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High-resolution size exclusion chromatography (SEC) is a Fast Separation Chromatographic separation of different AAV serotypes
powerful tool for determining the aggregation of viral vectors AAV9 sample were run on a 4.6x150mm AdvanceBio SEC 500A 5 uL samples of six different AAV serotypes were injected onto the 4.6 x 300 mm Agilent AdvanceBio SEC 500A column.The
and LNPs, a critical quality attribute, to ensure safety and purity. shorter length column and showed baseline separation with shorter results are shown below at expanded scale (left) and full scale (right), showing excellent baseline separation between AAV
g p |
Here we demonstrate two new AdvanceBio SEC columns runtime (<6min) at different flow rates. aggregates and its monomer for every AAV serotype tested.
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» Agilent AdvanceBio SEC 500 A, 2.7 um, 4.6 x The columns showed excellent injection to injection reproducibility, Robustness
300 mm (p/n PL1580-5325) with RSD for all metrics < 1% (data shown below for HPV-16). To evaluate the robustness of the new columns, we ran 1000 sequential injections on a new 4.6 x 300 mm AdvanceBio SEC
Column » Agilent AdvanceBio SEC 1000 A, 2.7 um, 4.6 x 500A column, following a repeating cycle of 49 injections of sample matrix ((49x TXPBS+0.01%F-68) followed by 1 injection of
300 mm, (p/n PL1580-5302) LU | Overlay of 5 replicates Monomer AAV9O sample. Data below show AAV9 before and after 1000 injections (A), with tabulated results, where resolution is between
» Agilent AdvanceBio SEC 500 A, 2.7 um, 4.6 x 100 the monomer and aggregate peak. Also shown is the RT, resolution and tailing factor over the course of the experiment.
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Phase pRosp UTTET, P 40 Dimer 35| (2ul) AAVY, 4.6 x 300 mm AdvanceBio SEC 500A 3'88
Flow rate 0.35mL/min 20 2.5 Total | 6.00
15 » | AAVg | Monomer % % | Peak | 500
« Recombinant human papilloma virus type 16 0 | U | | | | | | | RT (min)  |Aggregate| Monomer Resolution| area | 4 gg
L1 protein (HPV-16) VLP, 1 mg/mL, ~50 nm 4 E 6 / 8 9 10 11 min AV 10001 i 3.00
. 3.5 inj - 2.00
diameter Injection to Injection Reproducibility (2uL) Inj 1 8.1 1 98.9 33 acadil [ee o S Tailing,Factor,
Samples | « AAV (full capsid) ref tandard i ; £ L n o
(full capsid) reference standards HPV Type16, 4.6 x 300 mm AdvanceBio SEC 1000A - J o 3 1 192 98 8 33 58.6 | 0.00
AAVT 3.42 x 10" GC/mL AAV2 1.27 x 1013 GC/mL Rt . Tailing 4 % 8 10 42  14min 0 ? . 600 800 1000
AAV5 26 x 101 GC/mL AAV6E 4.1 x1017GC/mL Monomer % HMW % Monomer Resolution Eactor tota Injections
AAV8 3.53 x 10" GC/mL AAV9 6.07 x 101" GC/mL Avg 399 26.03 73.06 163 112 . . .
- Std Dev 0.00 0.22 0.19 0.01 0.01 Comparison with Competitor Columns
Detection | 1200 Infinity Il fluorescence detector (FLD), %RSD 0% 1% 0% 0% 1% AAV & VLP samples were also tested on 4.6 x 300 mm SEC columns from different vendors and showed higher resolution and
Aex =280 nm, Aem = 348 nm recovery on AdvanceBio SEC columns
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Results and Discussion The columns also showed excellent reproducibility when comparing 101 1.2% Aggregate 2.7 um, 5004 1%% 1R€S)3 L\ 9 | 2.7 um, T000A
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] — e U Area urmn Both AdvanceBio SEC columns show robust column performance with baseline resolution between monomer and aggregate
2 4 6 8 10 12 14 col AV 312 T633 357 C%;o/ peaks for viral vectors. The column performance stays reproducible and consistent after 1000 injections. High throughput &

The columns also showed compatability with a light scattering Std Dev XE 31 318 0,03 shorter runtime (<6 min) with similar resolution could be achieved using shorter length column.
and ESI-MS detection where low background signal is critical %RSD 1% 3% 5% 3%

(data not shown). DE07199175
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