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ABSTRACT Paclitaxel and other taxanes have complex structures that include the

presence of numerous hydrolytically sensitive ester groups The present study attempts

to make sense of the kinetics of the base catalyzed hydrolysis of various ester groups found

in paclitaxel by also studying the hydrolysis of 7epitaxol 10deacetyltaxol 7epi10
deacetyltaxol baccatin III 10deacetylbaccatin III and Nbenzoy13phenylisoserine ethyl

ester Kinetics were studied as function of pH buffer concentration and temperature and

analyzed using a stability indicating HPLC assay and LCMS to identify degradation

products The kinetics were complicated by the epimerization reaction occurring at the

7position but isolation of the hydrolytic components of the kinetics was possible All ester

hydrolysis reactions observed above pH 67 were as expected base catalyzed After

epimerization at the C7 paclitaxel hydrolysis occurs mainly due to cleavage of the

side chain with further hydrolysis of the ester bonds at C10 C2 and C4 with the C10

acetate hydrolysis being the relatively next most facile By studying the hydrolysis

of 10deacetyltaxol 7epi10deacetyltaxol baccatin III 10deacetylbaccatin III and

Nbenzoy13phenylisoserine ethyl ester good insight into the hydrolysis of the larger

more complex taxanes was possible © 2007 Wiley Liss Inc and the American Pharmacists

Association J Pharm Sci 9731003108 2008

Keywords paclitaxel taxol 7epitaxol baccatin III epimerization hydrolysis

degradation pH stability

INTRODUCTION

This study was undertaken to investigate the

degradation kinetics of paclitaxel and related com
pounds in aqueous solutions in the neutral to basic

pH range where both epimerization at the C7 site

and hydrolysis were observed An earlier article

described the role of pH on the C7 epimerization

and identified the likely mechanism for this base
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catalyzed reaction An additional goal was to pro
vide insight into the stability of other taxanes and

paclitaxel analogues in aqueous solution

The chemistry and therapeutic benefits of

paclitaxel and related taxanes has been studied

extensively since the 1980s27 Limited quanti

tative information is available on the chemical

stability of paclitaxel in aqueous solution because

of its poor aqueous solubility its complex structure

and its nonadherence to first order kinetics under

neutral to basic pH conditions However some
useful studies have been published81° Tian and

Stella quantified the C7 epimerization of pacli

taxel and several related taxanes in aqueous
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solution and the rate constants for the interconver

sion of the 7R and 7Sepimers The focus of the

present study was to investigate the kinetics of the

further degradation of these epimers under neutral

and basic pH conditions and to study the influence

of the ring system and substituents

The structures of paclitaxel and its related

compounds used in this study are illustrat

ed in Figure 1 Baccatin III and 10deacetyl

baccatin III represent the diterpene ring structure

of paclitaxel and 10deacetyltaxol and Nbenzoy1
3phenylisoserine ethyl ester was selected as a

mimic of the side chain of paclitaxel

EXPERIMENTAL

Materials

All of the chemicals solvents and buffer solutions

used in this study were identical to those des

cribed in greater detail in an earlier study

pH

The pH of the solutions was controlled through
out the reaction by using appropriate buffer

solutions and dilute sodium hydroxide solutions

The preparation of buffer solutions was described

previously The kinetic measurements at pH 11

and 12 were performed in dilute sodium hydroxide

solutions of appropriate concentration Buffer

concentration when not varied was 10 mM
except for the measurement at pH 12 No signi

ficant change of pH was observed throughout the

reaction

Analytical HPLC Assays and Mass Spectrometry

The starting compounds their epimers and other

degradation products were simultaneously mea
sured using an isocratic HPLCUV assay The

stability indicating assay and the HPLC system

employed in this study were described earlier as

was the identification and profiling of epimeriza

tion and degradation products using a Waters

Alliance 2690 HPLC system connected to a Micro

mass Quattro Micro Tandem Quadruple mass

spectrometer The system was operated at an

electrospray source block temperature of 120°C a

desolvation temperature of 50°C a cone voltage of

DOI 1 01 002jps
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Figure 1 The structures of paclitaxel and related

compounds paclitaxel 1 7epitaxol 2 10deacetyl
taxol 3 7epi10deacetyltaxol 4 baccatin III 5 10

deacetylbaccatin III 6 and Nbenzoy13phenylisoser

Me ethyl ester 7

18 kV For HPLCUVMS mode the flow rate was
0833 mLminversus 0167 mLmin for UV and MS
respectively The molecules undergo electron spray

ionization in the positive ion mode
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Kinetic Procedure

