|

) <

The University of Osaka
Institutional Knowledge Archive

Title HRILI LA FA = tRNAS A DAL & 5EM

Author(s) |t #, fi@sh

Citation |KFRKZ, 1984, HIHwX

Version Type|VoR

URL https://hdl. handle.net/11094/1569

rights

Note

The University of Osaka Institutional Knowledge Archive : OUKA

https://ir. library. osaka-u. ac. jp/

The University of Osaka



<& L B AR

X K| X H E F
i 2D B ,
¥+ HXBA
FL DL AFF =2 tRNA T ik o 5K £ 5514
1) Comparison of substrate base sequences for RNA-
ligase reactions in the synthesis of a tetradeca-
nuclﬁggide corresponding to bases 21-34 of E. coli
tRNA

E. Shtsuka, T. Doi, H. Uemura, Y. Tanivama &
M. Ikehara (1980) Nucleic Acids Res. 8, 3909
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2) Modﬁg%cation of the anticodon triplet of E. coli
tRNAf by replacement with trimers complementary
to non-sense codons UAG and UAA.

E. Ohtsuka, T. Doi, R. Fukumoto, J. Matsugi &
M. TIkehara (1983) Nucleic Acids Res. 11, 3863
(E‘ ol tRNA 0 P> Fab> b7 Lo b $r 2P UAG, UAAIE BT ars)
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3) Replacement and insertion of ﬁg%leotides at the
anticodon loop of E. coli tRNA by ligation of
‘chemically synthesized riboolionucleotides.

T. Doi, A. Yamane, J. Matsugi, E. Ohtsuka &

M. TIkehara (1985) Nucleic Acids Res. 13, 3685
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4) ModificatioMe%f the amino acid acceptor stem of
E. coli tRNA by ligation of chemically synthe-
sized ribooliIgonucleotides.

T. Doi, H. Morioka, J. Matsugi, E. Ohtsuka & M.
Ikehara (1985) FEBS Letters 190, 125
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5) The in vivo stability, maturation and amino-
acylation of anticodon-substituted Escherichia colil
initiator methionine tRNAs

H. Grosjean, S. DeHenau, T. Doi, A. Yamane, E.
Ohtsuka, M. Ikehara, N. Beauchemin, K. Nicoghosian
& R. Cedergren (1987) Eur. J. Biochem. 166, 325
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1) A new method for 3'-labelling of polyribonucleo-
tides by phosphorylation with RNA ligase and its
application to the 3'-modification for joining
reactions.
E. Ohtsuka, H. Uemura, T. Doi, T. Miyake, S.

Nishikawa & M. Ikehara (1979) Nucleic Acids Res
6, 443
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2) Total synthesis of a RNA molecule with seguence
identical to that of Escherichia coli formyl-
methionine tRNA. :

E. Ohtsuka, S. Tanaka, T. Tanaka, T. Miyake, A. F.
Markham, E. Nakagawa, T. Wakabayashi, Y. Taniyama
S. Nishikawa, R. Fukumoto, H. Uemura, T. Doi, T.
Tokunaga & M. Ikehara (1981) Proc. Natl. Acad.
Sci. U.S.A. 78, 5493
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3) Chemical sypfhesis of the 5'-half molecule of
E. coli tRNA. Y. :

E. Ohtsuka,“A. Yamane, T. Doi & M. Ikehara (1984)
Tetrahedron 40, 47
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E UAGE Uooucs  pGECUp UAGC  plCGUp oLGGGLUp
o b 3 2 & -7 10
“eogectta e’
UCGUCGGECUp UACCUCEUp
GUCGGTq’c g 8
Cu. Wy | ¥ I
Aa N, WU pUCGUCGGECUp YAGCUCGU
¢ 5 g
T i
A VAGCUCGUCGRECUD UAGCUCGUCGGELUp
& 1 route 1 ' -1 route 2
A @ Synthesis of 26mer (bases 35-60}
¢
A CAURAC pCCGAAG  GUC pGUCGE  UUC pAAAp
¢ 1 2 4 5 7.8
e e I T d | S—
g CAUAACDCCGAAG 39% GUCpGUCGG 40%  UUCPAAAp 56%
£ 3 & 2 '
PUUCDAARD 67%
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- Reaction conditions for joining

acceptor donor ATP -RNA ligase time Peactlon)Yield
nmol {pM]  nnol {uM} BN lunit/ml] hr extent®

% %
UCGUCG (3) pGGCUp (2) 333 250 1 15
12{100} 20[167} .
UAGC (§) PUCGLCGGRCUP(S) 200 180 2 27 11®
1.2{240] 0.4{80} '
UAGC(6) pUCGUD (7} 200 1o0 " 3.5 88" 71
30{150} 201100}
UAGCUCGU(g) pCGGGCUD (10) 200 214 2 52 312
71100} = 8{114})

Incubation mixtures contained 10% DMSO and the temperature was
25°,

a} Estimated by homochromatography.

b) The compound was isclated after kination.
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Pu purine
D 5,6~dihydrouridine
T 5-methyluridine
U pseuduridine
U 4-thiouridine
Cm - 2'-O-methylcytidine
G 7-methylguanosine
ta N-[9- (B-o~ribofuranosyl) purin -6-ylcarbamoyl]-
ia 6- (a* ~isopentenyl) adenosine

P.N.kinase polynucleotide kinase
BAP bacterial alkaline phosphatase
ARSase aminoacyl-tRNA synthetase
Met RSase methionyl-tRNA synthetase
Gly RSase glycyl-tRNA synthetase

EF-Tu elongation factor Tu
BSA bovine serum albunine
Tris tris (hydroxymethyl) aminomethane
HEPES N-2-hydroxymethylpiperazine-N'-2-ethanesulfonic
acid
TEAB triethylammonium bicarbonate
DIT dithiothreitol
g-ME g-mercaptoethanol
EDTA ethylenediaminetetraacetic acid
NTA nitrilotriacetic acid
TCA trichloroacetic acid
DMSO dimethyl sulfoxide
- SDS sodium dodecylsulfate
TEMED N,N,N',N'—tetramethylethylenediamine
X.C. xylene cyanol FF
B;P.B. : bromophenol blue
p
PEP paper electrophoresis . , ,
PAGE polyacrylamide slab gel electrophoresis

PACE(disk) polyacrylamide disk gel electrophoresis



77

{e7% i naacend E.wli tRVAY 75 7
v o BVA Lgoee 1= £ AEARIC

D= 724 7> FaAP 282l 2% (4men
(boces 21 - 3¢) & /8%

T>Favr BamnygTiL-2712%%
24 men (baaeo 35— 60) d)/’”ﬁ\fg

T L-

7?05 3 Fi e B[ Tmen

(baaes 61 - 77) o /7% |
5% /3% (3¢men ; baseo | - 34), AU
3% 45% (43men § baeeo 35— 7T) 0 /5FK

TOL-7%2 R % Ecoli tRUASa B,
Ten- |

2z MWL Aeguence ¥

756 % Ewll tRVAL 2 A

T 7£27°9- 27 0t B | * E ol

tRVAGZ

A /5K,

SRt eI e TR T2 B w thA/A“"

a /2%

BT & TR | 1 tRVA EHRiE 1

EF-Tu -

§TP 0 JAZEM

{0

2

2l

2z



F  TrFobrL-7rERIE RS 4

LRVALS o A ~-

‘% -% Fr52F > m’f%zfﬁblﬂ 5‘]’17?53—% kﬁ\’ 26
T2 Ewli tRVAY o A% "

%= Fo53F crqmBErAar ik 29
tRVA o 4 (/% 49158 '

%z '?f’ T>9o5F>a sBHELEE T 32

$wH T>FoF> 17 Ly b efEe oy 4
= BB 1o B ol QWA 0 /0K

2% o f oy B fewopuo lasrie 5
oo W 1 iy 3 E (e e e Y

F2F VRIS TeER( R ELL AT,
% | o

$-% 455k pol leA/Aﬂ’ o mERHE
BT% E wli tRUALS 2 /i

%::%i? ’D;L7ZZ7A\aK’%;§lT’Ew0 4
’t’RNA_f w/b\ﬁxs() |

55 Y | | 7

W | “
[Ty R

L gog N | » |
%% XHK | m



$h @
- fiZa vNAﬁs‘g&;ﬁm EFTH"3 | <, Ewl tRVAL:
BaIn AR hIKE HY (o B BmIrARI N D, —
K RNA G Aa 2KBEE s 3o T80 DNA = EEN8K 03 [HEE
’L%éﬁﬂ‘ 1) 9* 2 — a K 12 (TR v B ] v G h 2 BG %, Humsity
%I F ’)T4»?§£M%EJ%9}9%ESM?RNAL7M/1 FAET
UFEILTFE AL, SE) BAE L S LKA
8T 28 - W9 RVA 75 774 > & 20 B

i&ﬁ)mz Ty 1% ﬁxjy\lf{ﬁ?/i‘ﬁik"_’f7'l7f%‘9'4’\’l’“fe'

lﬁéw RVA a/ﬁﬁ\v]ﬁgt 73,
tRVA ﬂéﬁ%wwmmﬁgg}m B oWAL | TIFfRdia b o
TATAX A9 (zz}}d?rfﬁbﬁ%&h%%z Br, BIEET

B AR A FO)HB IR 3K E e
ERNA o — RBEH 5 20 ie T H o i | |
¥ tRNA YB3 e Ko e ] gl
Je-sS-q-gRxBEre o, BRI
PeZibhten, (BL) X, wman ST

X ERE Sarh o bl 1= J? ') Yeadk 2~ éé\A/ o < A
@ VAR paaa® Do T N it
E ol 7 tRAIA"‘“’m 3RBLHN -

Boo=3, 3ubguihd WL;‘;T?“"E’ )

) | \./
177 %ibor LI HBELRTS 2 e ‘
t'ﬂ\ n{"dﬂ) T’.'., B [@1] _th,, 2w =i~ 7@ .
EiF i v T tRNAIT mRNALE ../z;ﬁge_ . »

o RERE P~ T B B 7

_ 1 —



SIR) G e FT b B, $5% a0 tRVA Wik B 2 T 1 1 B
RRZB mRNA o BB Y 5 ) 9 > 0 7 Gox /3% 7 dn 3 TRTE17 81
VEB v, tRNA KL T/ PR e BB 3BT ) 75 €RVAA
IG5 % (ABSae) 17 20 GR497 8B 1T )ik, 73 /B
PREE FY) ARTORY S BEN G T, BT T :a,@;
S bRWA o8B ERE 7w 2 0 TR SR T v B oY

AErREp L d Al LA E N Y v, tRVAS Bt E

B =A% e o\, ARSase v o JA2 18 A 1P|~ MWTLRNAE B
% 20 dpibo i3S S BHFBETE L K25 M2, |

%’%lﬂcl’?ﬁ‘ﬁzq: 2- LR LRNA 77 "4 L} ﬁvﬂ .
IHhT RMA Dy TER TR 2 7 Eowbi tRVAL R BRTEE AR
[Tz 2 {2 ML /2F L Et | 2L El X 7T =1WWERNA
BB % (Mt Rsase) LafB2 IEA T I~ T o

W& 212 Schudwman iz F Y ‘L’RNA AT e 15@1"?&;( H()(:K.Sa;"?
Lo FBLIE AT~ G Kz v B, 20 FIATE B890 L
TR TSR R L FAB (AT AR (B,

