CU-763-10-01 1
L CU-763-10-01
11 glutamate + malate
22 oxygraph tracings
polarographic oxygen electrode technique
2 oxygraph tracing
(state) atoms
o/ml/min
tracing 22 A control respiratory response ' '
tracing 22A
incubation medium glutamate + malate
33.37
atoms O/ml/min state 4 respiration ADP +Pi
20021 atoms o/ml/min
state 3 respiration ADP
33.37 atoms o/ml/min state 4 respiration
ADP

(respiratory control)
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respiratory control index (RCI)
tightly couple

mitochondria RCI state 3/
state 4 RCI 200.21/33.37 = 6.00
DNP uncoupler
DNP state 3 respiration ADP
( ATP) state 3u respiration

29475  atoms o/ml/min

reaction chamber (02= 0) ADP/0 = 256.32/83.42 =
3.07 ATP 3 ( )
tracing 22 B, 22 C, 22 D CU-763-10-01
state 3 state 3u respiration 500 (8.24 juMm), 25 gg
(41.22 gM) 50 gg (82.45 gM) 2 ADP +Pi CU-763-10-01
state 3 83.42, 44.49 33.37 atoms o/rnl/min
DNP state 3u 127.91, 50.05

33.37 atoms o/ml/min

23 dose-response curve CU-763-10-01 500
(8.24 JUM), 10 gg (16.49 gM), 25 gg (41.22 gM), 35 gg (57.72 gM), 50 gg (82.45 gM),
65 g9 (107.18 gM), 75 gg (123.68 gM), 85 gg (140.16 gM) 100 gg (165.00 gM)
state 3 state 3u (P<0.05)
(dose-dependent)

1 ' 6599 (A (% Respiration)

CU-763-10-01 50

(ICX) 499 (6.60 gM) (B)
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12 succinate
24 oxygragh tracings CU-763-10-01
tracing 24 A control respiratory response
state 4 respiratron 77.86  atoms
(] Ymin rotenone 0pg (
complex 1) ADP +Pr ( state 3 respiratron)
31143 atoms o/mi/min ADP
88.98 atoms o/ml/min state 4 respiration
DNP state 3u respiration
32255  atoms o/ml/min
reaction chamber (02= 0) ADP/0 = 256.32/133.47 = 1.92
ATP 2
tracing 24 B, 24 C, 24 D CU-763-10-01 state 3
State 3u respiration 5pg (8.24 pM), 25 pg (41.22
pM) 50 pg (8245 pM) ADP +Pi CU-763-10-01
state 3 294.75, 266.94 25582 atoms o/ml/min
DNP state 3 G pg)

32255, 305.87 294.75  atoms o/ml/min

25 dose-response curve CU-763-10-01 5pg (8.24 pM),
10 pg (1649 pM), 25 pg (41.22 pM), 35 pg (57.72 pM), 50 pg (82.45 pM), 65 pg
(107.18 pM), 75 pg (123.68 pM), 85 pg (140.16 pM) 100 pg (165.00 pM)

5 10, 25, 35 50 pg state 3
(P>0.05) 65, 75, 85 100 pg
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State 3 (P<0.05) state
respiration 5, 10, 25, 35, 50 65 pg
(P>0.05) 75, 85 100 pg
(P<0 05) (A)
(% Respiration) (B)

1.3 a-ketoglutarate
26 oxygragh tracings CU-763-10-01
tracing 26 A control respiratory response
state 4 respiration 3337 atoms
o/ml/min ADP +Pi state 3 respiration
100.10  atoms o/ml/min ADP 33.37
atoms O/ml/min state 4 respiration DNP state 3
respiration 83.42 atoms o/ml/min ' '
reaction chamber  (02= 0)
ADP/0 = 256.32/83.42 = 3.07 ATP 3
tracing 26 B, 26 C, 26 D CU-763-10-01
state 3 state 3u respiration 5pg (824 pM), 25 PO
(41.22 pM) 50 pg (82.45 pM) ADP +Pi CU-763-10-01
state 3 66.74, 38.93 3337 atoms o/ml/min
DNP state 3 72.30, 44.49 33.37

atoms O/ml/min
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27 GU-763-10-01 5pg (824 pM), 25 pg

