CLAIMS

1. A method of preparing a cell-binding agent-cytotoxic agent conjugate comprising the
steps of:
(a) reacting an imine-moiety in an imine-containing cytotoxic agent represented by

the following formula:

D—L—N_ |

o)
or a pharmaceutically acceptable salt thereof, with sulfur dioxide, a bisulfite salt or a
metabisulfite salt in an agueous solution at a pH of 2.5 to 4.5 to form a modified cytotoxic
agent comprising a modified imine moiety represented by the following formula:

HOsS |

] N}f‘
or a pharmaceutically acceptable salt thereof; and
(b) reacting the modified cytotoxic agent with a cell-binding agent to form the cell-
binding agent-cytotoxic agent conjugate,
wherein D is an imine-containing benzodiazepine compound; and L is a linker,
wherein:

(1) D is represented by the following formula:
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or a pharmaceutically acceptable salt thereof,

wherein:

one of L’, L”’, and L’ is represented by the following formula:

-Z1-P1-Z2-Rx1-C(=0)- (A), or
-N(R®)-Rx1-C(=0)- (D’);

and the other two are each independently selected from -H, an optionally substituted linear,
branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms, a polyethylene
glycol unit -(CH2CH20)n-R¢, halogen, guanidinium [-NH(C=NH)NH:], -OR, -NR’R”’, -NO,
-NR’COR”’, -SR, -SOR’, -SO2R’, -SO3zH, -OSOsH, -SO,NR’R’’, cyano, an azido, -COR’, -
OCOR’, and -OCONR’R”’;

one of the Z; and Z> is -C(=0)-, and the other is -NRs-;

P1 is an amino acid residue or a peptide containing between 2 to 20 amino acid
residues;

Rx1 is an optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl
having from 1 to 10 carbon atoms;

R®is -H, a linear, branched or cyclic alkyl, alkenyl or alkynyl having 1 to 10 carbon
atoms or -(CH2-CH>-0),-R¥, wherein R¥ is a -H, a linear, branched cyclic alkyl having 1 to 6
carbon atoms, optionally bearing a secondary amino (e.g., -NHR?) or tertiary amino (-
NR!%1R102) group or a 5- or 6-membered nitrogen containing heterocycle, wherein R'% and
R92 are each independently a linear, branched, or cyclic alkyl, alkenyl or alkynyl having 1 to
10 carbon atoms;

R, for each occurrence, is independently selected from the group consisting of -H, an
optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10
carbon atoms, a polyethylene glycol unit -(CH2CH20)n-R®, an optionally substituted aryl

having 6 to 18 carbon atoms, an optionally substituted 5- to 18-membered heteroaryl ring
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containing one or more heteroatoms independently selected from nitrogen, oxygen, and
sulfur, or an optionally substituted 3- to 18-membered heterocyclic ring containing 1 to 6
heteroatoms independently selected from O, S, N and P;

R’ and R’ are each independently selected from -H, -OH, -OR, -NHR, -NR;, -COR,
an optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to
10 carbon atoms, a polyethylene glycol unit -(CH2CH20),-R¢, and an optionally substituted
3- to 18-membered heterocyclic ring having 1 to 6 heteroatoms independently selected from
O, S, Nand P;

R®is -H or an optionally substituted linear or branched alkyl having 1 to 4 carbon
atoms;

n is an integer from 1 to 24;

X1’ is selected from -H, an amine-protecting group, an optionally substituted linear,
branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms, a polyethylene
glycol unit -(CH2CH20)n-R®, an optionally substituted aryl having 6 to 18 carbon atoms, an
optionally substituted 5- to 18-membered heteroaryl ring containing one or more heteroatoms
independently selected from nitrogen, oxygen, and sulfur, and an optionally substituted 3- to
18-membered heterocyclic ring containing 1 to 6 heteroatoms independently selected from O,
S, Nand P;

Y1’ is selected from -H, an oxo group, an optionally substituted linear, branched or
cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms, an optionally substituted
6- to 18-membered aryl, an optionally substituted 5- to 18-membered heteroaryl ring
containing one or more heteroatoms independently selected from nitrogen, oxygen, and
sulfur, an optionally substituted 3- to 18-membered heterocyclic ring having 1 to 6
heteroatoms;

R1, Rz, R3, Rs, R1’, R2’, R3’ and R4’ are each independently selected from the group
consisting of -H, an optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl
having from 1 to 10 carbon atoms, a polyethylene glycol unit -(CH2CH20)-R¢, halogen,
guanidinium [-NH(C=NH)NH], -OR, -NR’R”’, -NO,, -NCO, -NR’COR”’, -SR, -SOR’, -
SO2R’, -SO3H, -OSO3H, -SO2NR’R”’, cyano, an azido, -COR’, -OCOR’, and -OCONR’R"’;

Rs is -H, -R, -OR, -SR, -NR’R”’, -NO, or halogen;

G is-CH- or —N-;

A and A’ are the same or different, and are independently selected from -O-,
oxo (-C(=0)-), -CRR’O-, -CRR’-, -S-, -CRR’S-, -NRs and -CRR’N(Rs)-; and

Rs for each occurrence is independently -H or an optionally substituted linear or
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branched alkyl having 1 to 10 carbon atoms; or
(2) D is represented by the following formula:

w \S—g
= X'\ JY'
=N A N A N—,
G
N N
(0] (@] :
RX
w \S—g
=
—N N “ A N=.
G
N N
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(0] (e} X
RX
X
= Y
WN | N—/,
A ~ A
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N
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<
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e Y.
G
N
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or a pharmaceutically acceptable salt thereof,

wherein:

X’ is selected from the group consisting of -H, -OH, a substituted or unsubstituted
linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms, phenyl,
and an amine-protecting group;

Y’ is selected from the group consisting of -H, an 0xo group, a substituted or
unsubstituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon
atoms;

A and A’ are selected from -O- and -S-;

W’ is absent, or selected from -O-, -N(R®)-, -N(R®)-C(=0)-, -N(C(=0)R®)-, -S- or -
CH>-S-, -CH2NR®-;
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R*is absent or selected from a linear, branched or cyclic alkyl having 1 to 10 carbon
atoms;

R®is -H, a linear, branched or cyclic alkyl, alkenyl or alkynyl having 1 to 10 carbon
atoms or -(CH2-CH2-0O)n-R¥, wherein R¥ is a -H, a linear, branched cyclic alkyl having 1 to 6
carbon atoms, optionally bearing a secondary amino (e.g., -NHR!) or tertiary amino (-
NR!1R192) group or a 5- or 6-membered nitrogen containing heterocycle, wherein R'° and
R192 are each independently a linear, branched, or cyclic alkyl, alkenyl or alkynyl having 1 to
10 carbon atoms;

n is an integer from 1 to 24;