BB U 12 RUALGrae L ILFARTN 2 - 8 Bv, 15
A%tk o 292 | = E u&‘ERMA,L o BART77 X v | o ORRER
e 203832 12 R T RNA Ligase R 051217 9VEY) o 1aTEBLY
TEREN DA 2 e ovdiey, 1=,

RG] "R — & RS a ol tRNAT £ 9 %%r‘vﬂ
hW1274>F2RAv TYw-79 7>73F>n-7, D
W=7, PTe7°Y - 270y e Bk T tRVA 2L,
Met RSase £ FAZ(EME ¥ I JcRNA FIRIF 01 ¢ 30T,
Za¥eR Mk Rbase 17 E. w&‘(’RA/A_I, 2T 72 F>Ap Lol

—y —



\, Bz 2o 7;51' F>a CAU L) @it gB e 5
By, 2 FrFaF>Apar®bd tRVALGe 3RFEL
WA LR T I/;i; 2N e, Tz,

361 F>F2F > ERIEtRVA E20\TIF, 77
NDSAL NI YGFEBIRE R § 7o {22 ) a3 > %fT’i “
2ok To tRNA 0 158 7 TR TE], Rllw $F = R
(Th tRNA 0« L2155 20 T 3T T w22, I
HIvEERIRs > tov I =,



*

F-F  AOLAH st Eowli tRVA 73775 5 F o
RNA Lipase 1= F 5§/ % 7

g Het . ' g
TRVAST (B2) 17854 73 / B4 c 4
EFM T3 4tRVA o W2 g 7277 £ S
‘ G C
Glowxo s 115 7 3 558172 /0 % €& . Laa
<U CGGCC

“ 2D ) G .
Uids o 32,00, 34382 % 1y € Acoac® E”CGGT‘pCé

Be 10 tRVAE AL891EAMRTS opeers ) ang®
YL@ 9> 2] By 0fBBIE ¢
ALsRds L oBhwa), 22 & 4

B REE VA m/\ﬁWﬁ&z #% e : et
L0328 L 772, [@2] Eooti tRMAS

A RVABEBE TS A, |

BB o 10282 3 /ooty ) BEEL L, tENA oG B
BARNA o %o VR BT A (R o T 5 S KL T R
» 2y % RNA Ligace z-z:a/a\qm—’/zm‘ﬁéz-m F AL
A,

%7‘9:7@ 3a 5% % e fRiET S kNAW 4 ﬁlv‘rt:?iﬁ?ffz
o\ BRRIT T v T
L ERBR il o e
%\ T, B BERNA /33 % —->;——_—=i;1;-—;-+'1o;‘1>-f—--‘1>-—

| b=y .

_MT% N7 %’;ZXJ’)"_T/.,. Y

[83] RNA' Y #—¥0RE . .




F-F DiL-70, T>FIE > BILEB S [dmen
(braeo 21— 34) & oix ™

A
g synthesis of l4dmer (bases 21-34)
¢ 6 . UAGC  UCGUCG pGGCUp ~ UAGC pUCGUp  pCGGGCUp
¢ c 6 3 2 6 7 10
G C
~5 Ccoeectta UCGUCGGGCUp UAGCUCGUp
§€"cors® gucoe; o€ 3 » 3
- Gg Cu_. W\ pUCGUCGGGCUp UAGCUCGY
. AAGO, UU 5 ‘9
Y G G T T ) j - I
s UAGCUCGUCGGGCUp " - UAGCUCGUCGGGCUp
C CA . ]_ . .]_
) ,
.Cad Routel . - Route2

(4] mena bRy [@5) 14men 0 7K 255

M4 FFTDL- 725 7> :r/imj,rfaccrmfe@
CaFdrn 278880 1—F % A1 9K 1=

Ui b- bl F3EAZAMLIorkoy 2t 3 o858

”“‘ﬂ#’ir‘ﬁ% AL emRLEN, 2o Z2TCIL-F 2 afkic
\*fz/%%?m K21 RAeeiT, = 8], AEE o Lgalion
(AL k5B 8RR K) A BFTRIC L
1)) L-F11= ,o/%\

217 ereycu,, v kindbeon ( PV kinase 1= F2 § Im')/aﬁi{u

Ric: HeidE | 7 wiR) [e7P)-ATP 2 Av ) >Bhec | 12,)
NBINEGTT, Ra Lylion 1= P 3B R0t hC T T
e > E’Q%'z{ £l 1 w5, \mZ%Bz,&JMITfﬂy
Riro BTN B (RE m’mf T4 IS %FE7% | 05847 | 7 0
20 20% pebyacrglamide dick M%WWMEM))

—_—5



T34\ , 3 5 o 45(’}‘—(-"7\*4% THo Teo & IF kinaliom 14
Sephadex G50 THH N\ %L o RE 5 2=k bt Liyation
[ 1=0 2o Luigalion RFGIRT 20 F F R o kinaliom (= [RA L,
20% PAGE (disk) T pUAGCUCGUCEGGCUp = FPRE | T2, Y2B 17
Myalion, demalion TR T LT Hr To 15T Hmer 2
Lalioon ddap 1= RIS ELEENE 02, peanned
neghlon amalipaio (143E) 2 1777 v HlSE | 1=,
2) -t 2EF2TA
T,1013 2% UGUp, C4664CUp & fomalionl, LTI 47 >
RN 67277574 ~, OIFFLPRBTESI =75
TAYFT, —FLothRviFB7%s 8% tRAT2 59
HE | 1=, ; —
?T’_é_ e 1% W l, | o L
VEAE allidowe 47 > 2787 e
FayeRE777¢ -7§ | L
B (86), 8 virEH .
= 815 mwwafnu‘%«bﬂ 0 56 T

Fraction No.

wnalrppda ( QAW product B4 UAGCUCEUp (8)a 5
% RNase T2 CHEMHE | 14
pH3.G 0 14T PEP & 1777 v P ax donon HUCGUp 905 aceoplon
VAGL o C T2 Cp b L TIREIN BB ENE] w2t
WHERTL %7 8) 2 ) e o, (1)

BITBAP B F 3o > FR e, s hE
NAh adiFT e el T, 4710t Ligation | 20 % PAGE (Usk)
1= FY) Bmen (L) % 9 06 31 L ads e B8 | 1=, (148)

cpm X 'IO-
TEAB(M)

4
s
-
-
-
-
=

_6__



UAG[CHUCGUp

Neantdk wighbon smalipi e oo

T2 Y, MM 1w00f OO OO |

(PAGE) TAHE € 2T 5001

AR =, -

MeEan fk )i 127 a - 0 10 20 cm
k2 len % A% | 0N, [BAT) UAGCUCUp @ meansat neighio.
* ] A
haaﬁw\ 22w %4 _ 3
riRFeRIEZLY gl wscogssony

Bl [4men & 5T f
b mFuwzi 773 . |

pe }" 4] ;éﬂ)f hh e ’ * fraction numbe:'w

THEB YK 3< B3, [E8] 4wmeno F5% PACE (Lick)
2 A ﬁﬂ!’i RNA Ligack

- Reaction conditions for joining

acceptor donor . - ATP RNA ligase time Reactlon)Yleld
nmol [pM] nnol [pM] pM funit/ml}) hr extent®
) . - % $

UCGUCG (2) pGGCUp (2) ' 333 250 1 15

12{100] ~  20{167] T

UAGC(S) pUCGUCGGGCUP(5) 200 180 2 27 110
11.21240)} - 0.4(80] - . .
“luace(s)  puccup(2) 200 100 3.5 88 71

30[150! 20{100} )

UAGCDCGU(9) pPCGGGCUP (10) 200 214 ‘2 52 31?)

7(100} - 8f114}] .

Incubation mixtures contained 10% DMSO and the temperature was
25°. . ,
a) Estimated by homochromatography.

b). The compound was isolated after kination.

(1] menfprii = i3 Igation %f‘fe ?%lfﬁ

_..l7_..__



N aceeplon BT dover GECHTL BB E L FL ENL &
Lo, Awplon B35 12 72w 21T, 3 FiHovER g €29 3
PERIVAFER) =727 v F () (ex, (—§)
B IE E 30 Ugalion 2 4RFWE v, 2 47 BNA 47 5 o3 72
3R v 3t 3 Fiha Py Puo baae sdackong 2355< Fif o Pu
B Lonfprmaloon 0N BE T NEEC 77 ) RVA Ligace b o Betioy
BT et il did, 20ER( I P B lerd-0)
0 B/e  baee dacking N B-Py 5y LIECHB LB IRk
FAEE TN RNALgace EH G5 85050598\ FLBb D,
WMEN ey aoplon@F a3 32 ) L T ¥ F o “7‘19”"
midon 1§ Ygaluon = K 2 < BB RIFT L T2 2,
Dowon 173 1= 7 v 27 aeguemce |z FAHIERIE1T 39 #56
| WENDN, dowen 25 o5 12y 2 17 G 2B Aeguemce T
haho® /0y BT o Lyadien VST L7 < PS,
UCTUCE + p4alUp £ 1) Lisalon n B, acceplon /T
0TBE 7 ST dener BF 1= 70 2 & HE A 7 apuence
THBrTN REwEITIBEC 4% L v ) B9% 2 5, T,

$o% ToFo P B aert TeL- 7155 26men
(baces 35~ 40) o /29K,

EME ﬁ;{,{,%l:?‘/?‘ll F - 79"7‘9 TeL-712%25
WFAPERE €87 72 v 2bmen % B0 7 THBF /00K | T 2
Gk T Lt2, £+5 v 7 donen /5 F 0
B YBRT 15358 2 00 %, Bl R0 denen 30 E

— 8 —



Synthesis of 26mer (bases 35-60)

A
c
5
‘¢ a CAUAAC pCCGAAG  GUC pGUCGG  UUC pAAMdp. .
g & 1 2 4 5 7 8 ‘
6 € T 7 1 T
" g € CAUAACPCCGAAG 39% GUCPGUCGE 40% UUCPAAAp 56%
~ © 3 6 )
SC Aceact pUUCPAAAD 67%
GGDAGCUC 19'
]

GUCPGUCGGPUUCPAAAD 36%
n

_ 4 o n,
& A . pPGUCPGUCGGPUUCPAAAD 63%
, ' . 12
=~
CAUAACpCCGAAGpGUCpGUCGGpUUCpAAAp 52%
13

[E9] 26men 0 /A5
' [ﬂw] 26»0\ a/%‘ﬁ&.‘ﬁfé%%'

AELTECT 812 2ot d aceplon & donor 0 [0k, 20{%& B
il LRV, L+ 2 07 RICih20%4 PAGE (wek) 1= F ) 3 %, 4

STFTMuweaBlE FHL T 4T >XHN740 702 }— 7"
374 - 128062 AT HRE = BT LKoo
§u7n2}7774fnﬁﬁhi—/zﬁﬁmmd'7m@
= 3% iz dower /35 o8 %ﬁtmdzz‘x%w e’ 7 i,
T+ 8 3 RERC %
e, {X>%
Bnre g0y
774 - kF)i%
YEE| 1=,
217 Bnalion 1% - | |
BWAT>%Bn7 o
L7927 - frection No.
% £ 7F w %%g‘\] [ 10 (1] queaulaq (£) o ¥5%,

" DEAE Sephadex A-25

GUCPGUCGG

cpm x10°
NacCli(M)

— g



fo’}ff-a : | Disk G.E.P. |
bri0a 2 .