(41.22 pM) 50 jig (82.45 pM) state 3 state 3
(P<0.05)
14 (3-hydroxybutyrate
28 oxygragh tracings CU-763-10-01
tracing 28 A control respiratory response
state 4 respiration ! 2101 ) atoms
o/ml/min ADP +Pi state 3 respiration
9454  atoms o/ml/min ADP 21.81
atoms O/ml/min state 4 respiration DNP state 3
respiration 77.86  atoms o/ml/min

reaction chamber (02= 0)

ADP/0 = 256.32/83.42 = 3.07 ATP 3
tracing 28 B, 28 C, 28 D CU-763-10-01
state 3 state 3u respiration 5pg (8.24 pM), 25 pgj
(4122 pM) 50 pg (8245 pM) ADP +Pi  CU-763-10-01
state 3 44.49, 3337 2181 atoms o/ml/min
DNP state 3 61.17, 33.37 21.81

atoms O/ml/min

29 CU-763-10-01 5 pg (824 pM), 25 pg
(41.22 pim) 50 pg (82.45 pM) state 3 state 3
' (P<0.05)



2 CU-763-10-01 osmotic-shocked mitochondria
30 oxygragh tracings CU-763-10-01
tracing 30 A osmctic-shocked mitochondria prcincubate
27.81 atoms (/ /! NAUI1
state 3u respiration 111.23 atoms
o/ml/min chamber
tracing 30 B osmotic-shocked mitochondria preincubate CU-763-10-01
50 pg (82.45 pM) NADH CU-763-10-01
state 3u 38.93 atoms o/ml/min
3 CU-763-10-01 5 pig (8.24 piM), 25 pig (41.22 piM)
50 pg (82.45 pM) state 3u osmotic-shocked
mitochondria (P<0.05)
3 incubation medium
CU-763-10-01

glutamate + malate

31 rotenone
4 state 3
state 3 121.30 + 4.27 atoms o/min/mg
protein rotenone 2.5 ng CU-763-10-01 5 pg (8.24 pM), 25 pg

(41.22 ptMm) 50 pg (82.45 pM) 50.07 + 4 83



52.77 £ 3.02, 29.63 =+ 2.54 21.04 + 351 atoms o/min/mg protein

(p<0.05) preincubate rotenone 25
ng CU-763-10-01
3196 =+ 4.47, 21.96 + 1.09 17.38 + 1.23 atoms o/min/mg protein
(p<0.05)
state 3u state 3u 127.45 +
2.56 atoms o/min/mg protein rotenone 2.5 ng CU-763-10-01
5 pig (8.24 piM), 25 pig (41.22 piM) 50 pig (82.45 piM)
62.93 + 6.94 67.23 + 2.22, 32.88 + 3.02 19.66 + 3.67
atoms O/min/mg protein (P<0.05) proincubale
rotenone 2.5 ng CU-763-10-01

33.99 + 7.21, 20.03 + 0.87

14.62 + 139 atoms o/min/mg protein (P<0.05)
3.2 pH incubation medium pH 6.8, 7.2 7.6
5 state 3
state 3 113.00 £ 4.13 atoms o/min/mg
protein incubation medium pH 7.2 (control), 6.8
7.6 5 pig (8.24 piM)
48.11 + 1.08, 37.00 + 1.76 4141 + 2.63 atoms o/min/mg protoin
25 pig (41.22 piM) 30.22 £+ 155, 25.10 + 2.33
26.35 =+ 1.76 atoms o/min/mg protein 50 pig
(82.45 piM) 2220 £ 194, 1881 = 1.29 19.63 = 1.20
atoms O/min/mg protein (pH 6.8)