The reaction kinetics for further degradation of

both R and Sepimers was investigated in aqueous

solutions at pH 612 For the kinetic experiments

at 25°C 242 mL appropriate buffer solutions were

equilibrated in a water bath at 250 ± 01°C and

the epimerization was initiated by adding 08 mL
stock solution 125 RgmL in acetonitrile into

the reaction buffer This resulted in an initial

reaction concentration of 20 agmL At various

time intervals aliquots 08 mL of the reaction

solutions were withdrawn and assayed by HPLC
The reactions at basic pH were quenched by adding

dilute hydrochloric acid solution to adjust the pH
close to 5 before HPLC analysis

For the stability studies at elevated temperatures

37 50 and 70°C respectively vials containing

sample solutions were placed in thermostatically

controlled ovens The reaction solutions were

maintained at the desired temperature throughout

the stability study Portions were removed from
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the reaction solution at appropriate intervals The

samples were quickly cooled in ice water to quench

the reaction followed by immediate HPLC analysis

The time interval between sampling and HPLC
injection was less than three minutes so that the

experimental error was minimized

RESULTS AND DISCUSSION

Total Degradation of 10Deacetylbaccatin III

Figure 2 shows HPLCUVMS chromatograms
of the degradation of 10deacetyl baccatin III

The starting compound the Sepimer and the

epimerization and degradation products were

adequately separated from one another After

the initial epimerization of the C7 hydroxyl

both 7S and 7R epimers further degraded into

more fragmented products For example some
benzoic acid was confirmed by its strong UV
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Figure 2 HPLC chromatogram and MS data for the hydrolytic degradation of

10deacetyl baccatin III and its epimer in aqueous solution at pH 108 50°C reaction

time =3 h After the initial epimerization of the C7 hydroxyl both 10deacetylbaccatin

III and its epimer degrade to further products such as benzoic acid
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absorbance and by added standards while it was

hardly detected by MS due to its low molecular

weight This result indicated some hydrolytic

cleavage of the benzoate ester bond at C13

position occurred however this was a relatively

minor overall pathway
Tian and Stella discussed the C7 epimerization

reaction of 10deacetylbaccatin III proceeds accord

ing to Scheme 1 kl is the epimerization rate

constant from the 7Sepimer to the 7Repimer
and k2 is the reverse The observed base catalyz

ed epimerization in near neutral to higher pH
range suggests a possible rapid deprotonation

protonation of the C7 OH followed by a structural

rearrangement through a retroaldoValdol mecha
nism to form the 7epimer The ratelimiting

step of structure rearrangement most likely

occurs with the formation of an enolate inter

mediate k3 is the sum of all the degradation

rate constants for primary hydrolytic deacylation

of 10deacetylbaccatin III both 7R and 7S
epimers Due to the similarity of the chemical

structures of the R and Sepimers it is assumed

that they have identical rate constants for hydro

lytic degradation Despite neither epimer following

simple first order kinetics due to the relatively fast

preequilibrium the overall degradation loss of

the sum of the two epimers did follow pseudo
first order kinetics Thus

R + 5 = R0 + No exPk3t 1
where 1310 and So are the initial concentration

of the 7R and 7Sepimers and k3 is the overall

apparent degradation rate constant Therefore

the values of k3 were readily calculated from

the slope of the linear semilogarithmic plot of the

percent residual total 10deacetylbaccatin III

sum of both epimers versus time Similarly the

total loss of 10deacetylbaccatin III was measured

Sepimer Repimer

k2

k31 ik3

Products Products

Scheme 1 Proposed reaction scheme for the C7 epi

merization and subsequent hydrolysis of paclitaxel and

related analogues

DOI 101002jps

at various pH values 612 The experimental

results were plotted in Figures 3 and 4 The

overall degradation follows pseudo first order

kinetics at any constant pH and temperature

The pseudo first order rate constants k3 are

obtained from best linear regression using Sig
maPlot v 7101

Total Degradation of Baccatin III

Under basic pH condition baccatin III quickly

forms its 7Repimer followed by further hydro

lysis of various ester bonds leading to multiple

products such as 10deacetylbaccatin III 7epi
10deacetylbaccatin III and other minor hydro