MW,'._;_L e | | 2mer
a Rmalion, 1 |
3+12 9
ﬁ-r,t “, ﬁ [Hiz] Zé_.mwﬁﬂ |
Roth TR ura G A T> kRNF76792F 775 74—,
Sethadan G-50, 20% PAGE (Aisk) (B12) 2" FBET=

Lgalion 1% 15 G2 neancal mdhlon smabyalo % 7% 0,
GBI WE] v S L Y| =, -
LBV FRE I 2 v Fedeen 4F £ AT bgation t
PRT=A a7 5 % KB B v A TT B RAe e 3L
B EED ug«ﬁm%ﬁ’ﬁi 32 ¢ 0% b T=, "

Pz TYL-700 3 e ¢6I7m(bmeo61 77)
m/\ﬁX

13 17T 376508 (Tmen # @ida BT AW 120 30F 12
Yo [Twmen |F %ﬁ?’&“ uceaq + CCCCCérf CAA+CCA L) 7
774> Fatr pheie £ BRINT 0TS, FFHTR-F,
N BLH] £ 2 cecceq At acwpxe« AREE ';M»a%} Kigoion 1% (3.
LAL BT L vnT, 22T AEEA S ULGEC+ CCCCaC+ AACCA
£ v § AHBNETITE, T2, LAPM'{&”) %/%‘!ff“fﬁv\ EL V‘; |

—_— 0 —



17 peaneek neighlon
Synthesis of 17mer
& ~ {bases 61-77) : o 7"
X M.erzw FE1R |
g UECGGC  pCCCCGCp PRMCCAY 2,
G 1 2 ,

U L_—r—l -
SCGACGAGG UCCEECRCCCCGlp 2, 517343
G, ,GCucC 3

GnhA
:1: % UCCBGCHCCCCEe. 332 n ceccqep,
4
T | AACCA) ¥ fination
- UCCGECPCCCCGCPAACCAp 383
Ce—Ca p p. \
Y p 6 ( 2869k ¢

[&is] I?mmAﬁh [@14] [Tmen & B95E2 ﬁ% = |l+2a
' Wyotdon 2" (F L %
2a20~30&%BHl - Qv e FIFL2EH: RIGET] 7=, |
| 202@TRKERY - LT ARRGH 12T Lo FonFE |
Tl ls 2o 245 ("BREReENT REJozbr57 -
1<k 5 2B KA L 8140 X 0\ BRNEAT Uip T Je Vo Tz,
Sephoden G-501= FH/RBEE P 23 EXKA) 3 L BR 20 -
7818 3 ) g« q, | BB Arifu L alplmair
BNKRY 0 - AR08 B i Sephadex -0 T HRET 3 FRIE &
‘2 o 307 BAPROIR 1= F) 3FIG > BEREHE, 2 5
BUndodFrdy - Swwe o
'{«rf’-, 455 173 Qo eom| o
= F)ER | Sephaden
G-50 U HBEL WK
R E 7 b 21810
A5 b e BETH | 2
=117, & %rw o Fraction No.
G-50 o 29 - > (5] wmaeﬁﬁg

50

—_ —



T Y 1Tmer & B |2Zmen, Swen F) BEE 3 =
CMED EDE T a AR TIT T Sephadax G-5D 1= £ 2
TR =0\, BBty £ apBE (E\ Fitho ) > 8%
BB AL ok B - 585 T 2. )0y 185 D2 WAF/pBE1F & v
N A% oaHil | L2 TF BT T B i BT p v o
Hr VIR FTRET B 2 bav v, o | o~ BRE
PAV 217 24 ?"lbi?ﬂ%\ﬂ\'%‘&t %ib nh, Hr, LT12 4
DRgalion 1< Fral »Afhn RERF) BARKE, BEARKE %)=
L g Ligallon FECIBATL, TH urea 4274 T > 1R
A7 L]0k 7774 1= F) 4s%a43523215% 2 ey
317, (RER 2% 508 )

‘%m‘gf 5'% /0% (34men t basea | -34) R

5-half ‘ Fhalf

20mer  pldmer 12mer ‘14mer p'l7mer.-
-1 2 3 4 5

34mer 31% 3]$ner 82%
: p3lmer 83%

© 43mer 32%

[EHib] 5'%9%F 2w 3%453% o ik
Bib 1= F G50 6% /53 17 2men + [bwen, 3 F$423 17 [Zun

—_— 2 —



t (lwen + Uen) o Ligation (= F/) 20240 %% | T=0
1) 5'%/7% /2%

Acceplon 20men (1) IF LAH 12 YHETARINECT 7 7' * >
F% Blv, Aower pldmen (2) 17 $- H A | T2 14 men s foinaion
L 2nZ B T=e Dot 2% 12 57 U acepton AT 5oV 8% 0 % N
RE-EM L | 213453 | vy aceplon 20menan- Bl R LT v

et Bi- donen 2% ¢ LS BR < Ao Riw (1=, RICTR

2o RA-RI-EFHBAP $ 102 o ) > BBAEHRE | & (A
/3 BRX o apl G2 T & ) nideiachit add (NTA)
vq02 (REBAE S5 E) BBR e RiBI€ 204 PAGE T
IS | Teo EINIIB YL F ) JHE| 3L 2 qz:i;?z; 5%/5 % % 1%

o4 | o

’ \ . 20% PAG

2) 3’%5 %0 AR S0
302mr t & o l4men 32T

I T 77 7°% > | U lmen (7 B0 J ““"““"”‘

nle AP R FEE (=0 £ | 2. bigetion

plTmen 13 ?;E%rp'&‘/%*iﬁl = |Tmer ¥ ;# . [Zmen t 31 mer

W[’%ﬁl%{f’-o 3. mankeen @
3T 4+ &5 o Waalion BT, P

&:'.--.z-:‘:

Sephaden G-50 THEE 82 % 0 LFRET
3man % i5Tcs Iz 20 3w ¥ feindlion
| Sephaden g-50 ¢ ATP L/ P7E (7 1% L

3 Pgalion | Too Riro EFxEARIT |

= F7 Tk 20% PAGE THR~Ets (B Znardleen
Bio-3 A (0.5m) (255 43men



Bio~gel A (O.Sm) '

Bf p3lma o /2BER A ;z'so
Mk, (BIB) | 2|
L 250 C°— 7Y
PRRE 1 TREE T p3lwen 03

YV LRET % 43men & @

50 100

< Fq A% e %m <o Fraction No.
20% FPAGE T p3lmen 2 [Esm] Buer n FF{Y
BILOFETR LN (~30%)

HAT 40T £ 217 p3lwen 004 32%a RF K| B
LT wWh X LNt Tco Rk BAT 2 TF femaliom L%
W Sephadex G-200 TFER| Lo FRIETIFELERE) 2 v 2
pIlmen % PR b N 23T, L2 4Fmen EAF (L2 D
FF o0 7FH A0 RIE Ed2umen a0 BA LT v % 2 €D Dy
“0 Q0T RUA LYosk o BRI STRE) L2 b T2, RMALGas
N BRI HEG I\ B LB A s £ TS, A
TRV RAGT TR Fehv el 20t HSBRWHZKE
B INTe 20 43men 15 702 1F Ra BDTT/BAis 1 ATP-
(c,T?) ERNA nuclsdtidil Tramoferace 1= F ) 3 TJﬁuﬂ\{n%féz.h
Lhw 103 % Ra & BRiel={ZFA 7% o



$-% TOL-7°ER T Ewlh tRVA] o AR

tRNA & T@QR- 715 %o tENA 2R T R B atBR B2
TY C osBGilcd %, (A1)

TR e )0 imilialon tRNA IF mﬁéﬁm;f-@@m e AL TC
THro N, EREDNTE Moty AUCE T hA. 1t
2ATY =710 55 plhraomal RNA € TRRHH% e B8] 2 TR
Th 2 eond tRNA 0 Adrsome ~a A EMG 2 v 2 )
5" ) BADBLEA £ 2 B,

BET Eowtd CRUAR 0 TY - 7° % $iREFE B3| THC 05
B 0 ol tRNA R S5 R 69 428 b AUCG ~ BIRT
BhlryHatl,

%/%’ T - 71 \wka/vgvﬁc asguene ¥ 7 4%
Eoold tRVAYS o o ®

Fowlt RNAT & TG - 7° o 16583 TYCAAAU 2 B
44 wmiliaden ERNA =312 T B AVCGAAA (EHE =17
AUCEWAAA T 81h o LiEBXa BB/ L AUCGAAA E | T<)
7 JR | |
1) 3'%/75 (43men) 0/37%

B FTHREASEARTI AL F L, 2, 3 59 %4
F 20| oo 305 lbwen & foimation 1= F ) 1 > BE1C plb-
men ¥ | EAF T |FU S TP IL- 7% aeguendt 2 ¢ fsilion
| 720 RACTh Sephadan G-50 TAEEL 87 % o4F 435 1 23men



A
C
c ’ :
oA 3-half
G|C ’
CiG '
GicC
6l '
' 4t 20mer 7mer  pl6mer
¢C®ac6acE 2 1 z 3

23;3er‘ (87%)
p23Ter (83%)

a3ter (60%)

(B19) %5 0 X

Y130 SR 23mn & fomalion | p23men ¥ [ =1 20men (1)
b bgation | 1o H2012 ZF T E Sephoden G-10 T/pBE L,
bo p BE T BEG 43men X 1B 2. ‘F2l = 2 2 850 LL&M@
ETHMNT 20% PAGE /99—~ > 2 G T05 3 % 507 43X
12w %2 bohBETT 2o b Ligalion 1517 meanedl neighbon
bl T EESLBET S, 20 PAGE THER % FERL T,
5?-— £ o nacend - |
nand CRUAL o35 o | Sepvadex 010
e, BA772 Ay b —h |
D REE TR § Jemilien, |
Lagalion T )BT ~
05, DB o bk Bpf1cF
BR777T A FERY
gl Lt
Be T - BEIMLIEY
e TIE, (REL,

Y
.
H Y
)
[ " » /\
.
* T

40

Fraction No,

[E20] 3 %7388

_../5__



“é)?/%\ﬁi 0 1’:".1-% 51T o ﬁz} 123 o origin .
E@Ef ‘)9"1’w/%~ﬁ55i511%3:4 . IR goA_PAd’E
Gl G % 4%, ) | ’ | TR%

2) RATF 2 [0 _ o y P
B2 FfiERARFalx | T 2 e
7%, 1o 5'%4F51F Eooli I B e
‘L'RNA?.J % RNase A < FRZ 5 E% el 3. pdomn

T2 = F)HE | = 7S - ]

- __|eBPB.