CU-763-10-01 5 pig (8.24 piM) 25 pig (41.22 piM)
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state 3 pH 7.2 (p<0.05)
50 Pij (82.45 (UM) (p>0.05)
(pH 7.6) CU-763-10-01 5 JUg (8.24 pM)
pH 7.2 (p<0.05) 25 pig (41.22 f-tM)
50 g (82.45 piM) (p>0.05)
state 3 state 3

124.10 + 5.05 atoms o/min/mg protein incubation medium

pH 7.2 (control), 6.8 7.6 5 pig
(8.24 (IM) 68.13 + 4.79, 38.49 + 2.89 61.31 + 4.99
atoms O/min/mg protein 25 pig (41.22 piM)
35.46 + 3.66, 23.22 + 2.99 2991 + 1.24 atoms o/min/mg
protein 50 pig (82.45 M)
2220 £+ 1.94, 16.95 + 1.19 1881 + 1.29 atoms o/min/mg protein
(pH 6.8) CU-763-10-01 3
state pH 72 (p<0.05)
(pH 7.6) CU-763-10-01 3
pH 7.2 (p>0.05)
33 bovine serum albumin (BSA)
BSA 5 10 20 mg
CU-763-10-01 31
state 3 11059 + 4.73 atoms o/min/mg protein BSA
20 mg state 3 11483 i 4.91 atoms o/min/mg protoin
BSA ADP BSA
ADP + Pi glutamate + rnalate
CU-763-10-01 5 gg (8.24 piM) state 3
BSA 5, 10 20 mg

5350 i 2.77 atoms o/min/mg protein



CU-763-10-01 5 fig (8.24 jLiM) BSA
CU-763-10-01 state 3 respiration 64.34 + 3.10, 73.16 + 3.35
82.02 + 4.67 atoms o/min/mg protein (P<0.05)
3.4 dithiothreitol (DTT)
32 oxygragh tracings DTT
CU-763-10-01
tracing 32 A control respiratory response state 4 respiration
33.37 atoms (/ !Ymin ADP + Pi
state 3 200.21 atoms o/ml/min ADP
33.37 atoms o/ml/min state 4
DNP state 3 29475 atoms o/ml/min
tracing 32 B 1.04 mM DTT state 4 33.37
atoms O/ml/min ADP + Pi state 3 200.21
atoms O/ml/min ADP 33.37n atoms
O/ml/min state 4 DNP state 3
289.19 atoms o/ml/min DTT ADP DNP
tracing 32 C CU-763-10-01 50 fig (82.45 juM)
state 3 state 3 33.37 33.37 atoms o/ml/min
tracing 32 D 1.04 mM DTT CU-763-10-01 50 fig
(82.45 fiM) state 3 state 3 33.37 33.37 atoms
O/ml/min 1.04 mM DTT CU-763-10-01



33 1.04 mM DTT CU-763-10-01
1.04 iriM DTT CU-763 1001
5 pg (8.24 pM), 25 pg (41.22 (iM) 50 pg (82.45 pM) state 3
state 3 1.04 mM DTT
(p>0.05) DTT CU-763-10-01
(calcium-stimulated respiration) glutamate + malate
CU-763-10-01 5 pg (8.24 ILM), 25 pg (41.22 pM) 50 |Lig
(82.45 pM)
incubation medium 0.42 mM
CacCl2
34
105.96 + 5.74 atoms o/min/mcj protein
48,50 + 2.63, 29.16 + 1.09 2276 + 0.88 atoms
o/min/mg protein (P<0.05)
5. CU-763-10-01 ATPase activity
CU-763-10-01 ATPase activity Pi
ATP ( 2) 6 CU-763-10-01
5 pg (8.24 pM), 25 pg (41.22 pM) 50 pg (82.45 pM) ATPase activity
Pi 0.44 + 0.04, 043 £ 0.05

