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Table 3.2.S.4.2-4. Chromatographic Conditions and System Operating Parameters

Column

Column temperature 
Autosampler temperature
UV detection
UV referencea

Injection volume 
Flow rate
Mobile phase A: 
Mobile phase B: 
Gradient

Time (minutes) Mobile Phase A (%) Mobile Phase B (%)

a. instrument dependent, may not be required.
Abbreviations: UV = ultraviolet; RP = reverse phase; 

Table 3.2.S.4.2-5. Sample Sequence

Sample Number of Injections
Mobile Phase A (Blank)
RM (system suitability)
TS
RM (after every 10 TS injections)
RM (after the last TS)
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Table 3.2.S.4.2-6. System Suitability, Assay, and Sample Acceptance

Material Parameters Assessed Acceptance Criteria
System suitability

Blank Chromatographic profile Must exhibit a stable baseline, with no observable 
peaks (Figure 3.2.S.4.2-1)

RM (3 system 
suitability 
injections at the 
beginning of the 
assay)

Chromatographic profiles Must be visually comparable to that shown in 
Figure 3.2.S.4.2-2

RSD of the retention time of 
A30 and L70 
USP resolution between the 2 
highest peaks in the A30 region 
(H1 and H2) 
USP tailing factor for L70

Assay acceptance
RM (all injections 
in the sequence)

Chromatographic profiles 
RSD of the retention time of 
A30 and L70
USP resolution between the 2 
highest peaks in the A30 region 
(H1 and H2) 
USP tailing factor for L70

Sample Acceptance
TS Chromatographic profiles Must be visually comparable to the RM

(Figure 3.2.S.4.2-3)
Abbreviations: A30 = 30 Poly (A) nucleotide tail, L70 = 70 Poly(A) nucleotide tail, RSD = relative standard 
deviation, USP = United States Pharmacopeia; TS = test sample, RM = Reference Material

3.2.S.4.2.8. Calculations

3.2.S.4.2.8.1. USP Resolution

The USP resolution  is calculated 
according to the following formula:
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3.2.S.4.2.8.2. Relative Retention Time

The relative retention time (RRT) of A30 and L70 in each TS is calculated according to the 
following formulas:

3.2.S.4.2.9. Data Reporting

Provided the system suitability, assay, and sample acceptance criteria are met, and the RRT 
of the A30 and L70 peaks are , the TS is reported as “poly(A) tail length 
confirmed”.
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