W ST e EBRM Y 2R
AREJOTE 5 74— <HE
Wit I Fime > aatke gap
LA THE Lgalien o aceeplo b | T (BAP 2032 2 gij 1= 3
FIRR ) > @t R R T3 o< ol N HR T 4°C 4
B R s e T2, ) -
Donor BF 12 2w 217 |) T B~T= 3540 F % foidlion |

Sephadox G-50 T B v ATPoL/ARETS 2 £ 15 £ I3BEL T,

[#21] 20ment p23men

| ARFRAT e Ly 18 accepln & demo 0 82 B

Synthesis of 77mer / A tRA L, 104
|  PAGE 2 Rie o ST

’_ ~ 5'-half ~ 5'-half 3_’13‘.3” g k. (R23)
E;g:ﬁ:ﬁi; . ’Ejfép(ﬁo%)f RiwRENE 72
digestion ZZp - - WXAFET R g >

- 10% P.A.G.E. l h1br1d7‘ZRNAfet(29/>) 7 (’ »thM -
G-loo T ( B 1%

Emzzl BRiefoas. BAP P2 217 4 1=,



-~ 10% PAGE

2 3. Sephadex G -100
Origin -
— A
---cpm.
cam. | A
2000 ¥+ 002
- T
g T 9 5 %
¢ L - | _ : ~ Fraction No.
[H2¢] 2734 AR

[@23] 5%4% + 3%4%
: 1. manfeen: 75 men
Z. b}aan 34men t pa3men

3. FH pBen

PAP 25815 B 7:l BTz 7, BRI
m 0 Sephadex G-lov 2 %}’&ﬁ]k/‘?ﬁa /ﬂ\ﬁgeﬁ,#f E24 (= 7
1?{\’ 2.1:"/71" Tuz\%bﬂ’ 777 >a /w—rz»/72
0% PAGET{T77, ey 2 » BFoFBAEEX Mo BAnl T Ta
ZoptEaB\ B, 3% o g F T BE90/2LF =2 eoY
h9 7 T2 Neaed wlghloe anabycla = 8 2 55005 (10 HERR,
1= FuvwzZ 3 C“UP W 22T TLCm)l: FIOBETNFFT BTN
Bl 1vE e T, '

SR Yo Tra Y FT = > RBRUEL Eoold 0 BEEER U
BRI L% | = 5160 779 32 ) L AVTEST T
] T At RhE 772 74 09— 1= AF F U A 6%
Thborvoctic acd (TCA) T3 T3¢ Srrmis nr
(LI xF4=> 096 tRVALEER\ e LT T = > adro¥ 74



ny- r ;;;%an 2aC - .Ar;\inoacylation
ffee 73 ) GrRBBIE

5
ClTHEIE. AR
T4RNA 5 B cRTHE -
= FravAFAi=>% | RS
ZE 3T RBa Bl Y -
VA b~ 4% 0B - L
YELDTIGN, o 2 | AvecRA"
i 2 atENA N B R '

ZRABE Y LMY T
Hhic 20§ ) FEENE Ve
Uty &b s, pPiL- RNA - pmol

e BNt TS ¥ [mzﬂ Xﬂ‘;y%,e/mz

i LB TQL— T

(TECAAAU) @ $C Bty YA TR ARNA TIF UC 1= EHe 2
,4«1 SR AN ‘*m@wjz{pn/ 7’zm%#1evﬂa‘ A A AK
he Lo~ T¢A-2°RTH T-A ri%fr(wﬁw)ﬂ o
R ARNA o By ( AUCGAAA) T 1 o v Lotk 3R
BrofR o tiNA Y FEZ4l Mok RSase L AL {ERE By
NEYZiLinh, 2 20 F%5Fad g7 9 WG4
ﬁi”’%?/*J:%F#’é’ﬁ'?mérz?»‘) WERE L 7 ' TET RS N

F 3V

— g —



B2l T7e79-RAT7LEFER\ & Ewk tRVA 0 AW

tRNA @ T4 R 179 - 2F4L15 20 3 XT3/ Bivs BF

EANABGT 92 ) UANRIIMETLIE2 nAF Lo AR
’1‘]':1/\0\72, Ling,
TR ERNA G 2o SR CRRN e | T B, R
L0 mdioder TRVA T4 1T FH3 | T F v T ~° 7 F F AR
$ERAF EF-Tu 7 bitiaten TRVA § 9 3 elongalen tRNA 1

B CEERT a’”z WA, 2 T tRNA @ 5'&%«»1&%;{ =
WK TAL8B0nE, Shdman 9IF 242 SFfR= 2 =
< G'EihE T Cong U F4e545 | BB oVEANL F ) 1= &
Ut %2\ T EF- Tu o SEAFRY (TR BRIV ER
\ e B (7 w2 o o5 0 TATIT SEipa
R T oZRiB I3 AN E " T AT FetEvs 39 § %k
BRI B he b Fv, LITHRIF 20 5 Fil AT
CWTHIRTIAEF ) TR LRVA AR, EF-Tu v o 54 5
YT KL oFRETIF T VEBC2 VIR 5%
Wm b f8%20 0 RVA £ AR, iR o 2a 3l R &
E. ols ﬂZNA+ e o BENX LR EF-Tu Lo tBAndgm|
1o Y WIEBE 2 1T 1=, %fnﬂqﬁixr}b a7 72 RNA
gace 1= £ HEEL R B T ARNAY o 5'F bkt C I j’Tf\'n
1538779 *>F Ae g 1% T LRVA E oI,
,;ﬂ‘m EF-Tu ‘o 85028 E7F> T=

— 20 —



b-% SImeEENeT™T E. Wl JcizuA;“"m AR

: C
& - | E.wl VALY
G-C G-C G-C . 2
- BT AR
(") nudegse S Yy - 10, Hie1=%%
| | .  ruckense S1 2P
- A
‘ ¢ Z2HH 7%
pGACCA c-8 Y T>4aF >
| FA ligase N T ]
L RI12 77
C TY-2F La
’ R - FAARSR L
[®26] 5% sBAITL RT3 thVA, @ AR B4 1ok,

3 %38 ACCA 0 RFR | T 4RNA 93485 N %r 1o tRNVA & 36
RSB ANEE s T v Fi4 T 3EH 22 A - L 28RS
VhBTEHl PP AL Fidho —hERRE S
ANV WHART )" 2- e X shient 5EiE
 BEN T WA WS, (B28) FHF 2o - |
4%, 7 tRVA TBF L AR 120 Nuclease S1FRZTH I F )
B L HABERR | - tVA T2 o FTRZ TET MR
HrRAvred 2o 4RNVA L pH G2 @ 1T Nalls CRETF
4°, 2B5MRICICE. ReBElo Fal - AL 3L (<
AT 4c, o5eiMlRA L F R H M0 ® FiBiel =,
LY - WREL E R )RR 1% HU T pH & 20 SERE
12 U3 B s Mol T BoR (89 20 ), 3.5 85H] Riv



@ﬂiﬁﬁ% PN ; | 7120 T¥ /7 - ILE&E 10% PAGE.
1% BAPXLLﬁﬁﬁf;u’f%y,/ 71k e
1% 0% PAGE THE% | T=o 2 a3
(Tzmen) & 3’ FI0AH % 3572, 0¥ C
ThHY) AWRRE T T u%» >y AR
13 1=,

O,

1) 72+ GACCA

e
e

724 e 2) 72+ AACCA
A" - GAWA L ARKA L
F fomalion 1% 2T O Sephader G-25, - |
Sephadan G-50 T Ba | Ko ,&taﬂ:«m P
donsr ¥ | Tco 2 A Guen T 72men ¥ ‘ "
Lijalion \ 10% PAGE THBE 7 B4

o BN F ¥ tht. (B2]) - “

Nesrest nﬁ%ﬁ% Mru‘d < AR [(£27] T2ment Snen
LEFER =1 T/ T3 nic Rix 417> =05, BFhire
AT X )1z GACCAETR | K tRNA T raBee| v /545 AAUA
CECAF T2 SHBBELR| e SO G CRVAE
Mok Rase & @ FBLAFA 1-17 2012 E o tERITERRE e F
A‘p\ 9\, T=, :

P=% BEN AR =R EF-Tu- GTP 2 FBLIER
ERIT L A = YRVA %&f&(tﬁNA‘;‘xcc €) ) IF kinaluon
1< 9 5 Fif e ) X BRIC( Sephaden G-50 7 HBE L I fﬁ ['t]—

%7’2’—-/2}?}»%7 ] T et T8, T _
- [e)-Met- tIZNA+ (¢-6) ZASRBT Sephaden §-50 " XF 7= >~

—_—22



ot Y /ml ’éﬁ? %‘, - Sephadex G-100

Yal-tRNAVa!

arta-iel Simtr}zﬁ al 1
AT % Bl tRVAME [T o
Val- tRNA™ v 1 2, tﬁl%ﬂﬂﬁk | \\
T 0T v Eold -tIZNA;r gt} M—tRNA% , -
Mst-tRNAY®!
YT 20 nAv iz, Eowll 0nb 5

B 2 g e EF-Tu E A wHIGTPbinking
= F9 EF-Tu 03B1E2 B2 | 1=

t /A Rivis EF-Tu-GDPP ¥ EF-Tu-4TP N
EEBITIg, T/ 7 tRVA
gz 0%, 5/7fla 4> %a ~N-
b 3%, . RofhTit 1K= ' ‘
(#)F Sephodor oo =53 0 0 B W
LB e 0 ZEBAF TR [m28] Te/THLRVAL
T2~ ¢ =84 EF-Tu- TP 2 FARIER

counts x 107

| i/i\
t-tRNA Il

(GACCA)

[c]

AL 2T EF-Tua A

323 43,00 dadlon T 3% > £ 05, ﬁ%\%mseﬂm/x&-m
L BAABRREN T/ TS LtRVA 0 A0F ) L AT T4,
Sephaden G-1o0 0 B$ 777 >3 > I3R T4 LT~ 2 ZE
bl o IvE 2 BETI 2212 FY) 30nl, 0 BRZE
LIRB| 2o | f

A28 74 2> Fo - iLa Val- t VA 13 ZEBRLF Y
TR BCGBR T i, Mot- tRVAR 6 8T T8 7
BT %, ARE F Y EETERM = Mat—t}zu/f*"cc»er) T
V- tRUA™ a3 1 TR ,ﬁzzmzﬁemom e l5 72



Ty % 0% BENEEVR L = FY ,;gw: EF-Tu ¢ FB2
HER 3% L ov vy To
U8 TREE mFﬁ‘Z‘z‘Zz 17 i A- u;ig;«r@ X chu,q{
BARAT 0 RRE F o2 Ao B3 ) T
- MEa:x Lob A-U BENT RN G-CBENTHA Y
iz_mz 7tk Em: tRVA & EF-Tu-GTP v ZHBA BTN ES
BBl zvr e bien Tz, Lol 2aB 50 f KM
URVAE o EF-Tu 12377 3 ﬁ%%ﬁiﬁu: elongaln tRNVA o 7
A rEUNEIBRE | 0sGovhirg v S RTINS 2o th B
THIT EF-Tu Lo fBLZIER X AEE 217 2v 0d (77 0,
EF-Tu 1T 5 R8sz tRVA BRo 138\ 1 v b v %
LLnanl S'Epnth AN o758 2 F b Bk hae Bivle
A EE A FI DT A [TIABRT S,

— 24—



Y08 FoFaF L-7eER | % Bl tRNA{_
a /%

mRNA o ﬁfﬁéiﬁn’ tA tRVA & 7 >4 3 F‘}%f»r; —t;q%_/A,,;-
BRI =00 FGRGHART») tRVAFRE » BARDIE
P9 wih, mENAtBBITEBAV T>F3F > F97°Lw |
1+ tRNA 2 EBBicF ) B 305, T>F IF >0 5BIER&RE

