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Conditions:
Column: FlexFire C18, 1.6um (2.0x50mm)
Mobile phase: A) Water + 0.1%HCOOH

B) Acetonitrile + 0.1%HCOOH

Gradient: min mL/min %A %B  Curve
0.00 0.5 80 20 5
5.04 0.5 40 60 5
5.05 0.5 80 20 5

Temperature: 40°C

Detection: UV280nm

Sample: Insulin, Human, recombinant(0.97mg/mL)
Injection volume: 0.3uL

System: Thermo Fisher SCIENTIFIC Vanquish_H
Mixer: 10uL
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Conditions:
Column: FlexFire C18, 1.6pm (2.0x50mm) Mobile phase:
Mobile phase: A) Water + 0.1%HCOOH A) Water+0.1%CH;COOH
B) Acetonitrile + 0.1%HCOOH B) Acetonitrile+0.1%CH;COOH
Gradient: min mL/min %A %B  Curve A) Water+0.1%HCOOH
0.00 0.5 80 20 5 B) Acetonitrile+0.1%HCOOH
5.04 0.5 40 60 5
5.05 0.5 80 20 5 A) Water+0.1%DFA

B) Acetonitrile+0.1%DFA
Temperature: 40°C
Detection: UV280nm A) Water+0.1%TFA
Sample: Insulin, Human, recombinant(0.97mg/mL) B) Acetonitrile+0.1%TFA
Injection volume: 0.3pL
System: Thermo Fisher SCIENTIFIC Vanquish_H
Mixer: 10puL
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System: Waters ACQUITY UPLC H-Class Plus
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Develosil FlexFire C18 {lit§&
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PaE(mm) | Re(mm) | HEFREm) itE(m) BRIk fitE(m) BRI K

35 73,000 301-120035W 96,000 _ |301-120035MFW
50 73,000 301-120050W 96,000 |301-120050MFW
75 +6um 75,000 301-120075W 98,000 |301-120075MFW
100 78,000 301-120100W | 101,000 _ |301-120100MFW
150 83,000 301-120150W | 106,000 _ |301-120150MFW
250 — — — —
5 63,000 301-L20035W | 86,000  |301-L20035MFW
50 63,000 301-L20050W | 86,000 |301-L20050MFW

o 75 - 65,000 301-L20075W | 88,000 |301-L20075MFW
100 68,000 301-L20100W | 91,000 |301-L20100MFW
150 73,000 301-L20150W | 96,000 |301-L20150MFW
250 78,000 301-L20250W | 101,000 _ |301-L20250MFW
5 58,000 301-520035W | 8L,000  |301-520035MFW
50 58,000 301-520050W | 81,000 |301-520050MFW
75 S 60,000 301-520075W | 83,000 |301-520075MFW
100 63,000 301-520100W | 86,000 |301-520100MFW
150 68,000 301-520150W | 91,000 _ |301-520150MFW
250 73,000 301-520250W | 96,000 |301-520250MFW
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