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A B S T R A C T

Intracellular enzymes can be organized into a variety of assemblies, shuttling intermediates from one active site
to the next. Eukaryotic compartmentalization within mitochondria and peroxisomes and substrate tunneling
within multi-enzyme complexes have been well recognized. Intriguingly, the central pathways in prokaryotes
may also form extensive channels, including the heavily branched glycolysis pathway. In vivo channeling
through cascade enzymes is difficult to directly measure, but can be inferred from in vitro tests, reaction ther-
modynamics, transport/reaction modeling, analysis of molecular diffusion and protein interactions, or steady
state/dynamic isotopic labeling. Channeling presents challenges but also opportunities for metabolic en-
gineering applications. It rigidifies fluxes in native pathways by trapping or excluding metabolites for bio-
conversions, causing substrate catabolite repressions or inferior efficiencies in engineered pathways. Channeling
is an overlooked regulatory mechanism used to control flux responses under environmental/genetic perturba-
tions. The heterogeneous distribution of intracellular enzymes also confounds kinetic modeling and multiple-
omics analyses. Understanding the scope and mechanisms of channeling in central pathways may improve our
interpretation of robust fluxomic topology throughout metabolic networks and lead to better design and en-
gineering of heterologous pathways.

1. Introduction

Metabolic flux is controlled by both enzyme kinetics and substrate
diffusions. Under in vitro enzyme biochemistry, purified enzymes are
often dissociated and metabolites are well-mixed; so enzymatic reac-
tions have no spatial effect, and the homogenous system can be de-
scribed by Michaelis–Menten models. However, macromolecular
crowding in cells has been shown to promote enzyme associations and
structural organizations within the cytoplasm (Mourão et al., 2014;
Spitzer, 2011). Meanwhile, fluidity in the cytoplasm has been found to
be closely related to metabolic activity (Parry et al., 2014). Since in vivo
environments may significantly impede enzyme kinetics (Minton,
2001), enzymes may organize to pass the product of one reaction site to
an adjacent site without releasing into the bulk phase. Such a me-
chanism not only improves substrate diffusion and reaction-equili-
brium, but also benefits other cellular functions, including protection of
unstable intermediates, forestallment of substrate competition or in-
hibition among different pathways, and maintenance of a stable enzy-
matic microenvironment (Zhang, 2011).

Several mechanisms of enzyme complex channeling for cascade
reactions have been recognized (Wheeldon et al., 2016). Intramolecular

tunnels, as evidenced in tryptophan synthase, connect two active sites
(Miles, 2001). Activated chemical swing arms can pass intermediates
between active sites as seen in fatty acid synthase (type I) and pyruvate
dehydrogenase complex. Moreover, electrostatic guidance uses com-
plementary charges between protein residues spanning two active sites
to direct intermediates as confirmed in malate dehydrogenase and ci-
trate synthase (Wu and Minteer, 2015). Additionally, eukaryotes can
compartmentalize enzymes in cellular organelles—e.g., the TCA cycle is
carried out in the mitochondrion. On the other hand, evidences have
shown that cascade enzymes in central and secondary pathways in
prokaryotes, as well as eukaryotes, are also organized extensively
(Table 1). For example, glycolytic enzymes may form glycolysisosomes,
which suggests intracellular enzymes are not randomly distributed in
the cytosol. This hypothesis is not yet generally accepted because
central metabolism enzymes often have high copy numbers and, me-
tabolite diffusion is believed to be sufficiently fast (Wheeldon et al.,
2016). In this review, we update evidences and scopes of natural
channels in microbial metabolism as well as methods to measure me-
tabolite channeling through cascade enzymes. We further discuss how
channeling influences metabolic fluxes in central pathways. Validation
and understanding of natural metabolite channeling through cascade

http://dx.doi.org/10.1016/j.biotechadv.2017.06.004
Received 4 April 2017; Received in revised form 8 June 2017; Accepted 10 June 2017

⁎ Corresponding author.
E-mail address: yinjie.tang@seas.wustl.edu (Y.J. Tang).

Biotechnology Advances 35 (2017) 805–814

Available online 13 June 2017
0734-9750/ © 2017 Elsevier Inc. All rights reserved.

MARK

http://www.sciencedirect.com/science/journal/07349750
http://www.elsevier.com/locate/biotechadv
http://dx.doi.org/10.1016/j.biotechadv.2017.06.004
http://dx.doi.org/10.1016/j.biotechadv.2017.06.004
mailto:yinjie.tang@seas.wustl.edu
http://dx.doi.org/10.1016/j.biotechadv.2017.06.004
http://crossmark.crossref.org/dialog/?doi=10.1016/j.biotechadv.2017.06.004&domain=pdf


Ta
bl
e
1

Ev
id
en

ce
s
of

en
zy
m
e
tu
nn

el
in
g
or

ch
an

ne
lin

g.