B LAYINTU U B IBIHERIT Pz Pa Kk 0 30

B EN D, Eat tRVA adhh T>F2F >0 5Bl
B -840 U T AS0S SRIREEILEM | 2 w5 I nT v
WAATRBY), 2t T2FaAF >a 3% B2 Un tRVA TR
20 B RWIHARI N T B o R TH S,

T>%2F> FI7Ls F M T EZBECBETH T Ly
T SRNA 3% 13 2028 e B £ e 2 F LIV
LN D ) 1R ) BIER R . 250 tRVA T P2 F 2
Fy o Fe\ 2 { T/ 8RBT A,

E.oelh o MAIO'\{’IZA/AI.—?U? T>F3F > CAU T amder,
opek KPR AAT>FIF > 1= %M (= tRVA & A3 | Ecoli
ARSase 1= ¥4 T3/ BS2 BRI AN VTRt B %
2% 7207 ARNAYY % 1177 Ly T- tRVA (= BPR 74 ot 15
2aFREROTIRA| G0 Bo o elmgalon tkNA"e A
W ALTFI Ly - —tiZNA’z ARIBBRANRINTEW 2a

RMAIIT/E'HEQT(T’ ‘M'}'*tlZNAn 7> 1—3\-_/%‘&2
e 3} ARSase i< %?&1&’\-1:1:&72“ -tIZNA‘\O'AIZBSa.;e_ "Dy
G % a3 T NGBy A e 25T,

,'_..__25._



%%u; E ot —tlZNA?xm T>FaF > %2 ZB( = +RVA
Y AR\ Mk RSase w0 FBEIEM L FM~ CRNAT @ 7250 |
>Epap iz 7 T IRV E 1T 7 T

$-% trForvatgiciTmEEeR T
Eowls €RUAT & iR

Bk BRVAL aAA 2 a T

7 Rase A FIF>F U7 Ly |+ € gLy

r _ P EfeTre 7T eRE

C?,’ : %O YR P 1 Uv%%EF CAV &
lw Pkinase | Wl RN 7L FEBAT VBT
Cﬁl . % BRI 7>7aF > A-7"%

| Fokee RTb VAL BRI, :a
CIL . tRVA 0% Bl Med RSase i< L
5 —— 1= 202K s a3 0 & FANTE,
. | (F 29 I= B1F » iR E %ii [ 7=
| | | 37 Z#HKa Eooth ﬂZA/A
[E29) 7250 Aakima  RseA = FOTREAHT 5 @J“
BIRELEEE $45% (1-3¢) ¢ 3@ %43 (3%
-75) % lo% PAGE ?%ﬂ =
H@Jéﬁ/ﬁ%a— 70T BAPRR T 2], ik
th, (CRARETF IS NG T= 52 Folpay Fe- (UCAU,-
CAUA, CAVAA) b Lgation | 10% PAGE TITRHER L BT2 ¥
BI42F 2 BHEN 0 3BIERT IE 79 2 IF finalion th Sephuden

P

ool
b4
£Z



G-50 TATP o s MBEL, KB AE FBIEA T L Lsalion
[ 7=, 10% PAGE 7" BE |, @5205F (alN HQR 7" 4°C, 2 p5FH 275,
BAPRFR 21T v 3R CCA Y| » 29 CAa X = BEY
a tRVA %8 1. 20 CAXPRITIARIE EvAl §-10 77733
YW ERT 0D ATPCCTP )i RNA nudedtidyl Tramaferaar = )
CCA 1245183 iz,

B0l —Ble | 7 AU E WAV 1 BRI T tRVA 2 ARG
BUh Pationa Fikt PAGE 2 T- + 35T 197 27 Ta
Wo 2781z 72t BC %4/ > 7T,

o Lgition {5 13 neanedk neighlo anakgeia % (T77 v 8/
M1z CHERR | 1=, (B31)

5-half + BUCAU 5-halfpUCAU + b3-half
10% PAGE 10% PAGE
5-half 80 uM F*Origin 5-halfbucal 63uM ~— «origin
*pucau 100 uM b3-half 150uM
ATP 200 uM i ATP 1300uM
HEPES-NaOH  SOmM ] HEPES-NaOH  50mM
(pHB.3) s (pH 8.3)
MgCly 10mM MgCly 10mM
DTT 10mM ; DTT 10mM
BSA 10pg/ml - BSA 10pg/mi w— «product
DMSO 10%% (viv) L= DMSO 10%e{v1v) “XC.
RNAligase  120u/ml : RNAligase 380u/ml
1004t ‘ 16ul
- & Sl pUCAL
<3 «{{UV) 5 half
25°C  2h. 3
25°C  25h.
; «BPRB. |
=~ ¢BPB '

[@E30] 7>#3F> AV VAU = %3R 7= tRNA o /o9 (Ligationa 1 & PAGE)

_27_



Nearest Neighbor Analysis
RNase T, digestion — 2d. TLC.

o 3. 5 .. 5 .,
wA) | @) Q@w»«)
S .7—:’ 3 T y

_,_._;lst
>

‘—-_h)_End ——

[@31] T>7F> = iroodidhe 7873 t VA nansdk nalghbon, omaliyeio

SR Y L ART 12° - t o bgdion 7717 Y%7 B3 Y
KT oS (FREARA I~ 25 %), $453 AT o Ljalion T 1343
ERCHEAT, (FERERA 39~41%) 2073 % » RivEE B
T dewor a AIRT 1) '~ o 3 FiH0v > BERE U FE 22 v

T 2o T T1IFHpr N EAB E' =%, 47
ARl PO $g 5 o 3RBE « Bor S S o"aT |
T i 05 RCEIT (EF e ALY 12,

U cattVA o PRBH e (T AmA YT - 2 3T
SRR T CEATEA L THEB | BN, 20 Bf ITEAL
Paalion o3 EATL G 1D 2] |- TTHRUAREHFR R | T2,

e | Enan



=% T-F3r>r ‘Y‘ﬂntﬁxg‘e?éfbf\ﬁfchNAm
iwl"ﬁ‘ﬂi‘a n

- %- %’2 /b‘ﬂkl (£ 'HZNA = 72w D72/ ’? > L se Ri,
2) FL I LR, DNRY -4 _t To 3P 0B T,
T 7ilic R
. B BB RR(S 1w 77722 2) B BT A %zo/%/e
LY FNEER KR 0 ol tVA) £EN UCAUES A
4% tRVA (LRNA (UCAU)) TI3 §3%, tRVA (CAUA) T'1F 25%,
ERNA(CAVUAA) T3 13% 0 SBHEE 7 | T2, | |
SR [B%2 12 F 451 Ka, Voun B 5)2&)1" FT° Avm tRVA o
AT A RISTEL =18 [C)-XF7=> Lumi Rio 2 PG\,
—~ R Wtk 772 7sNT— 1= A% } L BFBIESATRee B

: Aminoacyiatiovn' : T , 4 - T )4 320:7‘5"-' =
L - Linawearen— purnke
— irafet ‘ -
" tRNa 015~20pM - \ —e A 791?'7 Fx y; O
- CTP . 08mM i (ucayy o "o ‘
ATP 4 mM - . Y 20 777 »
g WO el e
;:gg::cb R s L Vs 817 ]
8- ' : ’ Ja— « o=
5-100 © 1 mgiml { T » . : » M (.”1 ﬁ“ T %
o a - { - I/v. A' ) , ’ -
e | | %0 137U Kallo®
[t)-met 18 M ' - / _ 'tRNA{. ,‘tRNA(UCAU)! _
5-100 - OSmgrmt - 05410 : , o :
. om L M  LtRNA(AUA), tRNA-
_ 4 37°C, 20min, - SR ' S (CAUAA) 0) Nja-tzj:é}:
- : [¢] ‘/S) -0* Yl :

[& 32] 7,1—3{-/1— {TootEE 17573 tRVAo a»«wawfatm(!in VHMM)

e



L, Met RSase b o 5BistEs 20 0BV 2 v 5 B v bons T2,
Km (BIF 20T 1T uM, 3.3 44, 47uM, 125pHM 2" 3, T2,
Kie 1n G atRNA o €07 Y | B52 BT 20 E oY $iR
@ T3 ) @ (Ma, Val, Low, Lle, Phe, Pro, Gy, Ser, Tha, Tyn, Asn,
Psp, Ghu, Lyo, Hio, Ang ) LRV L =95 v T o T3 g4
27w 2d P T LLRNA 1T BETIEDS T2,
2) FiLYiL{eRir -
TWWB?I P o midialon tRVA Y 2891 Rin
TRERRT 2 AL I 7 21T FLA U8 2w 7F v,

SN T 3780 ARNA 12 7 w T Mo~ tRNA sX ToL 3 4

e X 2B YN, RICFIFIF TL) T iLico $4%
L (FIFEL, A3 BT- b 172 fsonc acd-SFE 1102 Eoouty -
S-100 7% 723 >0 Rike | 2o Rieih BROATHAE, I
LI ALY R BN, To Mt -TRVA % maﬂfc (7o FREGAR
VB Tc 799723 X |82 T2 7793 >0
DY T i ACa by [ TBAEC RN |, tRVA(VAV)->
93 %, LRNACCAVA) = 83%, tRNA(CAUVAA) > 98% Lw)&s
Zyihre, T3/ Tifcadh e Gy trmofprmglace (3
T>FaF> B vz v Fe 2 eaiéry, T2,
DIRY -6 L a AP > 0383 |

TeFOF -7 2R 7= 2 athVA 2 217,
mRNA L0 3~ F 2388 T3 0 Bk P8~ 1=, |

1464 § Nownbeng b v RVA todesrond zS AR A
X B K357, . (B33) mRNA £\ 2 w7y
R- AU§, UGA,UUA, VAU Z v IR Y -4k s BE

—30 —



tRNA-mRNA interaction WL LR E I ] ,

‘ Met

tRNA o SpM mRNA tRNAREY tRNA tRNA  tRA -
RNA , CAUA CAUAA UCAU tRVA (VCAV) o) a1 AN

Tr1s HC1(pH7.5) 0 1 M e 100 P o 5

vl W e o e o o AUQ""M%/%“ wWo LI »'

E.coli ribosome 1.8M WA o 0 3 0

305 or 705 P Ay o 0 o 0 ‘tmbif- 20 2 ¥ [,\Z“
25°C, 30min. , - z‘relative to»tRﬂA?et-AUG h% W‘RNA ¥ ‘aé/g ( TF
millipore filtration
' - g . ' » Zo CAU
[#E33] URV-aLte 3> a4 > T=e tRVA(UCAD)