G is selected from -CH- or -N-;

Re is -H, -R, -OR, -SR, -NR’R”’, -NO», or halogen; and

R is -H, an optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl
having from 1 to 10 carbon atoms or a PEG group -(CH2CH20)s-R¢, wherein n is an integer
from 1 to 24, and R®is a linear or branched alkyl having 1 to 4 carbon atoms;

R’ and R” are each independently selected from -H, -OH, -OR, -NRR¢', -COR, an
optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10
carbon atoms, an optionally substituted aryl having from 6 to 18 carbon atoms, an optionally
substituted 3- to 18-membered heterocyclic ring having 1 to 6 heteroatoms selected from O,
S, N and P, a PEG group -(CH2CH20)n-R¢, and R¢' is -H, an optionally substituted linear,
branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms or a PEG
group -(CH2CH20)x-R¢; or

(3) D is represented by the following formula:

a(PBDl)

{( m - Ii O

Ra' (PBD2);
— A—Dy-L—Dg'-
Walhey Ii @ oo
— A—Dy-L—Dq'-
Vst s uinis o iiioW -
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or a pharmaceutically acceptable salt thereof,

wherein:

W is selected from C=0, C=S, CHz, BH, SO and SOz;

X1’ is selected from -H, an amine-protecting group, an optionally substituted linear,
branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms, a polyethylene
glycol unit -(CH2CH20)n-R®, an optionally substituted aryl having 6 to 18 carbon atoms, an
optionally substituted 5- to 18-membered heteroaryl ring containing one or more heteroatoms
independently selected from nitrogen, oxygen, and sulfur, and an optionally substituted 3- to
18-membered heterocyclic ring containing 1 to 6 heteroatoms independently selected from O,
S, N and P;

Y1’ is selected from -H, an oxo group, an optionally substituted linear, branched or
cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms, an optionally substituted
6- to 18-membered aryl, an optionally substituted 5- to 18-membered heteroaryl ring
containing one or more heteroatoms independently selected from nitrogen, oxygen, and
sulfur, an optionally substituted 3- to 18-membered heterocyclic ring having 1 to 6
heteroatoms;

Rs is -H, -R, -OR, -SR, -NR’R”’, -NO, or halogen;

A and A’ are the same or different, and are independently selected from -O-,
ox0 (-C(=0)-), -CRR’O-, -CRR’-, -S-, -CRR’S-, -NRs and -CRR’N(Rs)-,

R, for each occurrence, is independently selected from the group consisting of -H, an
optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10
carbon atoms, a polyethylene glycol unit -(CH2CH20)n-R®, an optionally substituted aryl
having 6 to 18 carbon atoms, an optionally substituted 5- to 18-membered heteroaryl ring
containing one or more heteroatoms independently selected from nitrogen, oxygen, and
sulfur, or an optionally substituted 3- to 18-membered heterocyclic ring containing 1 to 6
heteroatoms independently selected from O, S, N and P;

R’ and R’ are each independently selected from -H, -OH, -OR, -NHR, -NRz, -
COR, an optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having
from 1 to 10 carbon atoms, a polyethylene glycol unit -(CH2.CH.0)x-R¢, and an optionally
substituted 3- to 18-membered heterocyclic ring having 1 to 6 heteroatoms independently
selected from O, S, N and P;

R®is -H or a substituted or unsubstituted linear or branched alkyl having 1 to 4 carbon
atoms, or the linking group with the reactive group bonded thereto;

n is an integer from 1 to 24;
-111 -



Rs for each occurrence is independently -H or an optionally substituted linear or
branched alkyl having 1 to 10 carbon atoms;

Do and Do’ are the same or different, and are independently absent or selected from
the group consisting of an optionally substituted linear, branched or cyclic alkyl, alkenyl or
alkynyl having 1 to 10 carbon atoms, an amino acid, a peptide bearing 2 to 6 amino acids,
and a polyethylene glycol unit ((FOCHCH);

L is absent, a linker, a polyethylene glycol unit (-OCH2CH3)n-, an optionally
substituted linear, branched or cyclic alkyl or alkenyl having 1 to 10 carbon atoms, an
optionally substituted phenyl group, an optionally substituted 3 to 18-membered heterocyclic
ring or a 5- to 18-membered heteroaryl ring having 1 to 6 heteroatoms independently selected
from O, S, N and P;

Ra, Ra, Rp and Ry are the same or different, and are independently selected from the
group consisting of -H, halide, or an optionally substituted branched, linear or cyclic alkyl
having 1 to 10 carbon atoms; or Ra and R,> and/or Ry and Ry together form a double bond
containing group =B and =B’ respectively;

=B and =B’ are the same or different and independently selected from an optionally
substituted branched or linear alkenyl or a carbonyl group;

Q is Q1-Ar-Qz;

Q’is Q1’-Ar’-Q2’;

Q1 and Q1 are each independently absent, a linear, branched or cyclic alkyl from 1 to
6 carbon atoms or a -CH=CH unit;

Ar and Ar’ are each independently absent, or represent an aryl group;

Q2 and Q2’ are each independently selected from -H, a linker, a substituted or
unsubstituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon
atoms, a polyethylene glycol unit -R®-(OCH2CH2)-R¢, or a substituent selected from a
halogen, guanidinium [-NH(C=NH)NH2], -R, -OR, -NR’R”’, -NO2, -NCO, -
NR’COR”’, NR’(C=0)OR”’ -SR, a sulfoxide represented by -SOR’, a sulfone represented by
-SO2R’, a sulfonate -SO3M, a sulfate -OSOsM, a sulfonamide represented by SO2NR’R”’,
cyano, an azido, -COR’, -OCOR’ or -OCONR’R’’; and

R is absent or selected from linear or branched alkyl, alkenyl or alkynyl having 1 to
5 carbon atoms; or

(4) the imine-containing cytotoxic agent is represented by the following formula:
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or a pharmaceutically acceptable salt thereof,
wherein:

the dotted lines indicate the optional presence of a double bond;

R3" is a Ca.12 alkylene group,

each X, for each occurrence, is independently -O-, -S- or -N(H)-;

each R? is independently selected from -H, -OH, -CN, -R", -OR"’, -O-SO,-R",
-CO2R", -CORY, or halo, or both R? taken together, are =0, =CH>, =CH-R?, or =C(R?%);

each R? is independently selected from -H, -OH, -CN, -R", -OR!", -O-SO,-R",
-CO2R", -COR! or halo;