En
zy
m
e
re
ac
ti
on

s
D
et
ec
ti
on

m
et
ho

d
Sy

st
em

em
pl
oy

ed
Sp

ec
ie
s
st
ud

ie
d

C
it
at
io
n

Po
ly
fu
nc

ti
on

al
en

zy
m
es

fo
rm

in
g

m
ol
ec
ul
ar

tu
nn

el
s

K
in
et
ic

st
ud

ie
s,

en
zy
m
e
cr
os
s
lin

ki
ng

,L
C
-M

S/
M
S,

SD
S-
PA

G
E,

an
d
X
-r
ay

st
ru
ct
ur
al

an
al
ys
is

In
vi
tr
o

Pu
ri
fi
ed

en
zy
m
es

(H
ua

ng
et

al
.,
20

01
;
M
ile

s,
20

01
;

D
un

n,
20

12
)

O
xi
da

ti
ve

pe
nt
os
e
ph

os
ph

at
e
pa

th
w
ay

Is
ot
op

ic
di
lu
ti
on

of
1
4
C
-la

be
le
d
O
PP

P
in
te
rm

ed
ia
te
s
by

un
la
be

le
d

in
te
rm

ed
ia
te
s

In
vi
tr
o

Pu
ri
fi
ed

ye
as
t
en

zy
m
es
,y

ea
st

ex
tr
ac
t,
pe

a
an

d
so
yb

ea
n
no

du
le

ex
tr
ac
ts

(D
eb

na
m

et
al
.,
19

97
)

G
ly
co

ly
si
s
to

la
ct
at
e

Is
ot
op

ic
di
lu
ti
on

w
it
h

1
3
C
la
be

le
d
su
bs
tr
at
es

an
d
st
ea
dy

-s
ta
te

M
FA

In
vi
vo

H
um

an
C
el
l
lin

e
A
G
E1

.H
N

(N
ik
la
s
et

al
.,
20

11
)

TC
A

cy
cl
e

Is
ot
op

ic
di
lu
ti
on

us
in
g
[3
-1
3
C
]p
ro
pi
on

at
e
an

d
ob

se
rv
ed

ca
rb
on

or
ie
nt
at
io
n

us
in
g

1
3
C
N
M
R

In
vi
vo

Sa
cc
ha

ro
m
yc
es

ce
re
vi
si
ae

(S
um

eg
i
et

al
.,
19

90
)

C
al
vi
n
cy
cl
e

Is
ot
op

ic
di
lu
ti
on

us
in
g

1
3
C
O
2
an

d
IN

ST
-M

FA
In

vi
vo

Sy
ne
ch
oc
ys
tis

sp
.P

C
C
68

03
(Y

ou
ng

et
al
.,
20

11
)

EM
PP

Is
ot
op

ic
di
lu
ti
on

w
it
h
ch

al
le
ng

in
g
su
bs
tr
at
es

In
vi
vo

Es
ch
er
ic
hi
a
co
li

(S
he

ar
er

et
al
.,
20

05
)

TC
A

cy
cl
e
(f
ro
m

m
al
at
e
to

ci
tr
at
e)

LC
-M

S/
M
S
an

d
SD

S-
PA

G
E;

Si
te
-d
ir
ec
te
d
m
ut
ag

en
es
is
;k

in
et
ic

m
od

el
in
g

In
vi
vo
,i
n
vi
tr
o,

an
d
in

si
lic
o

R
ec
om

bi
na

nt
en

zy
m
es

fr
om

E.
co
li
or

Sa
cc
ha

ro
m
yc
es

ce
re
vi
si
ae

(B
ul
ut
og

lu
et

al
.,
20

16
;V

él
ot

an
d

Sr
er
e,

20
00

)
TC

A
cy
cl
e
(f
um

ar
at
e
to

ci
tr
at
e;

m
al
at
e
to

ci
tr
at
e)

Is
ot
op

ic
di
lu
ti
on

,N
M
R
(1

3
C
an

d
1
H
)
an

d
st
ea
dy

-s
ta
te

M
FA

In
vi
vo

A
ra
bi
do

ps
is
th
al
ia
na

(W
ill
ia
m
s
et

al
.,
20

11
)

TC
A

cy
cl
e
(f
ro
m

ke
to
gl
ut
ar
at
e
to

su
cc
in
at
e/
fu
m
ar
at
e

Is
ot
op

ic
la
be

lin
g
w
it
h

1
3
C
gl
ut
am

at
e
or

1
3
C
ac
et
at
e;