- o AVG ~o g8t K
Lo kA 0 WG ~ o R0 Y By Tee
tRVA & T>F3 F > & mpPNA o\zﬁz%;'feﬂjﬁ_xﬂ = 9 iz I3,
T2FaF>F) 7?Lo Foti- 2ol 42 3sEF o HIF
FTOT R 7 ods, TR Gal- R gak | 2 tRVA 3 4T18
thEaf3izic £ A 2 FAfo a>2y-233 ‘/m“'ffc
(| mRVA t tBBEIT LM T3 2 vaX T37F< 78, kL %25
"5, |
MEn RRER - 1T Tend v, Mk RSase zmafﬁé.
ER I 20 21T tRMAWIERL 2 Z 2 217 T>F3F >0 %%
n BiEHE. CAV ¢ uw};g@w;pfgw,z‘ DE LS oy
e CAV o 58z Uz iTie l = tRVA o F a5 381 Ae 1T
WU Te LRVA § ) Met Boase 1= 5[ 89 JR v Bawtee 1 ( =45,
14T CAU o 5B CAV @ 3> Ao - 53 > ¢ BrERE
T 71t U AY L2 Bt Gl | e v 25 b,
YL mPNVA o EERTREE - w2t tRVA (VAU)
RPN Auer b BEN e R TITER S L HR 25,
CRVAY 0 72 FOF YRR cai T, TSR ER
TN R LR TR 2 ealhv, 95 —F Aninfe



M2 s o dpha BRI et FPRLTE,
$2% T-%3F> o c'BikkasiER™

TeF2F>o SRl B Uizl 28 T2 F
IF>piifio asfir-2a >Whi)FEel v i
UMb 12, 120 127 2o RE VL (€atBE A4,
C,uu = Bem L = tPMA £ B\, Wl RSase |t F 5 288 (F
VatdAt CafF R B7F2 00 %30 ~Te T4 12 T2 Fa F>
o 5'BIEEL T tRVA  Riha UL B39y, rahEviE%ay
Cibath e BRI = vRVA m/%d%z\ar 20 XFT=2%
BB L BN T,

1) SBIhE L uLx;zw«msz% BT % 1RVA o %

ARFTAEG =% TH uM’/m 7Bl "< RiNase A FRE/TRE &
9185 M KIE 0 E. Wl ARVALY 581 %4 3 1= sc$omA ) 2°
< - AV, GCAV, LCAV, WCAU % 203 M VA Lijace 2°

Bsc, itk 2aTe 30553 Lt $5Ah 1 €1 ALY
Y1800 SEAEMENWE| v 2 &[T neaned nelphbon amalyedo
= FYPEH] T e | CE%I= CCAVa A =TS Ligalion
NR1% e OLFAGE a T-F 5747737 F7. ABERAK
T42'2- o 3 > BE s Wi, "/
FHARTY IR~ o Mgl E Pl XY X Y€ -
B et T3Te P2F3F> 2443 CRIEGFIT (0%
PAGE TREEL, BAPRREFY 1> BEAE A | Ko Ligalim
o acwﬂfv\. e (=

— 32 —



5-half «+ PCCAUp ton
et i 5-halfpCCAU » $3-halt
107 PAGE
5 hatt oouM | Sraifccay  SOaM O
pccaup 000M .| Bhait 125 uM
ATP 500 uM ' ATP 1250 uM
, HEPES-NaOH  50mM i HEPES-NaOH  SOmM
(pH&3) | (pH83)
MgCly 10mM i MgClz 10mM
oTT 10mM [ xean pTT 10mM - ;‘:"‘“‘t
BSA 10ug/mi i BSA 10 pgimi g
DMSO 10%(v/v) DMSO 10%{viv)
RNAligase 170u/mi | RNAligase  375u/ml
40ul T T -
Py & 5-halfpCCALp 16ul
€UV 5 hatf
e, 2R 25°C, 2h.
+BFB
. -€BPB

[E34] T42F> CAVE CCAV 1= BIR R tRVA 0 A (Lgaimar it £ PAGE)

; e L RRUE4RVA E 202 i
’f '” - = %ﬁ?t lﬂfil’- 2 ¥T = % %

. e BIE, ST uK

- L-7"¢7h5% tRVA t Km
e ‘:@M:t?f(ﬁf’rfh <, (H3%)

\“a% T>73 F>a

A.

g 5 fﬂ'l ~o (TR 1 U o gas
DU P4 Mot RSase & o Zjelt 2
I8, o, A, G o AT

o 2 ’/[S]_:IO-G M

[@35] aminsacylation (Ku, Vmax alidy), TH7-,~N>92- 13
PFaF> (AUE Bt f)3%-1- B | = tRVAE R T,



3B Avirie | =85 B g Bon T fggua}zk‘z-
By e 2eBB el B AHAE 3R, R 0Tt Biers

lié%‘ﬂ‘) T=o

2) SRR RTL EBU TR

RER o Bt tRVATT & RNasc A 1= F ) TRETE, 159 0n3s
584 F v 59 By §8585( YHhoZBUaRE T
T, =0 B3y i@{@%{Cl?{%Z’%—' TRk TAL BT
> o BRI T. UM SR 0T 0 BaVE
Bresic |, 25 v AR I TN B0 nE tRVAIF 2> b

o?: %)
7 AN aNase A

Y , ¥

{ Bap 4

?\5?—.

ii) Lys-HCt (pH 9.0) P NKiﬁase l

BAR
- P

ﬁpﬂ_'

pNCAU o o
RNA Ligase , )

Al

v RNA Ligase
J BAPR

A
NCAU .

[@.‘351 ﬁ@.u amm'/a\ase\a;%

el TAKIEEEL

BV% & tEETL2 ¥ AE
*RNA 1"3 2% FTaitF
- ¥ L L AR AN A

FIF05 T2 2 dus 518

 %/7% B o thA, tRVA

afhkez BT ed L
o T3 TS EE ST E

EX LR AT B A YN )

273 Y 2FEic 285
4% 0 3 NEGFemL
BAR1Cc1 (7>F3F>
IFR T 97) tRVA @
B zediay 505
Bosc & Ao =0 Bhielh,
BAP 2892 ¢ {77% » 10% PAGE

— 3 —



T3 o -BEREWRE | = YEIXAT L BEE( R 3 LA
Me{fTt o UnBha vt F el | ik AT 127 -

 gaion | Teo 4<HAMA 1 32— UCAU, (CAU, ACAU 17
fomolion |\ {7 > ZBR 706 b 15 74 — ¢ BBk 1 Lgalion
o deoy L\ T, Ligaleonthy (0% PAGE CHHEE| 1o, Bl

(eI N HR T 4%, b85PA 2R3> ) (= &) Fimt 497 ) 7 ') >8%
LI | = TRIES T 15 Fenalion 1% Sephaden €50 - } 3 5 H
187 T2FOF > L Av SRVEA T Ligatlon | Bl (0%
PAGE v B3 | BAPASE 21T v B69 o tRVA % 1B 1,

37 A3 ARTs o naned nalghbn onalyeis T 77,
Dowerr 0% o 5’5351 (LB | 2 W =P acepln 55 231,
RNase To digestion T [A THEAF £) 3-, 7(3- 2" 2K 7T
TLL I § FERRT 2 Te. Rk o Lipalion T1F W T { CAUa U

Nearest Neighbor Analysis
RNase T, digestion —>2d. TLC

(@U.J (@@) (@.J

GHCF o

LLD’“

[E37] b U L EBR-RVA nanedk nedghbon. amabyedo



Fho Uy wBE sn 0y, SRIEHT B ART ) 7 2-
o ygalien T 0 SRS F 0 3 F G 250-2FC(0n) T 22
12 AYT- 0N EERTH v Riase T2 17 Cmar 311017 1787 3 A
T I4<- Gy (NALU) TIRATND, 20 GopNp 17 B2 Noo
Govv = § ) ZRATLE T 20 2B v Brib, 20 EQ 1o
N?%%l%,@KHH%Mﬁvuix%Zzyéﬁﬁﬁz
PlEIE, 2088 @870, ToFar>othiazV
M7t o B RR| ENA 12 B Vo taNA Y Bl % a 2
T=VRBBEEF\, 7>73F >0 5Bl kB U
BT/ ToferB®e BRIz T v L e ¥ e,
TR Uklondeck b 12 £ ) Yt tRNAY 0 T> 736> ¢ 20 58]
CHEBaU s R K T L - LRVA wvAmd«ﬁmW ¢
AN YS LI URE €N SR/ zm;ru«r. A
Bla %% o %é&t P oRe Al eI T2/ T s ifea B2

', MettRNA ~ : | 'l‘ba’l. %,v\ 4 SR~ 2l
cpm. 2 S
x10" ‘ : . Tlo <A %%"7}' wl 7

3/ Trasea %o R
v wel ,
o tRVAL 1= ) E A

‘ R . . 1’0\ \ﬂf? l 7 \\ff \.\17\;
é%-‘ 2583 7 RHiflhie o
.%,/‘ - 'ﬁ%‘:—tIZNAt[ 2 2K
| A eml BT e LT R oo

[@njs%usimpfgmoma atcon 2 e |
o—e tRNA?", 0-0 tRNA (CmU > wglm b4 ?" 7‘:/5?1‘ ﬁ'Z‘EQ [

A=A £RUA(GnI > CoC), X LRNACGU-> o) 12¢3 {'1- Rraww Eor

_;.735 S



BREHENECEENL KLY hE.

%\Jﬂﬁ? T -4dF ¥ PPk T FE22 o Bed| I
Fde| 7= Bk tRVA o A%

Bl tRVAL o T> F 3 F > o SRISHEHI9}69 = F4545
2 AT BhH, E.oold F 1715473 70 tIZNA:"tﬂ 2a AT
Bk 2410 P ks aenEe, R 7>F2F a8yl it
FU15850 B Tr 0202 ~3 iz T>F
IFY F) 7Ly F CAU & CAA, (AC, CAG, CAU, GAA, GAC,
GAG, GAU a BT 1 3"~ 1= B8 | = tRVA ¥ A% | 1=,

ARTAGE-F, F=F @&\ WAL - 7’2 AT
CRVATS 0 Ak o A e IR CIT%, Too B HU 2 - o fomalion
TAEAETtE A ATP 2 B TUIT7H v, 3B %7 F o feonalion 1217

10% PAGE. PB4 T O [_a"'yP]"
L 2 35 8 7189 ATP & BFlv <. U R
; e L (RNA(GAA) t SRI¥A T Lo
s g Mt 2. tRNA(GAC) PPy 7 e
et Bl Boe b 3 :RNi{GiG) Mw & lo% PAGE

o 5 RNA(CAA)
4 A% 6 tRNA(CAC) V) g
. > :RNi(CAG) k. W | T ’g];'?
Sia o rmuw 4oy Fs 0 e
i = A2 10% PAGE »
- : ~BPB AKepsed - > e,
(R3] TAIRHITL7 L e R IR CRA AR )i | -7l B

L ﬁﬂﬂﬁﬂ oo 4L tRNAGAU) ?ﬁ{ ] 3r{ﬁ'| ?/ﬁ‘ 3




T % v by ka Y > FLATE LRVA * 157,

$2% 72758 > FREa Xonopuo funit svugle
Wiz BT % EicF691£E

Xenopus Qownia oocfle (T70% X 7"= 1L WREFEERE ) 13, mRNA
DEARMN RE 12 HERCITR2EER7LIT o 5T RE
cFHINTVWE 2okt AvhArBHIK m vwe T
» BERINATEL, 52078 $ weBp R HI DB BB 2o K

¢ B v i5ifo ER: 17

v § -
10% PAGE. h 3h 7h 2%h 4Bh. T2h - oe? T"O
X=ACGUACGUACGU ACGUJ\CGUJ\CGU "
"""" i 2l
s P Yot r/omT 8
ot ! | .

