Size Exclusion Chromatography (SEC)

PromoChrom Technologies www.promochrom.com

PolyHYDROXYETHYL A™ can be used for SEC from the largest proteins to amino
acids. It is noteworthy for the dramatic shift in fractionation range with a mildly
denaturing mobile phase such as 50 mM formic acid.
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The chaotrope in the mobile phase disrupts the hydrogen bonding between the polymer
chains in the coating, increasing their steric radius and making the space between them
permeable. This permits the fractionation of solutes as small as dipeptides and amino

acids.



COLUMN: PolyHYDROXYETHYL A™,

AB 200 x 9.4 mm; 60-A

MOBILE PHASE: 50 mM Formic Acid

STANDARD (M. WA, datons)

A) CYTOCHROME C {12,270)

B) a-MSH {1,665)

Asss D C) Met-ENKEPHALINAMIDE (573}
c D) ASPARTAME (294)

E) PHENYLALANINE (185)

F) AGETIC ACID {60)

@) FORMIC ACID (48)

E H) WATER (18)
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Our columns have been used to assess the size of the small peptides present in
commercial protein hydrolyzates as well as the products from proteasome digestion.

PolyHYDROXYETHYL A, 1000-A
SEC with 50 mM Formic Acid
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IgM {900,000 d)

Alcohol Dehydrogenase (150,000 d)
1gG (120,000 d)

Ovalbumin (43,000 d)

Carbonic Anhydrase (28,000 d)

Ribonuclease (15,000 d)
Bovine Insulin (6500 d)
D LHAH (1236 d)
I Leu-Enkephalinamide (554 d)
N-Chloroacetyl Tris (177 d)

F Water (18 d)
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Flow rate and column size: Optimum resolution is obtained with a 200x9.4-mm column
at a flow rate around 0.5-0.6 ml/min. Since most HPLC systems can deliver such flow
rates reliably, this is our most popular size SEC column. Optimum resolution with a
200x4.6-mm column would be obtained with a flow rate of 130-140 pl/min. Make sure
that your HPLC system can deliver such flow rates reliably, and minimize dead volume
in the connections and detector flow cell (use a microbore-scale cell).

PolyHYDROXYETHYL A™ is a trademark of PolyLC Inc.