1
3
C
N
M
R
an

al
ys
is

In
vi
vo

Sa
cc
ha

ro
m
yc
es

ce
re
vi
si
ae

(S
um

eg
i
et

al
.,
19

93
)

G
ly
co

ly
si
s
(3
PG

to
PE

P)
Is
ot
op

ic
di
lu
ti
on

us
in
g

1
3
C
O
2
an

d
IN

ST
-M

FA
In

vi
vo

Sy
ne
ch
oc
ys
tis

sp
.P

C
C
68

03
(H

ue
ge

et
al
.,
20

11
)

PE
P
to

PY
R
to

la
ct
at
e

Is
ot
op

ic
di
lu
ti
on

w
it
h
[U

-1
3
C
]g
lu
co

se
an

d
IN

ST
-M

FA
In

vi
vo

C
hi
ne

se
H
am

st
er

O
va

ry
-K
1
ce
ll
lin

e
(N

ic
ol
ae

et
al
.,
20

14
)

G
ly
co

ly
si
s

Pr
ot
eo

m
ic

an
al
ys
is

of
m
it
oc

ho
nd

ri
al

fr
ac
ti
on

s
an

d
1
3
C
-g
lu
co

se
st
ud

ie
s

In
vi
tr
o

A
ra
bi
do

ps
is
th
al
ia
na

(G
ie
gé

et
al
.,
20

03
)

PC
B-
de

gr
ad

at
io
n
pa

th
w
ay

K
in
et
ic

st
ud

ie
s
co

m
pa

re
d
be

tw
ee
n
ch

an
ne

le
d
co

m
pl
ex

an
d
in
di
vi
du

al
co

m
pl
ex
es

In
vi
tr
o

Bu
rk
ho

ld
er
ia

xe
no

vo
ra
ns

(B
ak

er
et

al
.,
20

09
)

C
oA

ch
an

ne
lin

g
th
ro
ug

h
fa
tt
y
ac
id

sy
nt
ha

se
Su

bs
tr
at
e
po

ol
si
ze

qu
an

ti
fi
ca
ti
on

an
d
co

m
pa

ra
ti
ve

en
zy
m
e
ki
ne

ti
cs

In
vi
tr
o

Pu
ri
fi
ed

ch
lo
ro
pl
as
ts

fr
om

sp
in
ac
h
an

d
pe

a
sh
oo

ts
(R

ou
gh

an
,1

99
7)

Fa
tt
y
ac
id

β-
ox

id
at
io
n
cy
cl
e

Pr
ot
ei
n
cr
ys
ta
lli
za
ti
on

,
X
-r
ay

di
ff
ra
ct
io
n,

an
d
ho

m
ol
og

y
m
od

el
in
g

In
vi
tr
o

Es
ch
er
ic
hi
a
co
li

(I
sh
ik
aw

a
et

al
.,
20

04
)

Po
ly
ke

ti
de

pa
th
w
ay

K
in
et
ic

an
al
ys
is

of
m
od

ul
ar

en
zy
m
es

In
vi
tr
o

Sa
cc
ha

ro
po
ly
sp
or
a
er
yt
hr
ae
a

(W
u
et

al
.,
20

01
)

El
ec
tr
on

tr
an

sp
or
t
ch

ai
n
co

m
pl
ex
es

A
na

ly
si
s
of

en
zy
m
e
ac
ti
vi
ti
es

in
th
e
pr
es
en

ce
of

el
ec
tr
on

do
no

rs
an

d
in
hi
bi
to
rs

al
on

g
w
it
h
ge

ne
ti
ca
lly

m
od

ifi
ed

su
pe

rc
om

pl
ex
es

In
vi
vo

M
it
oc

ho
nd

ri
a
fr
om

m
ou

se
fi
br
ob

la
st
s

(L
ap

ue
nt
e-
Br
un

et
al
.,
20

13
)

Ph
ot
os
yn

th
es
is

(l
ig
ht
-h
ar
ve

st
in
g

co
m
pl
ex
es
)

Sp
ec
tr
os
co

pi
c
an

al
ys
es

of
is
ol
at
ed

pr
ot
ei
n
co

m
pl
ex
es

an
d
ge

ne
ti
ca
lly

m
od

ifi
ed

co
m
pl
ex
es

In
vi
tr
o

C
hl
am

yd
om

on
as

re
in
ha

rd
tii

(I
w
ai

et
al
.,
20

10
)

M.H. Abernathy et al. Biotechnology Advances 35 (2017) 805–814

806



Download English Version:

https://daneshyari.com/en/article/6451166

Download Persian Version:

https://daneshyari.com/article/6451166

Daneshyari.com

https://daneshyari.com/en/article/6451166
https://daneshyari.com/article/6451166
https://daneshyari.com