R* is a leaving group selected from -OR®’, -OCOR*, -OCOOR*, -OCONR*R?,
-NR*R*, -NR*COR?’, -NR*NR*R>’, an optionally substituted 5- or 6-membered nitrogen-
containing heterocycle (e.g., piperidine, tetrahydropyrrole, pyrazole, morpholine), a
guanidinum represented by -NR*(C=NH)NR*R>’, an amino acid, or a peptide represented by
-NR®COP’, wherein P’ is an amino acid or a polypeptide containing between 2 to 20 amino
acid units, -SR®, -SOR*, -SO,M, -SO3M, -OSO3M, halogen, cyano and an azido;

R is linker bearing a maleimide moiety that can form a covalent bond with a cell
binding agent (CBA);

R® and R are independently selected from -H, -R"’, -OH, -OR"’, -SH, -SR",

-NHz, -NHR'!, -NR''R*, -NO2, MesSn and halo; and,

R! and R¥ are each independently selected from optionally substituted Ci.12 alkyl,
Cz-20 heterocyclyl or Cs20 aryl groups, and optionally in relation to the group -
NR''R*, R and R* together with the nitrogen atom to which they are attached form an
optionally substituted 4-, 5-, 6- or 7-membered heterocyclic ring; or any pair of adjacent

groups from R®to R® together form a group -O-(CH2)p-O-, where p is 1 or 2;
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R* and R*" are each independently selected from -H, -OH, -OR?, -NHR®", -NR®’,,
-COR?, an optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having
from 1 to 10 carbon atoms, a polyethylene glycol unit -(CH2CH20)n-R®, or an optionally
substituted 3-18-membered heterocyclic ring having 1 to 6 heteroatoms independently
selected from O, S, N or P;

R, for each occurrence, is independently selected from the group consisting of -H, an
optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10
carbon atoms, a polyethylene glycol unit -(CH2CH,0).-R®, an optionally substituted aryl
having 6 to 18 carbon atoms, an optionally substituted 5- to 18-membered heteroaryl ring
containing one or more heteroatoms independently selected from nitrogen, oxygen, or sulfur,
and an optionally substituted 3- to 18-membered heterocyclic ring containing 1 to 6
heteroatoms independently selected from O, S, N or P;

R?is independently selected from -R", -CO;R"’, -COR"’, -CHO, -CO2H, or halo;

R® is -H or a substituted or unsubstituted linear or branched alkyl having 1 to 4 carbon

atoms;
M is H or a pharmaceutically acceptable cation; and
n is an integer from 1 to 24.
2. The method of claim 1, wherein the reaction of step (a) is carried out at a pH of 2.9 to

4.0,apHof29t03.7,apHof 3.1t0 3.5, apH of 3.2t0 3.4, or a pH of 3.3.

3. The method of claim 1 or 2, wherein the reaction of step (a) is carried out in the

presence of a buffer solution.

4. A method of preparing a cell-binding agent-cytotoxic agent conjugate comprising the
steps of:
(a) reacting an imine-moiety in an imine-containing cytotoxic agent represented by

the following formula:

D—L—N_ |

o}

or a pharmaceutically acceptable salt thereof, with sulfur dioxide, a bisulfite salt or a
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metabisulfite salt in an aqueous solution in the absence of a buffer to form a modified
cytotoxic agent comprising a modified imine moiety represented by the following formula:

HOsS |
N
g }r"

or a pharmaceutically acceptable salt thereof; and

(b) reacting the modified cytotoxic agent with a cell-binding agent to form the cell-
binding agent-cytotoxic agent conjugate,

wherein D is an imine-containing benzodiazepine compound; and L is a linker,
wherein:

(1) D is represented by the following formula:

—N . N—,
N N
R, Re Rg R4
0 o

or a pharmaceutically acceptable salt thereof,
wherein:
one of L’, L”’, and L’ is represented by the following formula:

-Z1-P1-Z2-Rx1-C(=0)- (A”), or
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-N(R®)-Rx1-C(=0)- (D),
and the other two are each independently selected from -H, an optionally substituted linear,
branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms, a polyethylene
glycol unit -(CH>CH20)n-R¢, halogen, guanidinium [-NH(C=NH)NH:], -OR, -NR’R”’, -NO,
-NR’COR”’, -SR, -SOR’, -SO2R’, -SO3H, -OSO3H, -SO>NR’R”’, cyano, an azido, -COR’, -
OCOR’, and -OCONR’R"’;

one of the Z; and Z; is -C(=0)-, and the other is -NRs-;

P1 is an amino acid residue or a peptide containing between 2 to 20 amino acid
residues;

Rx1 is an optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl
having from 1 to 10 carbon atoms;

R®is -H, a linear, branched or cyclic alkyl, alkenyl or alkynyl having 1 to 10 carbon
atoms or -(CH2-CH>-0),-R¥, wherein R¥ is a -H, a linear, branched cyclic alkyl having 1 to 6
carbon atoms, optionally bearing a secondary amino (e.g., -NHRY) or tertiary amino (-
NR!%1R192) group or a 5- or 6-membered nitrogen containing heterocycle, wherein R'% and
R192 are each independently a linear, branched, or cyclic alkyl, alkenyl or alkynyl having 1 to
10 carbon atoms;

R, for each occurrence, is independently selected from the group consisting of -H, an
optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10
carbon atoms, a polyethylene glycol unit -(CH2CH20)n-R¢, an optionally substituted aryl
having 6 to 18 carbon atoms, an optionally substituted 5- to 18-membered heteroaryl ring
containing one or more heteroatoms independently selected from nitrogen, oxygen, and
sulfur, or an optionally substituted 3- to 18-membered heterocyclic ring containing 1 to 6
heteroatoms independently selected from O, S, N and P;

R’ and R’ are each independently selected from -H, -OH, -OR, -NHR, -NR;, -COR,
an optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to
10 carbon atoms, a polyethylene glycol unit -(CH2CH20)n-R€, and an optionally substituted
3- to 18-membered heterocyclic ring having 1 to 6 heteroatoms independently selected from
O, S,NandP;

R®is -H or an optionally substituted linear or branched alkyl having 1 to 4 carbon
atoms;

n is an integer from 1 to 24;