14 ‘ FEatRNA & XW
mfd-)"h‘gd':"’? ".l,..‘-... M W'% ﬁ'{é&]ﬂaﬁﬁ
ik microinfecdhon ( T
| | | ~Z85pfl 72 = R
SR S sy — . L= be& t W}

Th 24h 4Bh. 72h.
ACGUACGU&CGUIACGUACGUACGUM [ ﬁ?// 7f§ le 7

PAGE 1= apply | tRNVA

; ﬂ?ﬁ’f‘i%fﬁ'\‘ff—a
M:‘"""‘létt...l !. .1 @4.0 = 2 o ‘);‘FEO /.!y

J| | f | - >t R 7. @#’l“&ri
oo =il BE A/ o - 8 kB aViL

[B40] sveyle ¥ (= injection | Tafnf ETRF (4 ({:;« I e pac



, Stability of tRHAs in oocytes

hz vhov, whd tRVA
34 mFE M o £ " tRVA
n Ny {—"ﬁ\‘iﬁﬂf\ 1M1=,
Ik tRVA o > F' %
wyh\ Zauy> |z
» Z 71 o tRVA; o
. o T o RO R
e T e 7O UEANT, (BH) ,
:o\\ ' Z2af% T>52F > b
\\m S 9eL b et CAU, GAU

GAC 20:10
o tRVA 1T 3~ 4 oy ¥

. 0 - = 50 7% ’ .
.[(21 y Fime (1) IR VPN FEAY R
4‘ T/ i’/m ?“ ' - 3 .
A  RIRTRE R,

[N 5723 1 T%m‘ 95+

206%5ff], (301 2085M T"H > Toe L4 F\ 4 T2 F I F 2
NANMAS AT AE CRVA 1T uwi tn&‘rmw;ﬁazn ’Z'/z
oy 2026 LIOBGM £ AR T Bo
[ze Rty | e X { >/ Fn ,
biRMA T, T9/ - LR |
(FvYT- 17 Yeast tRVA L & C_. J‘O

02 Ago uwik DL T, ) & 2B (T H0

Aol | =15, mucleace Py |- F 3 24 ._ ( %

ntE% 3785 1=, RAC(&E T>7°1LE XA -
2 BN adL [EéHzJ T4F> o 3@47&1&%*
2RETLC B, 5N ai2E g

R FEEA =, R42 005 dqwgz,%t; e, Y:ACLEU

S 37_f'



Pags it BA Y <iF "FA* (AY s 5k 10 A) y | 7

T prfRE Tl BBE 2ZRETLCH —BFE 795, A4
(SRpov £ (" Ten ik tRMA (CAV) & tRNA (4AV) & ot T 42 o tRVA
P 2 17T AR EZ T 770N, T=o X tRNA (CAV) ¢ tRNVA-
(AV) 0 o/ w T M A tPA A Z ML v 1=, —HXIE
P>43F > on 353BwUT H%ERVA 17 3BRIGERLY AT
3e A v tAISARERT 2 e TR R (R T 55
12 R, T253F>03%3¢A1T 12 tVA 17 3HIHH

tRNA(CAA) tRNA(CAU) tRNA(GAA) tRNA(GAU)

(@43 ] T-92k>0 3B|HRIRZA» B

_.40_.

WA G A 7 LI
< Z T H o5, 20 tRVA-
(cAA) & tRVA(GPA) o
Bl A Y XY
N, T2 2 ¥MT A8A
= 5R e Br 3 LERVA
7T T>4aF Y274
2Rt N- 7% ath
B A-¢ T hba
1= A\ ‘tRNA{m n 155
G-C 2" 3% 1= & 1545
7% YA Rl /)
fcet HiLLis.
Kenopus  fosnria
avvffx ¥ tRVA o
1RSI 2 Bk B
TF g3 >a3



BIEEAR A o 545 2 h 78 v Ecoli tRVA 2% ool # 21T fee
CaT>F43F>a3%BwUT H3ITRVA L TR 20 AR
+A ‘:{!%_{MZ S bovgreNe T=o merw Darrie 0-71,7& 54
= AT » TEAVRGES ST Ewl 0 /ot B72 Y RFa LtRVA
BEeEMRTI 004 T>FIF >0 Bzamh%»—%
Bsannt oo, oo Ecole o CAISEEER o B3, CRVAS
& Eadpi s Bk | L5AbY (e a FTFRT A5,

RIE Yenopuo faswvis coogle T LRVA @ Zktei M| 217,
AE Al T>5aF > aged|os tRVA o L ZAE 5% 2 RIF
(IR tv\ﬂ&zsz T>52F > 8%l 12 CAV: GAU
13 'L’RA/A{ o HONFET 4o By o CRUAL o 1F F A%
s Tee 24uF AR R PRI T LIF L
Litiv, TETES LRMACCAV), CRNACGAY) T¥ARE %1 T
¥ S R3 AN TR e T UiT TR F A e
Fi6ifl, 20Tl TR REASEGR, Cu B TR,

2aB, T>F2F > 3F B FYERIECRE 1K
B o\, 73 XMM Azanrio ab-aitt T Ew&tRA/A{ a 20
H//ﬁm Ua/2F o {-%_z {{’;a:/:?%'v\ FHET H, Tmiz7 v
2T HFBRU H %,



F28 SR e b B\ T Bk tRVAS o o

3 '
SB%RF I Eaold teNA"‘/ o SERBUS C K T LA,
(tRVAEy-Mt) € 3 FAYE 1 TH o ARNAY Pppie gy
NAPiL-7°¢ Z?Aaf'f*‘\l T’-‘L’ENA{ ol 2o T/

6575 BB tE et~ 1o

b-% SBIEaTr Eol tRAT 4 r‘&%awd&/ﬁ i%»
ool tRNVAT o /3%

E.cli tRVAYY 17 (58 v 2 SBIEN T m i A A3
NZWIE WV, 2222 a/fF sitFRANTS TR 17
FItET, RETr 5P > 2837w Ewld tRVAY 4 5'g)
$17%5 (33men) o (L5 MATA ot
b et | <Y "

E.coli hybrid tRNA(Gly-fMet) -

A
Cc . .
c. s B ol it Al
65 0 5BIERT 0 Bmen LAY, T
R o rFar YL 3BIELF IF Eoll
U “ceccclfa bej\/A; o thEEi% gj‘gaw

ufa C A
6 UMCT  Giceeq

c AUUAC Cy ¢t LRNA (B44) o /20% 2 fT7» T<.

Cu c 26 v ; _
§:§AG %@%%2@4—9‘!3%~7a 23 men.
C%__‘EA_ | l= pCAUp % bgalion = F ) & /o°
% 4 R L 10% PAGE ' /38| <. BAP

KRz F) 3K - Bh R A

[EZWJ LRNA (Gly-Hek ) .
oHet) | 5%\%%5F (7>F23F >20)

— 42 —



,tRNAGly - - ‘IRNA%"et 3 f%’ - . 31{54 ¥/ﬁ‘ %_

# o C{% N~ &wﬁtlZNA{m
S . O. - Mithrewge

is-g:; - r lﬁwasei Tmalion | 3REE | T
pCAUp ‘
RNAligase T

) nba X% N
% %) T % RNA Ligace 7' ¢5
C:L - /s 10% PAGE T

P.N.KinaSél F54 | Rybaud tRVA
T 21fr. HAWHEN
_JP | Comabpls TE(wH
| RNATigase L% 1o
VBAR AW\ T HRNA I

%§ vl AFF=2%
BBE A | =X

) | %7&%’&’:7‘;‘\2 7 9
[F45] tRNA(4Y-Met) 2 Bonizss o k. ($2%@40)
X, 7y >R BE

TEE 2V LLPRE0ITBEERT P00 Too AR | 1< tRVA 13
SEMH A (AR (21 By T3 ) BEHEBIEETS
9\, Al (AW Er L v W RB T
%2 Ewli S-lov 779733 > T tRVA o 3 Rit5(h o L%
1%, . H51ARZ e 117, Tfh(5F) pCp o ainple addileon
EfT7w 106% PAGE T tRWA%C) & HBE (T2, RMNase Tz 2°
RRGEGE L N (N= An Cn GnU) 2 30NK R, RAFIT

;lB.A.P. :




1T Cop o FRET o8 451515 Amp = Ko\ 3 Filhov 0%
ffihzvd it ¥ Basrc, | i "
s o Ryblh CRNA 18 K BLo 0R{BE I 1, T EEITE B3
Tiy 7re7°9- 2700 2B 0L eov T2 0
W, BB TIh: —BETY T 2BErian 2,
Rgbaid tRVA 17 GR %157 0 it s 1T 3 £ THR Iz 08
BiEofin TR tVA ¢ B3 200 2o 2y o BB
ARSase 1= 283 Thros =t %2 s ha, |

B D-7"t 2700 BB (T Ewl LRVAL o AT

R Far PUTIET ey e - REY kR L /AT S
CRVA « B2 DiL-776 2F v R\ R 15D6977 tRNA
WHET3, CINA™ o0 a4l SNG A R/FNRE |20 3
232 0T 2Ny sH B ARNA £ | 20 j%%es BT T,
Wa e - 8% —RBES/FT5 tRNA T DiL— 7% 17 &
WUCTLIRET AT hA 0ve BE T Ewbl tRVAL 290
1T D=7t 2T 4R\ K LRNAE i\, a0 2T
AFT =225 B T 20 E0\ 2 22 RN,

T7€7°3- RFat T25IF> 270 ot 2%
@ 2F &Rk ¢ B zh Rk, bRk se, Fa
> ) T ARVA™ o oo Bk Z5BE o 1R e R uTe. (B4)

RnEH 2 ¥ KT, 5BIF5 T TR 305 74 HF
BINTS A 2k ENAVUgaar T EEAT2 2 vz F YA
o 31%43 15 FAE o Eowll tRVAY o plase A HhE/58E

_44_._



E.coli tRNAY®t
(-D loop& stem)

A
c
c
A
cC A
G.E
E+G
GeC
L .
g:c A
U ceeecY A
G GUCGG
: 3
. GU AA"FG
c.c ©
GaC
GsC
GsC
c 4
Y
¢, 0

[@4b] Dit-7Pe 2700 KR (R
E old tRVAYH

10+ 12 »22(5half)

——«0Ori.

-XC.

tRNA(-Dloop&stem)

CGCEG  PpGGYGGP  CGUCGEECU  CAUp 3P
pCAUp p3'Hp
CBCGGECUEGP
C6CGEGGUGE CGUCGGGECUCAUp
(16man) pCGUCGGECUCAUp
] (1zmen)
CGCEGGEUGECGUCGEGCUCAUD
CGCGGGEUGRCGUCGEGCUCAU
( 22men) T
v

[B4T] DiL-7¢ ATLo RIR U tRVAL 0 AER2EEE

Ligation

10%. PAGE

+BPB.

22+ F-half >tRNA(-Dioop & stem)

’

«0ri.

