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| P 7= RE tH-15N BIZLTWT. @h &,

1 13C
H P~D AFIJLE 1H-13C; i25. natural-abundance TH
AERREDE,

13¢_— 15N —'3C, —"3C,—

'H 99.98 % #HRE
’H 0.015 [REFEHISDEIIEFEN
3H 0  ieei5#

13C 1.108 fa&h&w< !

1SN 0.37 ZKIC(E—#H

19F 100 EREICH'H

31p 100 #|RE (%ERICZSE)
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Na,HPO,
KH,PO,
NaCl

thymidine (T)

adenosine (A)
guanosine (G)

cytidine (C)
thiamine
biotin

10 mM FeCl,
1M MgSO,
50 mM MnCl,

15NH,CI
13C-glucose

2H, 13C-glucose

--D,0

(4) 50mM CaCl,
(5) glycerol

(6) ampicillin
(7) ZnCl,

1L M9 medium for °N ('3C) culture

autoclave separately!

709
3.09
059

should adjust moles if you use hydrated ones
pH becomes 7.15 automatically
the total concentration becomes 130 mM

autoclave separately!

20 mg
20 mg
20 mg
20 mg
20 mg
20 mg
1.0 mL
2.0 mL
1.0 mL

filter
1.0-2.0 g
1.0-4.0 g
1.0-4.0 g
50-100%

2.0 mL
1/1000 (=1mL)
50-100 ug/mL
20 uM

nucleosides (need not be nucleotides)

vitamin B,
vitamin H (difficult to be dissolved in water)

not MgCl,!

EHENFR
7—hA1TC

only for 2H-labelling
only for 2H-labelling

only for °N-single-labelling

only for zinc-finger proteins
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When you culture with C/?H (1-2g/L glucose and no glycerol), it would
be recommended to add these vitamins because the amount of carbons in
media is less than with only >N (4g/L glucose and 0.1% glycerol).

(1) folic acid (folate) (vitamin M) 1mg

(2) choline chloride (vitamin B) 1mg
(3) nicotin-amide (vitamin B) 1mg
(4) D-pantothenic acid (vitamin B) 1mg
(5) pyridoxal (vitamin Bg) 1mg
(6) riboflavin (vitamin B,,G) 0.1mg
(7) inositol 2mg

These vitamins should be dissolved in filtered 1mL H,O (D,0O)
, and stored frozen as aliquot (eppendorf) or each usage.
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V00—V AMYOZEXTL—BMCEL,
!l overnight
dO0=—%Z%DOh¥5>7T 3mL (LB) TE TS
! 3 hr.
100mL (M9) [CANTE TS
!l overnight (25°C) i#&ktx adaptation
1L (M9) [CANTETS.
! 4 hr. (37°C)
SR CREBEE TS, o -Laage E;(H;ng
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o FREFKNEANNIK. = LHRELPTV, BECHFRE
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A 2D NMR spectrum correlating the amide resonances
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Title: 1H-15N HSQC wfb and WG -
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H,O:

F= = 18 g/mol

EbE = 1,000 g/L

i=E = 1,000 / 18 = 55.6 mol/L
K 1H DIEE = 110 M

EHEDIEE < 1 mM




Water flip-back & WATERGATE 'H->"N HSQC
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1H-15N #B (HSQC) ANRY MLICH B EBRAEDIRRE
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pH 6.0

pH 4.0
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HN ppm HN ppm

100 uM °N-labeled in 20 mM Na-Pi
(pH 6.0) and 10% D,0

170 uM ">N-labeled in 20 mM Na-
acetate (pH 4.0) and 10% D,O

2D FHSQC-TROSY wfb and WG at 298K on 400MHz (1024* x 128*)
pH 8.0 T, &<E—Ihiabh o,

105

- 106
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110
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113
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- 119
- 120
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L 129
- 130
- 131
L 132
- 133
- 134
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pH 3.2

P - 105
@ L 108

° o ¢ - 107
- 108
- 109
- 110
- 111
F112
- 113
- 114
- 115
- 116
- 117
- 118
- 119
- 120
- 121
- 122
- 123
- 124
- 125
- 126
- 127
- 128
- 129
- 130
- 131
- 132
- 133

134
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" HN ppm
170 uM 15N-labeled in 20 mM Na-
acetate (pH 4.0) and 10% D,O

HN ppm

146 uM °N-labeled in 20 mM Acetate
(pH 3.2) and 10% D,O

2D FHSQC-TROSY wfb and WG at 298K on 400MHz (1024* x 128*)
pH Z 3.2 L FIFBE B &, FEICARDT MNLOBEREBELS RO (BEZEE) o
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pH 6.0

pH 4.0
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11 10 9 8 7 6

~80 uM 15N-labeled in

2D FHSQC-TROSY wfb and WG
at 298K on 600MHz (1024* x 100* LP)

170 uM SN-labeled in 20 mM Na-
acetate (pH 4.0) and 10% D,O

2D FHSQC-TROSY wfb and WG
at 298K on 400MHz (1024* x 128*)
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HN(CA)CO @

(x, y,
(9.0,

z)
120.5, )

HNCO @

(x, y,
(8.0,

z)
122.0, )
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CB 122.0

HNCA O Co

(xl Y/ Z)

= (9.0, 120.5, 55.0)
©
(x, Y, Z)
= (8.0, 122.0, 55.0) ]