X1’ is selected from -H, an amine-protecting group, an optionally substituted linear,

branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms, a polyethylene
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glycol unit -(CH2CH20)n-R¢, an optionally substituted aryl having 6 to 18 carbon atoms, an
optionally substituted 5- to 18-membered heteroaryl ring containing one or more heteroatoms
independently selected from nitrogen, oxygen, and sulfur, and an optionally substituted 3- to
18-membered heterocyclic ring containing 1 to 6 heteroatoms independently selected from O,
S, N and P;

Y1’ is selected from -H, an oxo group, an optionally substituted linear, branched or
cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms, an optionally substituted
6- to 18-membered aryl, an optionally substituted 5- to 18-membered heteroaryl ring
containing one or more heteroatoms independently selected from nitrogen, oxygen, and
sulfur, an optionally substituted 3- to 18-membered heterocyclic ring having 1 to 6
heteroatoms;

R1, R2, R3, R4, R1’, R2’, R3” and R4’ are each independently selected from the group
consisting of -H, an optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl
having from 1 to 10 carbon atoms, a polyethylene glycol unit -(CH2CH20).-R¢, halogen,
guanidinium [-NH(C=NH)NH], -OR, -NR’R”’, -NO2, -NCO, -NR’COR"’, -SR, -SOR’, -
SO2R’, -SO3'H, -OSO3H, -SO2NR’R”’, cyano, an azido, -COR’, -OCOR’, and -OCONR’R"’;

Rs is -H, -R, -OR, -SR, -NR’R”’, -NO, or halogen;

G is -CH- or —N-;

A and A’ are the same or different, and are independently selected from -O-,
oxo (-C(=0)-), -CRR’0O-, -CRR’-, -S-, -CRR’S-, -NRs and -CRR’N(Rs)-; and

Rs for each occurrence is independently -H or an optionally substituted linear or
branched alkyl having 1 to 10 carbon atoms; or

(2) D is represented by the following formula:

RX
W./ \S_g
= | X'\ JY'
=N A N A N—,
G
N N
\HjijERs R;CLV((@
0] (0] :
RX
Wl/ \S_g
g
=N A N A N=
G
N N
O (0] :
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or a pharmaceutically acceptable salt thereof,

wherein:

X’ is selected from the group consisting of -H, -OH, a substituted or unsubstituted
linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms, phenyl,
and an amine-protecting group;

Y’ is selected from the group consisting of -H, an 0xo group, a substituted or
unsubstituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon
atoms;

A and A’ are selected from -O- and -S-;

W’ is absent, or selected from -O-, -N(R°)-, -N(R®)-C(=0)-, -N(C(=0)R®)-, -S- or -
CH32-S-, -CH2NRE®-;

R*is absent or selected from a linear, branched or cyclic alkyl having 1 to 10 carbon
atoms;

R®is -H, a linear, branched or cyclic alkyl, alkenyl or alkynyl having 1 to 10 carbon
atoms or -(CH2-CH2-0O)n-R¥, wherein R¥ is a -H, a linear, branched cyclic alkyl having 1 to 6
carbon atoms, optionally bearing a secondary amino (e.g., -NHR?) or tertiary amino (-
NR!1R192) group or a 5- or 6-membered nitrogen containing heterocycle, wherein R'° and
R92 are each independently a linear, branched, or cyclic alkyl, alkenyl or alkynyl having 1 to
10 carbon atoms;

n is an integer from 1 to 24;

G is selected from -CH- or -N-;

Rs is -H, -R, -OR, -SR, -NR’R”’, -NO, or halogen; and

R is -H, an optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl
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having from 1 to 10 carbon atoms or a PEG group -(CH2CH20),-R°®, wherein n is an integer
from 1 to 24, and R®is a linear or branched alkyl having 1 to 4 carbon atoms;

R’ and R” are each independently selected from -H, -OH, -OR, -NRR?’, -COR, an
optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10
carbon atoms, an optionally substituted aryl having from 6 to 18 carbon atoms, an optionally
substituted 3- to 18-membered heterocyclic ring having 1 to 6 heteroatoms selected from O,
S, N and P, a PEG group -(CH.CH20)x-R®, and R is -H, an optionally substituted linear,
branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms or a PEG
group -(CH2CH20)»-R¢; or

(3) D is represented by the following formula:

Yoo ni Ii D

@ (PBDY);
— A—Dy-L—Dy'-
L0 0L 0%
— A—Dy-L—Dy'-
/Q(jg[ I:( O\Q (PBD3); or

Vet e iy s @ivW

or a pharmaceutically acceptable salt thereof,

(PBD4),

wherein:

W is selected from C=0, C=S, CHa, BH, SO and SO;

X1’ is selected from -H, an amine-protecting group, an optionally substituted linear,
branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms, a polyethylene
glycol unit -(CH2CH20)n-R®, an optionally substituted aryl having 6 to 18 carbon atoms, an
optionally substituted 5- to 18-membered heteroaryl ring containing one or more heteroatoms
independently selected from nitrogen, oxygen, and sulfur, and an optionally substituted 3- to
18-membered heterocyclic ring containing 1 to 6 heteroatoms independently selected from O,
S,NandP;

Y1’ is selected from -H, an oxo group, an optionally substituted linear, branched or

cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms, an optionally substituted
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6- to 18-membered aryl, an optionally substituted 5- to 18-membered heteroaryl ring
containing one or more heteroatoms independently selected from nitrogen, oxygen, and
sulfur, an optionally substituted 3- to 18-membered heterocyclic ring having 1 to 6
heteroatoms;

Re is -H, -R, -OR, -SR, -NR’R”’, -NO, or halogen;

A and A’ are the same or different, and are independently selected from -O-,
oxo (-C(=0)-), -CRR’O-, -CRR’-, -S-, -CRR’S-, -NRs and -CRR’N(Rs)-,

R, for each occurrence, is independently selected from the group consisting of -H, an
optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10
carbon atoms, a polyethylene glycol unit -(CH2CH20)n-R®, an optionally substituted aryl
having 6 to 18 carbon atoms, an optionally substituted 5- to 18-membered heteroaryl ring
containing one or more heteroatoms independently selected from nitrogen, oxygen, and
sulfur, or an optionally substituted 3- to 18-membered heterocyclic ring containing 1 to 6
heteroatoms independently selected from O, S, N and P;

R’ and R’ are each independently selected from -H, -OH, -OR, -NHR, -NRz, -
COR, an optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having
from 1 to 10 carbon atoms, a polyethylene glycol unit -(CH.CH.0)x-R¢, and an optionally
substituted 3- to 18-membered heterocyclic ring having 1 to 6 heteroatoms independently
selected from O, S, N and P;

