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Gradient tG 
[min] 

Temperatur T 
[°C] 

Eluent %B 

1 10 min 25°C Methanol 100% 

2 30 min 25°C Methanol 100% 

3 10 min 65°C Methanol 100% 

4 30 min 65°C Methanol 100% 

5 10 min 25°C 
Methanol/Acetonitril 

50%/50% 

6 30 min 25°C 
Methanol/Acetonitril 

50%/50% 

7 10 min 65°C 
Methanol/Acetonitril 

50%/50% 

8 30 min 65°C 
Methanol/Acetonitril 

50%/50% 

9 10 min 25°C Acetonitril 100% 

10 30 min 25°C Acetonitril 100% 

11 10 min 65°C Acetonitril 100% 

12 30 min 65°C Acetonitril 100% 
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No separation of peak 5 (main component) and peak 9 with the existing method 
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Peak 
Retention time 

[min] 
Symmetry Resolution (USP) 

Existing 
method 

DryLab® 
method 

Existing method DryLab® 
method 

 

Existing method DryLab® method 

Peak 1  9.09 0.51 0.98 1.60 - - 

Peak 2  17.43 0.85 0.95 0.99 34.46 14.96 

Peak 3  16.46 0.95 0.92 0.98 4.34 4.61 

Peak 4  18.37 1.01 1.03 0.99 4.47 2.98 

Peak 5  19.82 1.18 0.94 1.09 8.20 6.78 

Peak 6  21.89 1.27 0.81 1.02 11.69 3.60 

Peak 7  23.04 1.34 0.96 1.03 6.32 3.12 

Peak 8 25.02 1.61  1.00 1.03 12.12 4.82 

Peak 9 19.82 1.50 n.a. 1.10 0  (co-elution) 6.51 

Peak 10  26.86 1.64 0.94 1.03 10.84 1.84 
(critical peak pair) 

Peak 11  28.20 1.71 0.97 1.01 7.64 4.07 

Peak 12  28.68 1.84 0.97 1.04 2.94 8.91 



–

–

–

•

–

24 

















 

 

 

 



°

°









° °



°

°



L0 

L1 + H0 

H1 

H2 H3 

a 
b 

c d 

e 

f g 

h 

L0 

L1 
H1 

H2 H3 

a b 

c d 

e 

f g 

h 

H0 

L0 

L1 + H0 

H1 

H2 
H3 

a b 

c 
d 

e 

f 
g 

h 

L0 

L1 H1 

H2 
H3 

a 
b 

c 
d 

e 

f g 

h H0 



column: Advance Bio Mab RP C4

Flow: 0.3 mL/min

Grad: 25 - 50%B tG

A: 0.1 % TFA in water T

B1: 0.1 % TFA in ACN tC

B2: 0.1 % TFA in ACN+MeOH (90+10) tr area tr area tr area tr area tr area tr area tr area tr area tr area tr area tr area tr area

B3: 0.1 % TFA in ACN+MeOH (80+20) L0 3.94 66734.5 6.29 58735 3.48 70947.6 5.35 61235.2 4.72 60823 7.79 57113 4.16 56403 6.71 54648 5.56 60398 9.44 58872 4.89 52132.5 8.15 53062.4

det: 280 nm L1 5.08 90000 8.46 85496 4.67 90000 7.62 93939.2 5.9 90000 10 93987 5.39 90000 8.96 86501 6.73 90161 11.67 80298 6.11 83870 10.47 72556.8

inj: 0.5 uL H0 5.08 50000 8.65 42060 4.67 50000 7.8 56483.2 5.9 50000 10.27 42960 5.39 50000 9.2 55579 6.79 46515 12 36589 6.14 53395 10.76 52000

sample: BV reduced a 5.57 9227.6 9.63 9557 5.2 16220.4 8.86 18332.8 6.43 7620 11.28 9346 5.94 14727 10.28 19316 7.29 7466 13 8003 6.7 11637.5 11.83 18793.6

H1 5.63 108762.4 9.73 82324 5.26 118696.8 8.97 94054.4 6.49 83967 11.39 81348 6 96598 10.39 84908 7.36 76178 13.12 69692 6.76 89997.5 11.96 85926.4

b 5.69 12854.7 9.87 11456 5.33 12573.6 9.12 9628.8 6.55 11383 11.53 11566 6.08 10747 10.55 9626 7.41 13480 13.26 11334 6.83 8495 12.1 10294.4

c 6.03 3877.8 10.59 2894 5.69 2376 9.86 1436.8 6.9 6377 12.26 4446 6.45 4740 11.3 2801 7.75 4496 13.96 3433 7.16 1515 12.83 2182.4

d 6.53 9627.8 11.44 11220 6.21 10838.4 10.76 11113.6 7.4 10661 13.12 8935 6.96 10303 12.2 8589 8.25 8386 14.83 7363 7.7 8007.5 13.73 7996.8

e 6.57 7042.6 11.58 8603 6.3 20565.6 10.86 21033.6 7.44 6827 13.2 14307 7.05 16617 12.29 17925 8.31 13167 14.91 13597 7.75 17000 13.81 19084.8

H2 6.67 77581.3 11.68 58836 6.34 72984 11 57052.8 7.53 69190 13.35 57610 7.1 62865 12.44 50442 8.38 59330 15.05 53218 7.83 55255 13.96 49670.4

f 6.77 3098.1 11.87 1362 6.43 2956.8 11.18 2156.8 7.61 3624 13.56 1295 7.2 3006 12.65 1966 8.47 3238 15.22 1359 7.91 2495 14.14 793.6

g 7.05 1432.9 12.38 624 6.74 1323.6 11.72 758.4 7.92 1554 14.06 760 7.5 1878 13.17 732 8.78 1203 15.78 997 8.22 1545 14.71 400

h 7.6 9241.4 13.45 10478 7.31 13180.8 12.78 12252.8 8.47 9352 15.13 8150 8.05 10599 14.22 12847 9.31 8914 16.79 6719 8.77 11782.5 15.7 15622.4

H3 7.63 68096.1 13.51 57254 7.35 71445.6 12.91 58393.6 8.51 62931 15.19 55081 8.11 68880 14.35 49235 9.35 57581 16.88 54255 8.81 47397.5 15.84 46534.4

20 min10 min 20 min 10 min 20 min 10 min 20 min 10 min 20 min 10 min 20 min 10 min

90 C75 C 75 C 90 C 90 C 75 C 75 C 90 C 90 C 75 C 75 C 90 C

10% MeOH0% MeOH 0% MeOH 0% MeOH 0% MeOH 10% MeOH 10% MeOH 10% MeOH 10% MeOH 20% MeOH 20% MeOH 20% MeOH

25%B 
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