0.43 + 0.04 pmole/10 min/mg protein
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ATPase activity ATP 0.45 + 0.04 p.mole/10 min/mg protein
(P>0.05)
ATPase activity 0.10 mM DNP ATP Pi
2.45 + 0.06 p.mole/10 min/mg protein oligomycin 10 pg
Pi 0.50 + 0.04 p.mole/10 min/mg protein CU-763-10-01
Pi 244 = 0.06, 243 + 0.04 243 = 0.02

p.mole/10 min/mg protein

(P>0.05)
6. CU-763-10-01  monoamine oxidase (MAQ) activity
35 tracing 35 A (
rotenone 10 pg endogenous substrate)
0.10 mM tyramine 44.49
atoms o/ml/min 0.05 mM pargyline
monoamine oxidase incubate tyramine
tyramine 16.68 atoms o/ml/min (tracing 35 B) CU-763-10 01
50 pg (82.45 (IM) incubate tyramine
tyramine 16.68 atoms o/ml/min (tracing 35 C)
7 pargyline CU-763-10-01 5 pg (8.24 p.M),
25 pg (41.22 p.M) 50 pg (82.45 pM) t tyramine pargyline
CU-763-10-01 tyramine

monoamine oxidase (P<0.05)
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22 Tracing CU-763-10-01 5 25 50 pg 3

.slale 3 stale 3 ylulamale imalate

3750 mM HEPES buffer, .88 mM MgClIl2, 86.25
mM KC1, 521 mM potassium glutamate + 521 mM potassium malate, 13.02 mM

sucrose, 0.31 mM ADP + 0.62 mM Pi, 0.05 mM DNP CU-763-10-01 5 25

50 pg 1.95 mg protein/ml 1.92 ml 37 °c

atoms o/ml/min



atoms o/m

100

(33.37)

(33.37) (33.37)

Sy —>

CU-763-10-01

(33.37) 25 pg —>
50 ug —>

0.31 mM ADP

CU'763'10-01 (2781) (2781)
+ 0.62 mM Pi CU-763-10-01
(33.37)
(38.93) +0.62 mM Pi

(33.37) + 0.62 mM Pi

=5

0.05 mM DNP (33.37)

—>

0.05 mM DNP

__%

0.05 mM DNP

—

(127.91)

0.05 mM DNP
=
(294.79)
0 1 2
minutes

[o2]
S%]
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23 Dose-response curve CU-763-10-01
state 3 state 3u glutamate + malatc
(A) (% Respiration) (B)

37.50 mM HEPES buffer, .88 mM MdCZ2, 86.25
mM KC1, 521 mM potassium glutamate + 521 mM potassium malate, 13.02 mM
sucrose, 0.31 mM ADP + 0.62 mM Pi, 0.05 mM DNP CU-763-10-01

2.30 mg protein/ml 1.92 ml

37°C

I+

=4 * p< 0.05 control



Rate of oxygen consumption ( atoms o/min/mg -protein)
(Meani SE)

% Respiration
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24 Tracing CU-763-10-01 5, 25 50 (ig

siale 3 siale 3 succinalc

3750 mM HEPES buffer, 1.88 mM MgCIl2 86.25
mM KC1, 521 mM succinate, 13.02 mM sucrose, 0.31 mM ADP + 0.62 mM Pi, 0.05

mM DNP, rotenone 10 |ig CU-763-10-01 5, 25 50 (.ig

2.10 mg protein/ml 1.92 ml 37 C

atoms o/ml/min



10
0(g_\  (7786) 0pg —> V (7746) W
10 ng -\ (77 86) rotenone
rotenone rotenone
rotenone Sip . B 50 g
031 mM ADP -—— A QTR0 (77.86) CU-763-10-01§ (77.86) CU-763-10-01
+ 062 MM Pi A s 031 MM ADP—7
031 mM ADP— 0.3L mM ADP e b
oZm |
+0.62 mM Pi +0.62 mM Pi .
(L4 (294.75) (266.94) 58
(68.98)
=
£ ; (8899
e [e—— (94.54) (116.79)
E 0.05 mM DNP
S8 (322.55) - ) ->
0.05 mM DNP " 0,05 mM DNP 0.05 mM DNP
55
0 1 2 (322.59) (305.87) (294.75)

minutes



25 Dose-response curve CU-763-10-01
state 3 state 3u succinate (A)

(% Respiration) (B)