R®is -H or a substituted or unsubstituted linear or branched alkyl having 1 to 4 carbon
atoms, or the linking group with the reactive group bonded thereto;

n is an integer from 1 to 24;

Rs for each occurrence is independently -H or an optionally substituted linear or
branched alkyl having 1 to 10 carbon atoms;

Do and Do’ are the same or different, and are independently absent or selected from
the group consisting of an optionally substituted linear, branched or cyclic alkyl, alkenyl or
alkynyl having 1 to 10 carbon atoms, an amino acid, a peptide bearing 2 to 6 amino acids,
and a polyethylene glycol unit ((OCH:CH)r;

L is absent, a linker, a polyethylene glycol unit (-OCH2CH2)n-, an optionally
substituted linear, branched or cyclic alkyl or alkenyl having 1 to 10 carbon atoms, an
optionally substituted phenyl group, an optionally substituted 3 to 18-membered heterocyclic
ring or a 5- to 18-membered heteroaryl ring having 1 to 6 heteroatoms independently selected
from O, S, N and P;
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Ra, Ra’, Ro and Ry are the same or different, and are independently selected from the
group consisting of -H, halide, or an optionally substituted branched, linear or cyclic alkyl
having 1 to 10 carbon atoms; or Ra and R, and/or Ry and Ry, together form a double bond
containing group =B and =B’ respectively;

=B and =B’ are the same or different and independently selected from an optionally
substituted branched or linear alkenyl or a carbonyl group;

Q is Q1-Ar-Qz;

Q’ is Q’-Ar’-Q2’;

Q1 and Q1’ are each independently absent, a linear, branched or cyclic alkyl from 1 to
6 carbon atoms or a -CH=CH unit;

Ar and Ar’ are each independently absent, or represent an aryl group;

Q2 and Q2’ are each independently selected from -H, a linker, a substituted or
unsubstituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon
atoms, a polyethylene glycol unit -R®-(OCH2CH2)-R¢, or a substituent selected from a
halogen, guanidinium [-NH(C=NH)NH:], -R, -OR, -NR’R”’, -NO, -NCO, -
NR’COR”’, NR’(C=0)OR"’ -SR, a sulfoxide represented by -SOR’, a sulfone represented by
-SO2R’, a sulfonate -SO3M, a sulfate -OSOzM, a sulfonamide represented by SO2NR’R”’,
cyano, an azido, -COR’, -OCOR’ or -OCONR’R’’; and

R is absent or selected from linear or branched alkyl, alkenyl or alkynyl having 1 to
5 carbon atoms; or

(4) the imine-containing cytotoxic agent is represented by the following formula:

R® RS

x\Rs‘,x

R8 R8
R® R?
R® R®

X'\R3,, X N— H

R8 R8 N

2

R® R o R

or a pharmaceutically acceptable salt thereof,
wherein:

the dotted lines indicate the optional presence of a double bond;
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R3" is a Ca.12 alkylene group,

each X’, for each occurrence, is independently -O-, -S- or -N(H)-;

each R? is independently selected from -H, -OH, -CN, -R", -OR!’, -O-SO,-R",
-CO2R", -CORY, or halo, or both R? taken together, are =0, =CHz, =CH-R?, or =C(R?);

each R? is independently selected from -H, -OH, -CN, -R", -OR", -O-SO,-R",
-CO2R", -COR! or halo;

R* is a leaving group selected from -OR®’, -OCOR*, -OCOOR*, -OCONR*R?,
-NR*R*, -NR*COR?®’, -NR*NR*R?¥’, an optionally substituted 5- or 6-membered nitrogen-
containing heterocycle (e.g., piperidine, tetrahydropyrrole, pyrazole, morpholine), a
guanidinum represented by -NR*(C=NH)NR*R>’, an amino acid, or a peptide represented by
-NR®COP’, wherein P’ is an amino acid or a polypeptide containing between 2 to 20 amino
acid units, -SR®, -SOR*, -SO,M, -SO3M, -OSO3M, halogen, cyano and an azido;

Rt is linker bearing a maleimide moiety that can form a covalent bond with a cell
binding agent (CBA);

R® and R® are independently selected from -H, -R"’, -OH, -OR"’, -SH, -SR",

-NHz, -NHR'!, -NR''R*, -NO2, Me3Sn and halo; and,

R! and R* are each independently selected from optionally substituted Ci.12 alkyl,
Caz-20 heterocyclyl or Cs-20 aryl groups, and optionally in relation to the group -
NR''R*, R and R* together with the nitrogen atom to which they are attached form an
optionally substituted 4-, 5-, 6- or 7-membered heterocyclic ring; or any pair of adjacent
groups from R®to R® together form a group -O-(CH2)p-O-, where p is 1 or 2;

R* and R*" are each independently selected from -H, -OH, -OR®, -NHR®', -NR®’,,
-COR®, an optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having
from 1 to 10 carbon atoms, a polyethylene glycol unit -(CH2CH20)n-R®, or an optionally
substituted 3-18-membered heterocyclic ring having 1 to 6 heteroatoms independently
selected from O, S, N or P;

R, for each occurrence, is independently selected from the group consisting of -H, an
optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10
carbon atoms, a polyethylene glycol unit -(CH2CH,0).-R®, an optionally substituted aryl
having 6 to 18 carbon atoms, an optionally substituted 5- to 18-membered heteroaryl ring
containing one or more heteroatoms independently selected from nitrogen, oxygen, or sulfur,
and an optionally substituted 3- to 18-membered heterocyclic ring containing 1 to 6
heteroatoms independently selected from O, S, N or P;

R?is independently selected from -R', -CO;R"’, -COR"’, -CHO, -CO2H, or halo;
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R® is -H or a substituted or unsubstituted linear or branched alkyl having 1 to 4 carbon
atoms;

M is H or a pharmaceutically acceptable cation; and

n is an integer from 1 to 24.

5. The method of any one of claims 1-4, wherein

0.5 to 5 equivalents of the bisulfite salt or 0.25 to 2.5 equivalents of the metabisulfite
salt is reacted with 1 equivalent of the imine-containing cytotoxic agent;

0.8 to 2.0 equivalents of the bisulfite salt or 0.4 to 1.0 equivalents of the metabisulfite
salt is reacted with 1 equivalent of the imine-containing cytotoxic agent;

1.1 to 1.6 equivalents of the bisulfite salt or 0.55 to 0.8 equivalents of the
metabisulfite salt is reacted with 1 equivalent of the imine-containing cytotoxic agent; or

1.4 equivalents of the bisulfite salt or 0.7 equivalent of the metabisulfite salt is reacted

with 1 equivalent of the imine-containing cytotoxic agent.

