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Determination of L-5-methyltetrahydrofolate calcium by high performance
liquid chromatography

CHEN Yu, JIANG Lin—Hui*, ZHOU Nan, SHI Yan-Yan, YANG Jun

(Nantong Food and Drug Supervision and Inspection Center, Nantong 226006, China)

ABSTRACT: Objective To establish an analytical method for the determination of calcium L-5-methyltetrahydrofolate
calcium by high performance liquid chromatography was established. Methods Using a C;3 (250 mm x 4.6 mm, 5
pm) column with phosphate buffer, methanol: phosphate buffer (35:65, V:V) as the mobile phase, flow rate of 1.1
mL/min, the measurement was carried out by high performance liquid chromatography. The detection wavelength
was 280 nm. Results The detection limit of this method was 0.015 pg/mL, the limit of quantification was 0.05
pg/mL, and the relative standard deviation was 0.31%. The recovery rate of L-5-methyltetrahydrofolate in the test
product reached 114%. The recovery rate of the background concentration of 5% target reached 97.3%. The recovery
rate of the background concentration of 10% target reached 98.5%. Conclusion The method is accurate and
reliable, and the recovery rate is high, which is suitable for detecting L-5-methyltetrahydrofolate.
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Table 1 Conditions of gradient elution

i 18] /min A% B/%
0 100 0

14 45 55

17 0 100

24 0 100
24.01 100 0
33 100 0
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Table 2 Sequence of samples

wF AR BRI BERRATR/UL
1 == FIR R 1 10
2 R0 TP R 1 10
3 Xof BV 14 1 10
4 X} BET 24 1 10
5 X B 3# 1 10
6 P 1# 1 10
7 PR 2# 1 10
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Table 3 Results of precision experiment
Fe s HURE & /mg A HBUmL X B 0 0 TR X B iy 0 - g e THT AR AR X G 22 /%

1 25.0 11296

2 25.0 50.0 11297 11317 0.31

3 25.0 11357
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Table 4 Table 4 recovery rate test results
0
g T g ORI LS G SRR LS e
/mg S itimg PO EREG AR AR RIS RS A 1%

1 0.0 0.0 2.50 pg 1.532 2.870 ug 115
2 0.0 0.0 2.50 pg 1.490 2.791 ug 112 114 1.46
3 0.0 0.0 2.50 ug 1.523 2.853 pg 114
1 253 21.5 1.06 mg 12035 22.5mg 98.2
2 25.2 21.4 1.06 mg 11994 22.5mg 99.0 97.3 0.25
3 25.2 21.4 1.06 mg 11971 22.4 mg 94.9
4 25.5 21.7 2.12 mg 12673 23.7 mg 97.4
5 25.4 21.6 2.12 mg 12637 23.7 mg 98.3 98.5 0.24
6 253 21.4 2.12 mg 12607 23.6 mg 99.6
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