37.50 mM HEPES buffer, 1.88 mM MgCI2, 86.25

mM KC1, 5.21 mM succinate, 13.02 mM sucrose, 0.31 mM ADP + 0.62 mM Pi, 0.05

mM DNP, rotenone 10 Pg CU-763-10-01 1.96
mg protein/ml 1.92 mi 37 °C
+ , mi
4

=4 * p< 0.05 control
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26 Tracing CU-763-10-01 525 50
state 3 state 3 oc-ketoglutarate

3750 mM HEPES buffer, 1.88 mM MgCl2 86.25

mM KC]., 521 mM oc-ketoglutarate, 1302 mM sucrose, 031 mM ADP + 062 mM Pi,

005 mm bnp CU-763-10-01 5, 25 50 fig 1.95 mg
protein/ml 192 mi 37°C

atoms o/ml/min



100 atoms o/ml

—>

0.31 mM ADP
+ 0.62 mM Pi

minutes

(33.37)

(38.93)

Spug —>» 25 g —»
CU-763-10-01 (33.37) CU-763-10-01
(100.10)
0.31 mM ADP
(33.37) (66.74)
+ 0.62 mM Pi

__9

0.05 mM DNP

(83.42)

—>

0.05 mM DNP
(72.30)

(33.37)

(27.81)

s0ijig —7

CU-763-10-01

(27.81) (27.81)

—>

0.31 mM ADP (38.93) 0.31 mM ADP
+ 0.62 mM Pi + 0.62 mM Pi
—’%_ (33.37)
0.05 mM DNP
0.05 mM DNP (44.99)
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21 CU-763-10-01 5 25 50 pg

state 3 state 3 oc-ketoglutarate

. 3750 mM HEPES buffer, .88 mM MgCI2, 86.25
mM KCL, 521 mM oc-ketoglutarate, 13.02 mM sucrose, 0.3 mM ADP + 0.62 mM P,
0.05 mM DNP CU-763-10-01

2.03 mg protein/ml 1.92 ml 37°¢

1+

=4 * p<0.05 control



Rate of oxygen consumption ( atoms o/min/mg protein)

(Mean + SE)

60

50

40

30

20

10

53.51 + 2.08 H State 3

State Su

4117 + 145

85.13 + 120+ 3481 132+

2498 216 * 2632 +1.67 *

19.06 * 2.91 * 19.06 £ 2.91 *

0 (Control) 5 25 50

CU-763-10-01 (pg)
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28 Tracing CU-763-10-01 5, 25 50 j-ig

state 3 state 3 P-hydroxybutyrate

;3750 mM HEPES buffer, 1.88 mM MgCI2, 86.25
mM KCL, 521 mM P'hydroxybutyrate, 13.02 mM sucrose, 0.31 mM ADP + 0.62 mM Pi,
0.05 mM DNP CU-763-10-01 5 25 50 (ig 195 mg

protein/ml 1.92 ml 37°c

atoms o/ml/min



100 atoms o/ml

(27.81)

_9

0.31 mM ADP
+ 0.62 mM Pi

minutes

B C
(27.81) 3
(27.81) (27.81)
25 ug )
(27.81)
5 ug — CU-763-10-01 50 pg —» -
CU-763-10-01 (27.81) CU-763-10-01 '
(94.54)
— 0.31 mM ADP (33.37) O (27.81)
0.31 mM ADP 44.49 ;
( )+ 0.62 mM Pi + 0,62 5M Pi
(27.81) + 0.62 mM Pi
(33.37) (27.81)
0.05 mM DNP 0.05 mM DNP
0.05 mM DNP —
0.05 mM DNP
(61.17)

(77.86)
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29 CU-763-10-01 5, 25 50 pyg

state 3 state 3 (3-hydroxybutyrate

: 3750 mM HEPES buffer, 1.88 inM My(JI2, 8G.25
mM KCL, 521 mM (3-hydroxybutyrate, 13.02 mM sucrose, 0.3 mM ADP + 0.62 mM P,
0.05 mM DNP CU-763-10-01