6. The method of claim 1, wherein the reaction of step (a) is carried out at

(i) apH of 2.9 to 3.7 and 1.0 to 1.8 equivalents of the bisulfite salt or 0.5 to 0.9
equivalent of the metabisulfite salt is reacted with 1 equivalent of the imine-containing
cytotoxic agent;

(if) apH of 3.1 to 3.5 and 1.1 to 1.6 equivalents of the bisulfite salt or 0.55 to 0.8
equivalent of the metabisulfite salt is reacted with 1 equivalent of the imine-containing
cytotoxic agent; or

(iii) a pH of 3.3 and 1.4 equivalents of the bisulfite salt or 0.7 equivalent of the
metabisulfite salt is reacted with 1 equivalent of the imine-containing cytotoxic agent.

7. The method of any one of claims 1-6, wherein the reaction of step (a) is carried out in

a mixture of an organic solvent and water.

8. The method of claim 7, wherein the reaction of step (a) is carried out in a mixture of

dimethylacetamide (DMA) and water.

9. The method of any one of claims 1-8, wherein in step (a), the imine-containing

cytotoxic agent is reacted with sodium bisulfite or sodium metabisulfite.
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10.  The method of any one of claims 1-9, wherein the modified cytotoxic agent is not

purified before reacting with the cell-binding agent in step (b).

11.  The method of any one of claims 1-10, wherein the reaction of step (b) is carried out
atapHof4t09,apHof5to 8.5, orapHof5.51t06.5.

12. The method of any one of claims 1-11, wherein D is represented by the following

formula:

Lm L"
g
—N A “~ A N=. R,
G
N
Re Re Ry
o) o}
R4 R3

Rg' R4l

L'
Y1 Ry 2

RA RS 0 AN A W
—N : N—,
N N
R4I RG RB R4
o 0 ; or
R2

L.
RA R/ L A Ry
Ry’ N\nj@[Re RBI:LH/N R
O

or a pharmaceutically acceptable salt thereof,

wherein:
one of L’, L”’, and L’ is represented by the following formula:
-Z1-P1-Z>-Rx1-C(=0)- (A”), or
-N(R®)-Rx1-C(=0)- (D),
and the other two are each independently selected from -H, an optionally substituted linear,
branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms, a polyethylene
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glycol unit -(CH2CH20)n-R¢, halogen, guanidinium [-NH(C=NH)NH:], -OR, -NR’R”’, -NO,
-NR’COR”’, -SR, -SOR’, -SO2R’, -SO3H, -OSO3H, -SO>NR’R”’, cyano, an azido, -COR’,
-OCOR’, and -OCONR’R”’;

one of the Z; and Z; is -C(=0)-, and the other is -NRs-;

P1 is an amino acid residue or a peptide containing between 2 to 20 amino acid
residues;

Rx1 is an optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl
having from 1 to 10 carbon atoms;

R®is -H, a linear, branched or cyclic alkyl, alkenyl or alkynyl having 1 to 10 carbon
atoms or -(CH2-CH>-0),-R¥, wherein R¥ is a -H, a linear, branched cyclic alkyl having 1 to 6
carbon atoms, optionally bearing a secondary amino (e.g., -NHR?) or tertiary amino
(-NR¥1R1%2) group or a 5- or 6-membered nitrogen containing heterocycle, wherein R'%* and
R92 are each independently a linear, branched, or cyclic alkyl, alkenyl or alkynyl having 1 to
10 carbon atoms;

R, for each occurrence, is independently selected from the group consisting of -H, an
optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10
carbon atoms, a polyethylene glycol unit -(CH2CH20)n-R®, an optionally substituted aryl
having 6 to 18 carbon atoms, an optionally substituted 5- to 18-membered heteroaryl ring
containing one or more heteroatoms independently selected from nitrogen, oxygen, and
sulfur, or an optionally substituted 3- to 18-membered heterocyclic ring containing 1 to 6
heteroatoms independently selected from O, S, N and P;

R’ and R’ are each independently selected from -H, -OH, -OR, -NHR, -NR;, -COR,
an optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to
10 carbon atoms, a polyethylene glycol unit -(CH2CH20)n-R¢, and an optionally substituted
3- to 18-membered heterocyclic ring having 1 to 6 heteroatoms independently selected from
O, S,NandP;

R®is -H or an optionally substituted linear or branched alkyl having 1 to 4 carbon
atoms;

n is an integer from 1 to 24;

X1’ is selected from -H, an amine-protecting group, an optionally substituted linear,
branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms, a polyethylene
glycol unit -(CH2CH20)n-R¢, an optionally substituted aryl having 6 to 18 carbon atoms, an
optionally substituted 5- to 18-membered heteroaryl ring containing one or more heteroatoms

independently selected from nitrogen, oxygen, and sulfur, and an optionally substituted 3- to
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18-membered heterocyclic ring containing 1 to 6 heteroatoms independently selected from O,
S, N and P;

Y1’ is selected from -H, an oxo group, an optionally substituted linear, branched or
cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms, an optionally substituted
6- to 18-membered aryl, an optionally substituted 5- to 18-membered heteroaryl ring
containing one or more heteroatoms independently selected from nitrogen, oxygen, and
sulfur, an optionally substituted 3- to 18-membered heterocyclic ring having 1 to 6
heteroatoms;

R1, Rz, R3, R4, R1’, R2’, R3” and R4’ are each independently selected from the group
consisting of -H, an optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl
having from 1 to 10 carbon atoms, a polyethylene glycol unit -(CH2CH20)-R¢, halogen,
guanidinium [-NH(C=NH)NH>], -OR, -NR’R”’, -NO>, -NCO, -NR’COR”’, -SR, -SOR”’,
-SO2R’, -SO3'H, -OSO3H, -SO,NR’R’’, cyano, an azido, -COR’, -OCOR’, and -OCONR’R”’;

Rs is -H, -R, -OR, -SR, -NR’R”’, -NO, or halogen;

G is -CH- or —N-;

A and A’ are the same or different, and are independently selected from -O-,
oxo (-C(=0)-), -CRR’O-, -CRR’-, -S-, -CRR’S-, -NRs and -CRR’N(Rs)-; and

Rs for each occurrence is independently -H or an optionally substituted linear or

branched alkyl having 1 to 10 carbon atoms.