lytic products The degradation time course was

described earlier The ester groups at C2 C4
and C10 positions all undergo hydrolysis simul

taneously and therefore the value of the

overall degradation rate constant k3 is the sum
of all hydrolytic rate constants contributing to

hydrolysis Among the hydrolytic products

10deacetylbaccatin III and 7epi10deacetylbac
catin III were observed as the primary products

indicating that the 10 acetyl ester hydrolyzed

faster than the other two ester groups Therefore

the proposed initial degradation pathways of
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Figure 3 Semilog plot of the total loss of 10deacetyl

baccatin III sum of 7R and 7Sepimers at pH 904 0
1078 y 1182 a and 25°C The total loss of

10deacetylbaccatin III including both epimers follows

pseudo first order kinetics in the high pH range
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Figure 4 Semilog plot of the total loss of 10deacetyl

baccatin III sum of 7R and 7Sepimers at pH 758 at

25°C 0 50°C y and 70°C a

I

baccatin III in the basic pH range is shown in

Figure 5

pH Rate Profiles for Total Degradation of

10Deaceylbaccatin Ill and Baccatin Ill

The first order rate constants for total degradation

k3 for 10deaceylbaccatin III and baccatin III

were determined in aqueous solution at various

pH conditions The pH dependencies of the

pseudo first order degradation rate constants of

10deacetylbaccatin III and baccatin III at 25°C

are shown in Figure 6 The observed rates of the

degradation increased rapidly and uniformly with

increasing pH Since the slopes of these straight

line portions of log k versus pH profiles are close to

unity it is likely that the overall degradation is

base catalyzed with little evidence of a water term

in this pH range The solid lines in Figure 6

were drawn from fits with the slope fixed at unity

to show the relative stability of the derivatives

In addition no significant buffer catalysis was

k1

4

k2

major
5product

Sproduct Ho OH

k2

more product

Rproducr

Rproduct

more product

Figure 5 The proposed degradation pathways of baccatin III in the basic pH range
A fast epimerization forms its 7Repimer followed by further hydrolysis of ester bonds

The value of the overall degradation rate constant k3 is the sum of all hydrolytic rate

constants contributing to hydrolysis Thus k3 = k3 +14+

JOURNAL OF PHARMACEUTICAL SCIENCES VOL 97 NO 8 AUGUST 2008 DOI 101002jps

f 

 

Find authenticated court documents without watermarks at docketalarm.com. 

https://www.docketalarm.com/


Real-Time Litigation Alerts
	� Keep your litigation team up-to-date with real-time  

alerts and advanced team management tools built for  
the enterprise, all while greatly reducing PACER spend.

	� Our comprehensive service means we can handle Federal, 
State, and Administrative courts across the country.

Advanced Docket Research
	� With over 230 million records, Docket Alarm’s cloud-native 

docket research platform finds what other services can’t. 
Coverage includes Federal, State, plus PTAB, TTAB, ITC  
and NLRB decisions, all in one place.

	� Identify arguments that have been successful in the past 
with full text, pinpoint searching. Link to case law cited  
within any court document via Fastcase.

Analytics At Your Fingertips
	� Learn what happened the last time a particular judge,  

opposing counsel or company faced cases similar to yours.

	� Advanced out-of-the-box PTAB and TTAB analytics are  
always at your fingertips.

Docket Alarm provides insights to develop a more  

informed litigation strategy and the peace of mind of 

knowing you’re on top of things.

Explore Litigation 
Insights

®

WHAT WILL YOU BUILD?  |  sales@docketalarm.com  |  1-866-77-FASTCASE

API
Docket Alarm offers a powerful API 
(application programming inter-
face) to developers that want to 
integrate case filings into their apps.

LAW FIRMS
Build custom dashboards for your 
attorneys and clients with live data 
direct from the court.

Automate many repetitive legal  
tasks like conflict checks, document 
management, and marketing.

FINANCIAL INSTITUTIONS
Litigation and bankruptcy checks 
for companies and debtors.

E-DISCOVERY AND  
LEGAL VENDORS
Sync your system to PACER to  
automate legal marketing.