2.03 mg protein/ml 1.92 ml 37°¢

=4 * p<0.05 control



Rate of oxygen consumption (- atoms o/min/mg protein)

(Mean + SE)

70

60

50

40

30

20

10

T

57.52 + 3.79

0 (Control)

47.71 + 3.08 E State 3u

3

. State 3

30.70 +2.69 * 37.36 + 2.19 *

21.46 i 2.49 * 22.70 i 2.44 *

16.23 + 2.04 * 1568 + 1.56 »

5 25 50

CU-763-10-01 (ug)
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30 Tracing CU-763-10-01 50 gg state  respiration
osmotic-shockod mitochondria NADII

;3750 mM HEPES buffer, 1.88 mM MgCI?, 27.66
mM KCl, 1.04 mM NADH, 052 M sucrose CU-763-10-01 50 gn

2.70 mg protein/ml 1.92 ml 37°C

atoms o/ml/min



100 atoms (/! !

=Tmmutes

(111.23)

(278)

X _
CUTB3-1001

4 mM
NADH
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3 CU-763-10-01 5, 25 50 pg State 3u respiration
osmotic-shocked mitochondria NADII

Rate of oxygen consumption
Experiments ( atoms o/min/mg protein)

Control 3807+ 177

5 pg CU-763-10-01 (8.24 pM)

2640 £ 256 *
25 pg CU-763-10-01 (41.22 pM
" HL2Z M) 2313 + 2.16 *
50 pg CU-763-10-01 (82.45 pM)
1892 + 171 *

3750 mM HEPES buffer, 1.88 mM MqCI.,
27.66 mM KCL, 1.04 mM NADH, 052 mM sucrose CU-763-10-01 V

2.96 mg protein/ml 1.92 ml 37°¢

=4 * p<0.05 control
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4 rotenone CU-763-10-01 5, 25
50 pyg slale 3 siale 3

glutamate + malate

Rate of oxygen consumption ( atoms o/min/mg protein)

Experiments Slate 3 Slate 3u
Control 121.30 + 4.27 12745 + 2.56
2.5 ng rotenone 50.07 + 483 * 6293 + 6.94 *
5 pg CU-763-10-01 5277 + 3.02 * 67.23 + 2.22 *
(8.24 pM)

5 pg CU-763-10-01 +

2.5 g rotenone 3L96 + 447 * 33.99 ¢ 720 *
25 pg CU-763-10-01 2963 + 254 * 32.88 + 3.02 *
(41.22 pM)

25 pg CU-763-10-01 +

2.5 ng rotenone 21.96 + 1.09 * 2003 + 087 *
50 pg CU-763-10-01 2104 + 351 * 19.66 + 367 *
(8245 pM)

50 pg CU-763-10-01 +
2.5 ng rotenone 1738 4 1.23 * 1462+ 139 *
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3750 mM HEPES buffer, 1.88 mM MgCl,
86.25 mM KCl, 521 mM potassium glutamate | 521 mM potassium rnalaLe, 13.02 mM
sucrose, 0.31 mM ADP + 0.62 mM Pi, 0.05 mM DNP, rotenone 2.5 ng
CU-763-10-01 318 mg
protein/ml 1.92 ml 31 C

1+

=4 * p< 0.05 control
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5 pH incubation medium '
CU-763-10-01 525 50 pg

state 3 state 3 glutamate + mainte

Rale of oxygen consumption ( atoms (/' /  protein)

