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Azacitidine is a DNA methyltransferase NORMAL PHASE HPLC CONDITION TO ACHIEVE GOOD
C o er . VALIDATION SUMMARY e An LC-MS/MS hod for Azacitidine has b
inhibitor approved for the treatment of SEPARATION AND SELECTIVITY n LC-MS/MS method for Azacitidine has been
mVEIOdySpIaStiC Syndromes (MDS)' Only Mobile Phase A HF:)I._SC"/nPFa(::T/e\:iedrisnpuriﬁedwaler s e e develOPEd and Va“dated fO”OWIng FDA
: FIOKY Al W 52 MO — R T Method BTM-2294-R0 i an LC/MS/MS method for the determination of Azzctiding in K2EDTA human pl : :
a feW methOdS tO determ ine AzaCItId Ine 35‘;2;‘.?32}'33‘-’1‘;2"“" gr(;diem “ 5 | containingTetrahydro&ri?lineand citric acid SsinzAzacitidine-‘l’nr::::tze in:;rr:al':alr?dard [IS).AL;ranc?:dpi::ran:d gUIdEI INES .
u Sin g LC_MS /MS h Jve b een re p or te d Gradient Time (min) :"I](:lw:’[:?im;: %B - ‘. Method description the IS were extracted using protein precipitation extraction from human plasma. Reversed-phase HPLC separation ® GOOd Sep 3 ratiOn from inte rfe rence p e ak and
0 4 98 - , ll was achieved with an Waters Nova-pak Silica, (150 x 3.9 mm, 4 micron). MS/MS detection was set at mass
1F : : - ¥ 2 : \SN NP S vV transitions of m/z 245.1-113.0for Azacitidine and m/z 249.0117.0 for Azacitidine-N, (1S) in TIS positive mode. T+ iv/i :
due to stability issues of drug in human L [\ emoh | W sensitivity was achieved by Normal phase
plasma as well as chromatographic S — e g -Z. R | prn ——— chromatograms.
challenges. These methods had low e T ) | g | i oCconcenatons T R, SR * The combination of citric acid and THU stabilize
e *Swiching Vale | Evem Tire (i - Analyte Aacitiine ' '
SenSItIVIty' L i Internal standard Azacitidine-'*N, the CompOundS In the matrix.
T - Linearity R 0.9945 -
LLOQ (5 ng/mL) MQC Lower limit of quantitation (LLOQ) 5.00 ng/mL ° Th|5 methOd Was SUCCGSSfU”V
= — e Average recovery of the 074 . . e ge .
=1 T | oo | a4 ~ . applied to analyze Azacitidine in a
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- =ik . B e phase % clinical study on the
* Develop a LC-MS/MS assay for o N QC e precsonrange (40Y)  Fun? 12 111026 . e
P / > d5>dY : A A E - e o —— efficacy of Azacitidine in cancer
quantifying Azacitidine in human E————— | i e , fun 24 7013 ot
bl o ' e a od - QC Intra-run accuracy range (%Bias) ~ Run2 10 401053 subplects.
Plasma. S5 G = g | Run3 90 531087 :
;_ .- ’:i_ : “ ? QC Inter-run precision range (%CV) 17 191029
* Apply this method to support a phase T = QC nterun accuracy range (48 18 531053
. . i . QC sample bench-top stability 4 hours in ice water bath
% clinical study on the efflcacy of - ———————————=r=——=———====  Processed sample stabilty 54 hours at4 °C
. e g . . Reinjection reproducibility 60.5 hours at4°C
AzaC|t|d|ne IN Cancer SUbJeCt. QC sample freeze/thaw stability 3 freeze/thaw cycles at-702C
QC sample long-term storage stability 34 daysat-70°C FUNDING / GRANTS / ENCORE /

THE USE OF THE COMBINATION OF ADDITIVE (THU AND CITRIC ACID)

Stock and spike solution bench-top stability 6 hours at room temperature
STABILIZE THE COMPOUND FORUPTO 4 H AT ICE WATER.* Dilution integrity 15000 ng/mL diluted 10-fold REFERENCE OR OTH ER USE
M E T H O D ( S ) Matriy Effect IS-normalized Matrix factor = 1.05 £ 0.02 at 15.0 ng/mL with %CV = 1.9%
1S-normalized Matrix factor = 1,02 + 0.02 at 1500 ng/mL with %CV = 2.0% NA
) QC Bench-top Stability of Azacitidine for 4 Hours in Ice Water Bath 2% Hemolyzed QC precision range (%CV) 0.8t0 15
MS Detection / HPLC: - 2% Hemolyzed QC accuracy range (%Bias) 471093
Azacitidine > . — _ N
: : Watson : — The selectivity evaluation met the acceptance criteria: no significant baseline interference (2 20% of
o Run Date -Low -Hi
ESI combined with Normal Phase ® | RunID lif (?:g;L Iﬁo‘gi;ﬁf‘ dlark Slectity the lower limit of quantitation, LLOQ for Azacitidine or 2 5% of the IS peak area of the accepted
C h romato gram | S use d to ac h | eve i-}t; igig cahbrghon standards and QC samples for the IS) was detected at the retention times of the analyte or
. o ) < I =0 i the S inany pf the.human plasma Iots;
g00 d se paration an d sensitivi ty. 01Marl? 5 TS 1830 Who’I]e Blood Stability 120 mmutles inan ice-water bath (0-4 °C)
) 133 1590 Batch Size 120 samples
Sam P le Pre Pa ration: L2 1600 | No significant carryover was observed in any of the double blank samples that were evaluated for
Mean 138 1600 Carryover Evaluation camyover
4 5D 0414 14.7 :
- S0 ulL P I dSMa dn d 20 ul Of Azaciti d Ine- %CV 30 0.9 Interference from Analyte on IS There was no interference detected from the analyte on the internal standard.
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¢ P rOte | n p re CI p itat I O n W I t h CO | d 3 5 O U I *The addition of solely THU would stabilize the compound compared with no
f AC N additive is added, while still result in the decrease of 25% of compound after YO U R D RU G DE VE LO P M E N T PA R TN E R
storing on ice for 3.5 H (data not shown here).
O ) *Additive preparation: To prepare 10 mL of blank matrix: Add 0.1 mL of Inhibition
. . solution (10 mg/mL of Tetrahydrouridine in H20) to 10 mL of blank human plasma
y M IX a n d Ce nt r I fu ge t h e n t ra n Sfe r 2 OO and mix for 30seconds. Then add 0.2 mL of stabilization solution (0.5 g/mL of citric
L fO r H P LC aciccllmonoh);ldrate in H20) to the Human plasma that containing Inhibition solution
u and mix well.
injection (10 ul injection)




