
tide His-MNT GRFGKTTSSPALTLGNFQKPL, K, =4.57 x 10 ~®* mol/L. K, values of affinity of ginseng polysac-

charides and total salvianolic acid were 7.23 x 10 ~® mol/L and K,, =7. 66 x 10 ~* mol/L, respectively. However,

there were not typical association and dissociation between total ginsenoside and the polypeptide. CONCLUSION

The high affinity polypeptide obtained in this study combined compound prescription of Salviae Miltiorrhizae Ra-

dix et Rhizoma and Ginseng Radix et Rhizoma can be used in targeted therapy for lung cancer.

KEY WORDS:; T7 select human lung tumor ¢DNA library; compound prescription of Salviae Miltiorrhizae Radix

et Rhizoma and Ginseng Radix et Rhizoma; target; polypeptide; biolayer interferometrvy technolgy (BLI) ; affin-

ity
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Tab.1 Experimental results of phage titer in each round
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Fig. 1 Relative enrichment of T7 phage particles in

each round of selection
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Tab.2 Sequencing results of positive phage clones

gl sl

KEE/bp LIS

AATTCAAGCAGAAACGCCTAGTTTATACTGCTTGCTTGGAGATGTCCTCGGAGACCATTCTTGCTA
TGACAAGGCCTGGGAGTTGTCCCGGTACCGCAGTGCTCGTGCTCAGCGCTCCAAAGCC CTCCTTC
ATCTTCGGAACAAGGAGTTTCAAGAGTGTGTAG AGTGCTTCGAACGCTCGGTTAAGATTAATCCC

ATGCAGCTCGGGGTGTGGTTTTCTCTCGGTTGTGCCTATTTGGCCTTGGAAGACTATCAAGGTTCA

471 7/10

GCAAAGGCATTTCAGCGCTGTGTGACTCTAGAACCCGATAATGCTGAAGCTTGGAACAATTTGTCA
ACTTCCTATATCCGATTAAAACAAAAAGTAAAAGCTTTTAGAACTTTACAAGAAGCTCTCAAGTGT
AACTATGAACACTGGCAGATTTGGGAAA ACTACATCCTCACCAGCACTGACGTTGGGGAATTTTC

AGAAGCCATTAA

2 AATTCGATGAAAGAAACCGCTGCTGCTAAATTCGAACGCCAGCACATGGACAGCCCAA 58 3/10
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Tab.3 Open reading frames of the sequense 1
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3 42 161 40 MSSETILAMTRPGSCPGTAVLVLSAPKPSFIFGTRSFKSV
. . 469 o1 MQLGVWFSLGCAYLALEDYQGSAKAFQRCVTLEPDNAEAWNNLSTSYIRLKQKVKA
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Fig.2 Binding responses between the peptide His-MNT-
GRFGKTTSSPALTLGNFQKPL and compound
prescription, ginseng polysaccharides, total salvi-

anolic acid, total ginsenoside
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Fig. 3 Curves of association and dissociation of between the peptide His-MNTGRFGKTTSSPALTLGNFQKPL and com-

pound prescription, ginseng polysaccharides, total salvianolic acid, total ginsenoside at various concentrations
(from top to bottom: 160, 80, 40, 20, 10, 5, 2.5 pg/mL)
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Tab. 4 Affinity parameters between compound prescription, ginseng polysaccharides, total salvianolic acid and the peptide

His-MNTGRFGKTTSSPALTLGNFQKPL

- — FE b BT TR - S TR fife B8 LR w SEMTT K/
(pg-mL™") [L-(mol-s) ~'] Ki/s ! (mol-L~")
160 0.346 5
80 0.247 7
40 0.176 7
1 F&-ASANE I 20 0.113 6 1. 87 x 10* 8.53 x10~* 4.57x1078
10 0.083 7
5 0.059 5
2.5 0.039 1
160 0.228 3
80 0. 167
40 0.1279
2 JE& 27 20 0.094 7 2.97 x 10* 2.15%x1073 7.23 x1078
10 0. 058 7
5 0.037 1
2.5 0.0229
160 0.178 6
80 0.130 4
40 0. 088
3 P15 B TR 20 0.069 6 3.43 x10* 2.63x1073 7.66 x10 78
10 0.042 6
5 0.028 2
2.5 0. 009
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