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Table 1 Data for silica alkyl-bonded phase
(nm) (m?/g) (um)
Bonded phase Pore size Surface area S ize Bonded group Source
G80-Cs 21 44 5 - CsHyz (self-synthesis)
SIL300A-Cy4 25 100 10 - C4Hy (self-synthesis)
ES-C4 30 — 5 - C4Hy ES industris
TFA ,
.1 ImL/m in, , 280nm .
BHB-II ( 2.2
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= o 3 Table 2 Protein retention time vs. TFA concentration
] g . )
3,0 1 \f N /4., of water mobile phase on SIL300A-C4 column
3r tR/m in
TFA(%)
Lys Cyt
2 -
T 2 o » 2 & 4 I I 0 3.00 3.57
0 20 40 60 80 o 10 20 0.05 3.35 3.77
OB 0.10 3.45 3.90
1 0.20 3.10 3.50
Fig. 1 Plots of protein retention time vs.
2-propanol concentration [. 1
(column): a. G80-Cg, b.SIL300A-Cy4; b
a
(m obile phase): (water)+ (2-propanol) + 0.1% 1 2
TFA. 1. ( ribonuclease), 2.0 (o
globulin), 3. C (cytochrome C), 4. 3
(lysozyme).
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Fig. 2 Chromatograms of proteins
(column): a.G80-Cg(SmmXx 150mm), b. ES-C4

(S5mm x 150mm); (mobile phase): (water) +
0.1% TFA; (flow rate): ImL/m in. 1. (ri
bonuclease), 2. (insulin), 3. (lysozyme).
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Study of Protein Separation by R eversed-Phase
H igh Performance Liquid Chromatography

Zhang Hua, W ang Junde', Zhong Hongm in and Luo Limei
(The State Key Laboratory of Dye and Surfactant F ine Chemicals,
Dalian University of Technology, Dalian, 116012)
"(Dalian Institute of Chemical Physics, The Chinese Academy of Sciences, Dalian, 116012)

Abstract Reversed-phase high performance liquid chrom atography (RP-HPLC) of protein on large pore silt
ca(20-30nm ) n-alkyl-bonded(Cs and Cs) phase columns was studied using a trifluoroacetic acid (TFA)/2-
propanol m obile phase system. The influence of concentration of organic m odifier (2-propanol) and ion-pair-
ing acid(TFA) on the protein retention time was exam ined. The results showed that the plot of the retention
time vs. 2-propanol concentration in mobile phase was U-shaped. The mechanism of protein in reversed-

phase high perform ance liquid chrom atography is also discussed.
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