Experiments State 3 State 3
Control (pH 7.2) 113.00 + 413 124,10 + 5.05
5 pg CU-763-10-01
(8.24 pM)
pH 7.2 (control) 48.11 + 1.08 68.13 £ 4.79
pH 6.8 37.00 £ 1.76* 38.49 + 2.89*
pH 7.6 4141 + 2.63* 6131 + 499
25 pg CU-763-10-01
(41.22 pM)
pH 7.2 (control) 30.22 +1.55 35.46 + 3.66
pH 6.8 2510 + 2.33* 23.22 + 2.99*
pH 7.6 2635+ 176 2991 + 124
50 pg CU-763-10-01
(82.45 pM)
pH 7.2 (contral) 2020 + 1.94 2020 + 194
pH 6.8 1881 + 1.29 16.95 + 1.19*
pH 7.6 19.63 + 1.20 1881 + 1.29
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3750 mM HEPES buffer, 1.88 mM MgCI2,
86.25 mM KCL (pH 6.8, 7.2, 7.6) 521 mM potassium glutamate 4 521 mM potassium
malate, 13.02 mM sucrose, 0.31 mM ADP + 0.62 mM Pi, 0.05 mM DNP
CU-763-10-01 305 mg
protein/ml 1.92 ml 37°c

1+

=4 * p< 0.05 control
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31 Bovine serum albumin (BSA)
CU-763-10-01 5pg state 3 respiration

glutamate + malate

. 37.50 mM HEPES buffer, 1.88 mM MgCl2, 86.25
mM KCL, 521 mM potassium glutamate + 521 mM potassium malate, 13.02 mM
sucrose, 0.31 mM ADP + 0.62 mM Pi, 0.05 mM DNP, BSA 5, 10 20 my

CU-763-10-01 5 pg 231 mg protein/ml
1.92 ml 37°C
1
4

=4 * p< 0.05 control



VS dw o1 + 10-01-892-ND 3n g [[

VSy 3w 07 + 10-01-892-ND 3N G 77

10-01-892-ND 4n g []

VSy dw g+ [0-01-89L-ND B ¢ B

Q
3
2
2

VsS4 sw 02 {j

Rate of state 3 respiration(n atoms o/min/mg protein)

(Mean T SE)

0r7

tbio s

« OT'8 X ve'vy

=

7

88 F 0I'8L

(5}

» L9V 2028

-

(=]

o
1
1

-+ 072I

18°% F 89°VIT




86

32 Tracing dithiothreitol (DTT) CU-763-10 01
50 pg state 3

state 3 glutamate + malate

37.50 itiM Hepes huffer, .88 mm wmgclj, 8625
mM KC1, 521 mM potassium glutamate + 521 mM potassium malate, 13.02 mM

sucrose, 0.31 mM ADP + 0.62 mM Pi, 0.05 mM DNP, 1.05 mM DTT -763-10-01

50 pg 1.95 mg protein/ml 1.92 ml 37 (

atoms o/ml/min



100 I atoms o/m |

0.31 mM ADP

+ 0.62 mM Pi

minutes

1.04 mM

DTT :

(200.21)

(33.37)

—>

0.05 mM DNP

(33.37)

(33.37)

0.31 mM ADP

+0.62 mM Pi

(294.75)

(33.37)

50 pg —>

CU-763-10-01

(200.21)

-

0.05 mM DNP

(289.19)

CU-763-10-01

(33.37)

(27.81)

0.31 mM ADP
+ 0.62 mM Pi

(33.37)

(o]
~
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33 dithiothreitol (DTT) CU-763-10-01
5, 25 50 fig state 3
state 3 glutamate + malate

3750 mM HEPES buffer, 1.88 mM MgCI?, 86.25
mM KC1, 521 mM potassium glutamate + 521 mM potassium malate, 13.02 mM
sucrose, 0.31 mM ADP + 0.62 mM Pi, 0.05 mM DNP, 1.05 mM DTT CU-763 10 01

! 1.73 my pioteiu/ml

1.92 ml 37 °c

I+

=4 * p<0.05 control



Rate of oxygen consumption ( atoms o/min/mg protein)

Rate of oxygen consumption ( atoms o/min/mg protein)

(Mean * SE)

(Meani )

120

100

80

60

40

20

0 (Control)