13.  The method of claim 12, wherein L” and L’” are both —H; and L’ is represented by the
following formula:
-NRs-P1-C(=0)-(CRaRp)s-C(=0)-  (B1’);

-NRs5-P1-C(=0)-Cy-(CRaRp)s1>-C(=0)- (B2%);
_C(=0)-P1-NRs-(CRaR5)s-C(=0)-  (C1°), or
-C(=0)-P1-NRs5-Cy-(CRaRp)s1-C(=0)- (C2%)

wherein:

Ra and Ry, for each occurrence, are each independently -H, (C:-Cs)alkyl or a charged
substituent or an ionizable group Q;

s is an integer from 1 to 6;

s1’ is 0 or an integer from 1 to 6; and

Cy is a cyclic alkyl having 5 or 6 ring carbon atoms optionally substituted with
halogen, -OH, (C1-Cs)alkyl, (C1-Cs)alkoxy, or halo(C1-Cs)alkyl.
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14.  The method of claim 12 or 13,
wherein:
Ri1, R2, Rs, R4, R1’, R2’, R3” and R4’ are all -H;
Re is -OMe;
X1 and Y1’ are both -H; and
A and A’ are -O-.

15.  The method of any one of claims 1-14, wherein -L- is represented by the following

structural formula:

or a pharmaceutically acceptable salt thereof,
wherein:

sl is the site covalently linked to D;

s2 is the site covalently linked to the maleimide group;

R23 and R4, for each occurrence, are independently H or an optionally substituted
alkyl;

m’ is an integer between 0 and 10; and

R™ is H or an optionally substituted alkyl.

16.  The method of any one of claims 1-11, wherein the imine-containing cytotoxic agent
is represented by the following formula:
0 : 0 H 0

H =
N - N
HN)J\r \[(\H)J\/\/Y \/\Dlﬁ
o] o}
\/@\/ N ’
=N o} o} N—
N\K(\ : :OMe Meojiig’/N
o} o}

or a pharmaceutically acceptable salt thereof, and the modified cytotoxic agent is represented

by the following formula:
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or a pharmaceutically acceptable salt thereof.

17.  The method of any one of claims 1-11, wherein D is represented by the following

formula:
RX
w” \s—§
= X'\ JY'
=N A x A N—
G
N N
o) 0 ;
RX
w \S—g
=
—N A “~ A N=.
G
N N
ey Rm%
o) o) :
RX
/ \S_g
Xt
= Y
N | \N—
A ~ A
: 8%
N
Re R N
0 0 - or
RX
~
w” S-3
a
—N 7
QoA =0
G
N
Rﬁ RG N
o o}

or a pharmaceutically acceptable salt thereof,

wherein:

-128 -



X’ is selected from the group consisting of -H, -OH, a substituted or unsubstituted
linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms, phenyl,
and an amine-protecting group;

Y’ is selected from the group consisting of -H, an 0xo group, a substituted or
unsubstituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon
atoms;

A and A’ are selected from -O- and -S-;

W’ is absent, or selected from -O-, -N(R®)-, -N(R®)-C(=0)-, -N(C(=0)R®)-, -S- or -
CH>-S-, -CH2NR®-;

R*is absent or selected from a linear, branched or cyclic alkyl having 1 to 10 carbon
atoms;

R®is -H, a linear, branched or cyclic alkyl, alkenyl or alkynyl having 1 to 10 carbon
atoms or -(CH2-CH>-0),-R¥, wherein R¥ is a -H, a linear, branched cyclic alkyl having 1 to 6
carbon atoms, optionally bearing a secondary amino (e.g., -NHRY) or tertiary amino (-
NR!%1R192) group or a 5- or 6-membered nitrogen containing heterocycle, wherein R'% and
R192 are each independently a linear, branched, or cyclic alkyl, alkenyl or alkynyl having 1 to
10 carbon atoms;

n is an integer from 1 to 24;

G is selected from -CH- or -N-;

Re is -H, -R, -OR, -SR, -NR’R”’, -NO», or halogen; and

R is -H, an optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl
having from 1 to 10 carbon atoms or a PEG group -(CH2CH20)s-R¢, wherein n is an integer
from 1 to 24, and RCis a linear or branched alkyl having 1 to 4 carbon atoms;

R’ and R” are each independently selected from -H, -OH, -OR, -NRR?, -COR, an
optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10
carbon atoms, an optionally substituted aryl having from 6 to 18 carbon atoms, an optionally
substituted 3- to 18-membered heterocyclic ring having 1 to 6 heteroatoms selected from O,
S, N and P, a PEG group -(CH2CH20)n-R®, and R¢ is -H, an optionally substituted linear,
branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms or a PEG
group -(CH2CH20)n-R°.

18.  The method of any one of claims 1-11, wherein D is represented by the following

formula:
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Ra' (PBDL);
A—Dgy-L—Dg'-
00 0L 0%
— A—Dg-L—Dg'-
/Qf\(j@[ I:( O\Q (PBD3); or

/CﬁNi i :A—DO-L-—DO'—A': : iN:’c,
' N Q\
Q N~ Re Rg wN Q

or a pharmaceutically acceptable salt thereof,

(PBD4),

wherein:

W is selected from C=0, C=S, CHz, BH, SO and SO;

X1’ is selected from -H, an amine-protecting group, an optionally substituted linear,
branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms, a polyethylene
glycol unit -(CH2CH20)n-R¢, an optionally substituted aryl having 6 to 18 carbon atoms, an
optionally substituted 5- to 18-membered heteroaryl ring containing one or more heteroatoms
independently selected from nitrogen, oxygen, and sulfur, and an optionally substituted 3- to
18-membered heterocyclic ring containing 1 to 6 heteroatoms independently selected from O,
S, N and P;

Y1’ is selected from -H, an oxo group, an optionally substituted linear, branched or
cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon atoms, an optionally substituted
6- to 18-membered aryl, an optionally substituted 5- to 18-membered heteroaryl ring
containing one or more heteroatoms independently selected from nitrogen, oxygen, and
sulfur, an optionally substituted 3- to 18-membered heterocyclic ring having 1 to 6
heteroatoms;

Rs is -H, -R, -OR, -SR, -NR’R”’, -NO, or halogen;

A and A’ are the same or different, and are independently selected from -O-,
ox0 (-C(=0)-), -CRR’O-, -CRR’-, -S-, -CRR’S-, -NRs and -CRR’N(Rs)-,

R, for each occurrence, is independently selected from the group consisting of -H, an
optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10

carbon atoms, a polyethylene glycol unit -(CH.CH20)n-R¢, an optionally substituted aryl
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having 6 to 18 carbon atoms, an optionally substituted 5- to 18-membered heteroaryl ring
containing one or more heteroatoms independently selected from nitrogen, oxygen, and
sulfur, or an optionally substituted 3- to 18-membered heterocyclic ring containing 1 to 6
heteroatoms independently selected from O, S, N and P;

