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This is an Application Brief and does not contain a detailed Experimental section.

Abstract

To simplify the method development for the analysis of methoxy-capped polyethylene glycol (mPEG-OH)

samples and to determine the polymer's molecular weight distribution (MWD) using the Xevo G3 QTof System.

Introduction

The biopharmaceutical industry has recently shown an increasing interest in acquiring very low polydisperse
PEGs due to their wide range of applications. An important property of PEG is the molecular weight, which
determines the properties of the material. For measuring the MWD of PEG biotherapeutics, high-resolution mass
spectrometry (HRMS) has proven to be a suitable method of choice. The analysis of PEG sample by electrospray
ionisation (ESI) is quite challenging due to the nature of polymer macromolecular ions that are formed by ESI

create charge state distributions that overlap with one another. This often complicates data processing of
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polymers creating superimposed peaks between the molecular weight and charge state distributions that would
need to be aided by deconvolution programs. To assist with the challenge of PEG analysis, a Xevo G3 QTof mass
spectrometer platform coupled to an ACQUITY" UPLC™ I-Class PLUS System, combined with

waters_connect™ UNIFI™ Software, is used to analyse the MWD and polydispersity of mPEG-OH samples. The
advantage of using a UPLC-HRMS system and modern software is the potential to separate and simplify data to

enable interpretation with improved confidence.

The optimized approach has been shown to be efficient in this analysis for determining the molecular weight
measurement and reducing the charge state distribution for three different ranges of mPEG-OH samples (30k Da,

40k Da, and 50k Da).
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Figure 1A. Mass spectrum of mPEG-OH 30k Da before (1A) and after (1B) addition of TEA, a charge stripping

agent.
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Figure 1B. Addition of TEA, a charge stripping agent.

Experimental

An UPLC-MS method for the determination of molecular weight distribution and polydispersity under less than
three minutes using isocratic conditions with post-column addition was acquired in ESI positive mode for the
PEG samples. The instrument was calibrated before the sample analysis using positive mode calibration
solutions. The instrument parameters, chromatographic conditions and ion source settings were optimized using
representative PEG samples. The samples were eluted on an ACQUITY UPLC BEH 300 A C, 2.1 x 50 mm, 1.7 pm
Column using mobile phase (A) 0.1% TFA in water and (B) 0.1% TFA in acetonitrile at a flow rate of 0.1 mL/min
and mixed with post-column addition of a charge stripping agent, triethylamine (TEA). This was accomplished by
infusing 2% TEA prepared in 50:50 acetonitrile:water using the on-board fluidics system of the Xevo G3 QTof
mass spectrometer. An appropriate flow of TEA concentration was controlled by adjusting the events setup
controlled by the software. Figure 1 represents the effect of charge stripping with and without TEA. The obtained
raw data were processed using waters_connect UNIFI platform which incorporates defined steps with an
automated workflow. This approach facilitates an efficient and accesible approach in the determination of MWD

by defining the deconvolution parameters and custom fields.
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Mass distributions representing the different monomer repeat units of ethylene glycol (44 Da) and varying degrees
of polymerization of PEG were easily seen in the deconvoluted spectrum. The impact of increasing the
concentration of TEA solutions results in well distributed charge states of mMPEG-OH. Each charge state
represents the molecular weight distribution of the samples. Figure 2 shows a representative multiply charged and

deconvoluted mass spectrum of 30k Da mPEG-OH sample.

The experimental data was further processed using waters_connect UNIFI software to determine the number
average molecular weight (Mn), weight average molecular weight (Mw) and polydispersity (PDI or D) of mPEG-
OH samples. The value of Mw/Mn is usually used as an index of the polydispersity of a polymer. Table 1
illustrates the details of Mn, Mw, and PDI calculations for all three samples. The monofunctional linear mPEGs
with the narrow distribution generally have Mw/Mn values of approximately 1.02-1.05. The calculated
polydispersity values of the mPEG-OH samples being nearly close to a value of 1.00 (ca. PDI of 1.0009-1.0018)

clearly demonstrates that it has a significantly high purity of its degree of polymerization.

Observed
mass

30k Da mPEG-OH 32578.1508 | 32814.57 32845.40 1.00
40k Da mPEG-OH 39407.1415 39147.98 39220.27 1.00
50k Da mPEG-OH 49157.6304 | 49121.66 49168.62 1.00

Sample details

Table 1. Mn, Mw, and PDI calculations for all the three samples.

Determination of Molecular Weight Distribution of mPEG-OH with Xevo™ G3 QTof System



Observed mass [m/z]

Ttem description:
119979427
8000
20080075
70001
60001
5000
)
H
S
2 544533410
& s
2 4000 542313424 | _ 4o o000
& 541584474
538664566 JLll} 349699662
5364356117, 553361292
5349.47220 557001486
i) 5313.08358”] 7558486591
78059455 o ~5628.64740
i 1201.79347 5291.27429”] [
5260331657 -3629.01578
163872697 — ~5651.20204
2000 1613.71264~~1648.13203 —fses.zeug
150650018 [—71653.08587 5239.70144— 5687.40178
] ~ 5217.86611~ ~5702.34660
78157799 (159391810 188116379 & 633747171
1561.36572| ~1911.68664 5210.21384 572449101 L1 6337.63457
191972771 5181.162867 6248.92331 7/ lllllk i —6514.55483
| 167, ~1944,96258 3495.95975 657586110
1000 1167.68380 loso6soes 252160064 305298811 S 5151811312 | 661131207
T | (303411691304 (T 3694 84182 312192816 671582234
‘ | ~413569741 509324152 i
i J | 678733319
. | kil
3000 3500 4000 4500 7000

775305843

853e3

8000

Figure 2. Mass spectrum of 30k Da mPEG-OH after post column addition of TEA (2A) and (2B) after

deconvolution. Mass spectrum was processed using waters_connect UNIFI software to obtain (2C) Mn, Mw and

PDlI.
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Figure 2. Mass spectrum of 30k Da mPEG-OH after post column addition of TEA (2A) and (2B) after
deconvolution. Mass spectrum was processed using waters_connect UNIFI software to obtain (2C) Mn, Mw and

PDI.

(2C)

Observed mass (Da) | Observed RT (min) : Response ** % Relative Response - Polymer (%) Mn - Polymer Mw - Polymer PDI - Polymer

1 32578.1508 0.70 356910 1.65 32814.57 32845.40 1.00

Figure 2. Mass spectrum of 30k Da mPEG-OH after post column addition of TEA (2A) and (2B) after
deconvolution. Mass spectrum was processed using waters_connect UNIFI software to obtain (2C) Mn, Mw and

PDI.
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Conclusion

The present data has provided a rapid method that demonstrates the enhanced utility of the Xevo G3 QTof
platform coupled to an ACQUITY UPLC I-Class PLUS Ssystem using waters_connect UNIFI software for routine

analysis of PEG samples.
- The workflow combination has been shown to excel for this complex sample analysis approach

In addition to rapid method solutions, the Xevo G3 QTof platform also achieved improvement in deconvoluted

mass spectrum distribution pattern with reduction in spectral complexity

- The waters_connect UNIFI platform has enabled efficient determination of Mn, Mw, and PDI values
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