105.15 + 2.04
103.09 + 0.22 STATE 8
—— :
Horr
[E NO DTT
44.790 £ 3.08 44.48 + 1.79
i § 28.98 + 4.17 28.88 + 4.50
18.290 + 220 18.49 + 1.00
2 | | 1 |
T | I 1
o o 5 £0 T}
CU-763-10-01 (ng)
142.63 + 6.31
136.97 1+ 3.90 ._.
§ - STATE 3u
Horr
NO DTT
] B 67.82 + 7.9 7247 1 4.92 -
.dl.
30.81 + 11.17 385.88 + 6.80
18.29 + 1.00 18.49 + 2.20
| | 1
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34 CU-763-10-01 5, 25 50 (.ig
(calcium-stimulated rn.spirnt.ion) 1

glutamate + malate

3750 mM HEPES buffer, 1.88 mM MgClI2, 86.25
mM KC1, 0.94 mM potassium phosphate, 521 mM potassium glutamate + 521 mM
potassium malate, 13.02 mM sucrose, 0.42 mM CacCl2 CU-763-10-01

3.11 mg protein/ml

1.92 ml 37°c

I+

=4 * p<0.05 control



Rate of oxygen consumption ( atoms o/min/mg protein)

120

100 -

(Mean + SE)

80 -

60

40 -

20

105.96 + 5.74

4850 + 2.63 *

29.16 + 1.00 *

22.76 + 0.88 *

0 (control) 5 25 50
CU-763-10-01 AIE




b CU-763-10-01

Experiments
Without DNP
Control
5 pg CU-763-10-01 (8.24 pM)
25 pg CU-763-10-01 (41.22 pM)
50 pg CU-763-10-01 (82.45 pM)
With 0.10 mM DNP
Control
10 pg oligomycin
5 pg CU-763-10-01 (8.24 pM)
25 pg CU-763-10-01 (41.22 pM)

50 pg CU-763-10-01 (82.45 pM)

86.25 mM KC1, 16.78 mM sucrose,
10 pg CU-763-10-01
protem/mli 2.98 ml

5.03 mM ATP,

I+

5 25

0.45

0.44

0.43

0.43

2.45

0.50

2.44

2.43

2.43

37.50 mM HEPES buffer,

I+

I+

I+

I+

I+

I+

I+

I+

I+

0.10 mM DNP,

92

ATPase activity

ATPase activity

0.04

0.04

005

0.04

0.06

0.04

0.06

0.04

0.02

(pmole Pi/20mm/mg protein)

1.88 mM MgCLj,

oligomycin

5.60 mg
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35  Tracing CU-763-10-01 50 Jig monoamine oxidase

activity
0.023 M KII2P04 pil 7.2, 3.02 mM sucrose,

rotenone 10 fig , 0.10 mM tyramine, 0.05 mM pargyline CU-763-10-01

50 |ig 3.30 mg protein/ml 1.09 ml 37°c

atoms o/ml/min



10 ng----"
rotenone

100 atoms o/ml

0.10 mM ;

tyramine

minutes

0y —>

rotenone

(16.68)

0.05 mM __)

pargyline

(16.68)

0.10 mM ;

tyramine

10 ug_>

rotenone
50 pg -3 (16.68)
CU-763-10-01
0.10 mM :
(16.68) tyramine {1659

cp
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7 CU-763-10-01 5, 25 50 jag monoamine oxidase

activity

Rate of oxygen consumption
Experiments after 0.10 mM tyramine

( atoms o/min/mq protein)

Control 1475 + 1.44
0.05 mM pargyline 7.07 £ 1.13 *
5 pg CU-763-10-01 (8.24 |_IM) 1071 + 1.29 *
25 pg CU-763-10-01 (41.22 (iM) 9.05 + 1.19 *
50 pg CU-763-10-01 (82.45 |PM) 7.07 + 113 *

0.023 M KH2PO" pH 7.2, 13.02 mM sucrose,

rotenone 10 pg 1 0.10 M tyramine, 0.05 mM pargyline (18.78 pg)

CU-763-10-01 3.45 mg protein/ml

1.92 ml 37°c

I+

4 * p< 0.05 control
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