R’ and R’ are each independently selected from -H, -OH, -OR, -NHR, -NR2, -COR,
an optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to
10 carbon atoms, a polyethylene glycol unit -(CH2CH20)s-R¢, and an optionally substituted
3- to 18-membered heterocyclic ring having 1 to 6 heteroatoms independently selected from
O, S,Nand P;

R®is -H or a substituted or unsubstituted linear or branched alkyl having 1 to 4 carbon
atoms, or the linking group with the reactive group bonded thereto;

n is an integer from 1 to 24;

Rs for each occurrence is independently -H or an optionally substituted linear or
branched alkyl having 1 to 10 carbon atoms;

Do and Do’ are the same or different, and are independently absent or selected from
the group consisting of an optionally substituted linear, branched or cyclic alkyl, alkenyl or
alkynyl having 1 to 10 carbon atoms, an amino acid, a peptide bearing 2 to 6 amino acids,
and a polyethylene glycol unit ((FOCHCH);

L is absent, a linker, a polyethylene glycol unit (-OCH2CH3)n-, an optionally
substituted linear, branched or cyclic alkyl or alkenyl having 1 to 10 carbon atoms, an
optionally substituted phenyl group, an optionally substituted 3 to 18-membered heterocyclic
ring or a 5- to 18-membered heteroaryl ring having 1 to 6 heteroatoms independently selected
from O, S, N and P;

Ra, Ra, Rp and Ry are the same or different, and are independently selected from the
group consisting of -H, halide, or an optionally substituted branched, linear or cyclic alkyl
having 1 to 10 carbon atoms; or Ra and R,> and/or Ry and Ry together form a double bond
containing group =B and =B’ respectively;

=B and =B’ are the same or different and independently selected from an optionally
substituted branched or linear alkenyl or a carbonyl group;

Q is Q1-Ar-Qz;

Q’is Q1’-Ar’-Q2’;

Q1 and Q1 are each independently absent, a linear, branched or cyclic alkyl from 1 to
6 carbon atoms or a -CH=CH unit;

Ar and Ar’ are each independently absent, or represent an aryl group;
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Q2 and Q2’ are each independently selected from -H, a linker, a substituted or
unsubstituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10 carbon
atoms, a polyethylene glycol unit -R®-(OCH2CH2)n-R®, or a substituent selected from a
halogen, guanidinium [-NH(C=NH)NH2], -R, -OR, -NR’R”’, -NO2, -NCO, -NR’COR”’,
NR’(C=0)OR”’ -SR, a sulfoxide represented by -SOR’, a sulfone represented by -SO2R’, a
sulfonate -SOzM, a sulfate -OSO3M, a sulfonamide represented by SO,NR’R”’, cyano, an
azido, -COR’, -OCOR’ or -OCONR’R’’; and

R¢ is absent or selected from linear or branched alkyl, alkenyl or alkynyl having 1 to

5 carbon atoms.

19.  The method of any one of claims 1-11, wherein the imine-containing cytotoxic agent
is represented by the following formula:

}QL RS R6
N X'\Rs" X
R RS
o R° R®
RS RS
X‘\R3,, X N— H
R8 RS N
R® R o R?

or a pharmaceutically acceptable salt thereof,
wherein:

the dotted lines indicate the optional presence of a double bond;

R is a Ca.12 alkylene group,

each X’, for each occurrence, is independently -O-, -S- or -N(H)-;

each R? is independently selected from -H, -OH, -CN, -R", -OR"", -O-SO,-R",
-CO2R", -CORY", or halo, or both R? taken together, are =0, =CHz, =CH-R?, or =C(R?);

each R? is independently selected from -H, -OH, -CN, -R", -OR", -O-SO,-R",
-CO2R", -COR! or halo;

R* is a leaving group selected from -OR®’, -OCOR*, -OCOOR*, -OCONR*R?,
-NR*R¥, -NR*COR?’, -NR*NR*R>’, an optionally substituted 5- or 6-membered nitrogen-

containing heterocycle (e.g., piperidine, tetrahydropyrrole, pyrazole, morpholine), a
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guanidinum represented by -NR*(C=NH)NR*R>’, an amino acid, or a peptide represented by
-NR®COP’, wherein P’ is an amino acid or a polypeptide containing between 2 to 20 amino
acid units, -SR®, -SOR*, -SO,M, -SO3M, -OSOsM, halogen, cyano and an azido;

RL is linker bearing a maleimide moiety that can form a covalent bond with a cell
binding agent (CBA);

R® and R® are independently selected from -H, -R"’, -OH, -OR", -SH, -SR"’, -NH,
-NHR", -NR'R¥, -NO,, MesSn and halo; and,

R! and R* are each independently selected from optionally substituted Ci-12 alkyl,
Cs-20 heterocyclyl or Cs.zo aryl groups, and optionally in relation to the group -NR''R*’, R
and R* together with the nitrogen atom to which they are attached form an optionally
substituted 4-, 5-, 6- or 7-membered heterocyclic ring; or any pair of adjacent groups from R®
to RY together form a group -O-(CHz),-O-, where p is 1 or 2;

R* and R*" are each independently selected from -H, -OH, -OR®, -NHR?®", -NR®’,,
-COR?’, an optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having
from 1 to 10 carbon atoms, a polyethylene glycol unit -(CH2CH20)n-RP, or an optionally
substituted 3-18-membered heterocyclic ring having 1 to 6 heteroatoms independently
selected from O, S, N or P;

R, for each occurrence, is independently selected from the group consisting of -H, an
optionally substituted linear, branched or cyclic alkyl, alkenyl or alkynyl having from 1 to 10
carbon atoms, a polyethylene glycol unit -(CH2CH.0)n-R®, an optionally substituted aryl
having 6 to 18 carbon atoms, an optionally substituted 5- to 18-membered heteroaryl ring
containing one or more heteroatoms independently selected from nitrogen, oxygen, or sulfur,
and an optionally substituted 3- to 18-membered heterocyclic ring containing 1 to 6
heteroatoms independently selected from O, S, N or P;

R?is independently selected from -R", -CO;R"’, -COR"’, -CHO, -CO2H, or halo;

R® is -H or a substituted or unsubstituted linear or branched alkyl having 1 to 4 carbon
atoms;

M is H or a pharmaceutically acceptable cation; and

n is an integer from 1 to 24.
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