+BPR

(5487 Du-7" 276 0 RIA L £RVA; AR I Fir3 Lgalion

. -



FI113e M2 75 7% Fe Avic,
(GGG +paGUaqp , CEUEGECUt plAUp o B Lgaliom J )
1BY % (0w, 1Zmen 1T VT UL Sephadsx G-50 1= 5 FH%
[ Tea 10ment |Zmen, 22mn+ 3B ¥0F 0 % Dgation 217
VTng 10% PAGE (B48) T BBEL, HEYa tRVA £ 181,
B\ ELRNA £ 2w T AF T =¥ ZBB1ELRIZ | 1=,
41z 2« 7 qov DiL- 77 ZF o0 BB tRVA T
BLFe -\ Gt TEFBE st 0T XTF T
ERRE- ¥ X EI coXPr9N, T2, DiL- 7N RRT 2L DiL—-
TeT@L-7akRTEBANTINC 1), tRNAL L 20 &
R 2RBERBnT e TRINS, 20K Mt RSase 1= 2

Aminoacylation %ﬁ&i NIECC Y [FLA Y Fo— 3
cpmA - L7#ar> 1= & 7"72‘,574’\%0 Di-7°»\
xlO"zn | T RBT WAkt 2w L g Ko tIZ_NA?'x

v Bko LE# 2k B 2 203 i
| Tl Blda leaw LTSS,
° Tl Klag b1z F) S 3> FY
1 / Ta thVA™ 3 GRS D
: zZ RABEETFANES 1 el
. RTMEReTIe7i- 274t
0 5  Trfabareotfaibhkei

A P | RVA ¥ RIK TR, RS2

“"““’3??"%2‘;‘%5 A B LT 5 RNA B G MA F

o—o : tRNAY, T=) BB ENEET S e F
a—a: TRNA(-D Loop & sam), )
x—x: tRVA (Gly~Met) 2 Ik,

_—46__



& W

/. T2 0iLBp%77 7% > F £ Av U RNALgace RS & 17
v Bl ARNAL 0 5N T, TRIFAT T A | T
2, %< o Kiaw BRICoEER 074 RNA Lgace 1< 2R3 T nBE v
Ehasifacris BB\ =,

2. Euoli tRVAS o TR IL- 770 ¥ £ 852 TYC 2 AUC
R RARVAET LB, z o X A= SR BEM AN
CYlh(FLACHBELRIGN 22 b)), TPL-7'n
YRR E.col Met RSase aB%iii PRS- 75 2 22X s T2,

3. E.eold tRNVAF o ST G-CoREX 28 0 5 AR RVAY
Loml ANk 2 2, x?fw’cRNA';at Rtho 274 =%
BAREER| o L, Fuold EF-Tu LOBRRolER 2o
&2 e R f=.

b Eoold tRNASS o 72 723 F > 2 BB | 1< 545 LRVAT
%R\, Mek RSase 1= § % 38312 13 (AUBAI0SSU BT, 2
o BeF| 25Tz § 4T o ke @l pmaue 7 5Eic {’Ifan[ a
VR0 £ A < ERBINL L LB L7 R,

X, T+53F>0 SRIGEL: LB\ (BT HEEV
L iloash <G | 14 ML RSase (1= £ 53 7?5&,('11%3@( 13
v 2 raNdhv, T-o

5. E.cold tRVAES 0 7 > 5 2 1 22 % IR T 4545 tRVAY
1%, Xemopuo Laevie oocyle W T ot &) FEIENE
RHELeRBULE, Gy 753V >aesl+ tRVAa
FRECEHET A e F | 2, X, Bl C1iH5

— 47—



%&&U’&v‘iﬁém Xeuopm Losnria av‘aﬂ'e, ¥ 55k 2 o
FANE AR | T,

b .ok tRVAY o SBIFAF & B okl tRNAT 1< B3R | < <RNA
fl/“‘ﬂ)sh 2 0 /ZF N Mek RSuse, Gly RSase l-ﬁf‘ﬁ%?*\@ w2
tn\d’w\ <

T.. E.cold tRNAY & Dit- 7°tZ¢Am’Zﬁ%(T"CRNA% A
(, M\'IKSase( FIhTorAFA=V 228 TH:ep
y AT T A



woE

FRARLT# - h1=Y), Soptrmh, #RETI 7 (
ISR 2 %4 {’Lﬁ’%ﬁﬁﬁ (RN E gy o AL
(RS TE) T,

FF-Tu ¢ 5 1T ue 3 3(1'%14"%"&%%%%?&
FRHAEE, tRNAP € 5 LT wR RS E LK T4 )7 Yole

K% D.ssll 18+ = B 12| 3 1.
 Xowepwo Jawia eyl Ao ware onfedion ﬁfiﬁ“gﬁg}‘z
vl e ARE - Univewitz Libre de Bavaellea H. ﬁ';wq?aam.
BreBhror| 71, |

2o FARAY - s oMl 13T (& T
P98, LIRS Er, RKREAGTERA (3T,

R, FALod B rrwb) FRIEHE T “=F3 3\
RIRRFGHg rhvh-Hs, Buk-ds ¢ ol ¥
FH% o ’é‘ﬁtﬁ*ﬁfﬂf't 31,



— 5O —



Z g 0%

Moterials
- B ,
Hea ) RNTY" - B KirhRINnELs
. ools .tpw/\?‘* T2 A AKR Yl K% DSsE'T FY

. rsnreta
Pl-&£1-8% BFETAY F- 7R
(% 1-T3 /8% AmersRam
Filiie Acid-SF (fencoveim)  Ledere ¥, RBEDrEAX

_ s
A3 . |
RNA pigack B2 PN kinace (3% phosphalase free)
| | B RBE B snrt g
BAP WolengZon Biochemioal Conp. (BAPF) , RUA"
2"/@3%—4%5\\@%:

RNase T2 Z S FRALYE

Riase A ‘BM;%'HW%L

R71LT—€ P N aBBHEAR I

2oL T-€ 8l =% HAALE

ook BMEEEE S-loo B FFEHETHE

Bowll EF-Tu-@P  RE K7 ERFMAN L4 A
o Hr 5 4;_&,5-5*\19_%‘0, L

Xenopuo Laswria ooogfle ~NAX = Uniweratle Libng de Brogelleo

H. Grovpean TE T 5 {5G T T Lo

— 51—



o fol kg

DEAE Sephasen A2  Pharmacta 3

DEAE (Mafeoug (DE23)  Whikman #z

Seghaden G-25, &-50, G-lov Phormacia ol

Blo- Gd P-2 Blo Rad %=

Bio - Gl A (08m) (300~ 200 meek)  Bis Rad 3=

DEAE (Mlubore plate ( polygnrom cll 300 DEAE/HR-2/I5)
Maakvw? NA}J AL

T2l SF(ee-2 8B 7L-+) 7132 BLKEALK

Method

° RNVA Myaee B IS
B 5pmH HEPES -NaoH (pt$13), tomtd DTT, tomif Hyllz, "
(0 p4/nk BSA, lonlS% DHS0 () % /BT bufher B 257°C T

'i‘/*:.’\"f['(:. v
AEE, BMERE 7P HEY L FIRET S,

o PN kine B0 -

B 5oeM Tris HU (pH%6), (0wH Hgla, 2.0mM 2~ L3
>, lowH DTT, o lM KU 22T buffer® 37°¢T 4> %a
N-b T, | .

%%%, WMES crveFAE LIS 1%ET%,

p



° BAP fn#2

bomM Tris HRL (pH80) %, FE | pusk 1= KU B5F d008
wwk 2, B (oo~ 200 yM 2 14 T 0C 1505 (> Fa
R-t {1 helfF, 12, Rici4i7 RSt FIE & 50uM
s HR Guas) Alp o 75 7 -v, Jo e fiL WKL)
L&, 2 2BH9>~0 0, 72/ -JAt T K DM T
HR (as) T 3BEIG L 1905 KBt Ey 280 1 -FT
?[ﬂ/?n 1=. /ﬁ,ﬁ? AnL-FILE2 5‘3{1 SRt Y §orluw(ﬁ4( G-50
< g 1=,

° RNase To 1= §F 2 RETE
4omMBER 7> 2= 9 40 bulden (pH45) W, BB 2 Ase
wak (X< ) 7 RNA ’E/\D) ENLTHERY 0.05 wnd 02,

Lo,Jz T 37°C 3BEPAA > K2~ - F |\ 1. RAY(h SRAW
piic 2427 b 1 1 pR3.S a R T VEP €{7%,; =

o RNuse A= § 210 7HE
ot RRAE

o Nucleans Py I=F3 RA/0H%

bowH BEBAT > T = V4 buffer (p60) F, HHE 2Ax
Wk (Xe ) T RNA 2/2T0) 1= 5T TBERS 0 I png w2 2,

topd v 37°c ZB«rFEH/?h'\~}-lT- '



2 fR9 27
B DmM T R GpHAS) CARR e Tzl — 1L, P8 b 7
WadBR (Ui, %) ¢ 3B\ BEmwi 28muiFe §T
T$7 Teo Tz / — ILFBIT 5DwM Trs HR GH25) T Faph & 3
Fafriv FUHokKIBE e, 20KAF L-TUT 5K
A Trl -, JeefnatBRE | E-TIeEE%
T/ - WHEL, RIF Sephadex q-501= 59 BER 7=

° L/ - it BL
3B 0 29/ - LEWL —-20°C T TN EKRw\ (300

rpm, oHPENC L b 5 L T2

o SPANEBEAEN (pH 3.5) -
RE P NoSIA & B0, 0.2HMBEEE T LT ) > buffer (pH
35) %, 35 Vi 0 BRTAB| T=o ABik FERE BRI,
Bwm PRy TRFZ>T L =33 >F7 27— THI2F

2 BE| T,

°c ZRATLC | —

BT 2 F15" . WRreLe-ZEFR - (7
il SF, 10wx 0om )2 AR b\, —R7TB% 47 BEEE
~05MT>2=TF (6:3, W) 2 B\, =RTBY 177°

O = - RAEE K (700158, Yy ) TR,

— 5 —



s Re702 7% 74 -

SW‘%T”&M Wa 5 4 FE 2465 1 homominTure & 3%
Y11= 7T >t DEAE - Clledone plake 1= %5 | | R 1%,
pfe & MeOH T3fv A4f > 7 a @lp1=EF o< - 1 —BRR
(14 X24>37)-LFFF), 2% TL>3q k), |
HEMET 7 2 (K)) B ARy L, Lihie1F Whatwan 3HM

A ECERR Y (U7 1Tk VAL 1T, T2, (b0~
) RER-w- ov plife o FIhr3E | ERE CRM 2L,
A#i% RE AW EE< -4 -0t Poac-n-3 25
F\2 G977 T8%, Xnog 76 s i | RE (T2

RE702 L7 5 aonb A2Fy FoFrneB413 $5/ 17,
AT v 5o BRs 3y 202 7°72F 7B )07
1- 7V 0BERePTIRES: 7ntal: ToL-9 -1
2 Coenkev 3t TRIZEL B L T

o ZREAER 29 V7771 — |
Wu ‘ZI’? Ry Swwzkaﬂm? %49 o FE =T,

° TPI/ TYIL{CRI

BT thvA o 73 | BREBB1EIT Ko, Vexr 2 KH3
Bzl e ZT 2% TR, T

Rzl DF t Whatwan 7727419 - 12 285 F U, K5y
TCABRC U= KAT 0sMaE | . 2adtifeizz
B3t 3774, 1%, BhoH: Eho =11 (W) T el
KRF GAAHE (e, 1eneBATR, Rty nLy- T st



Ri>7rT EG: «, Ti/Trnfe Ric a5t

FLL>% 224 L-7 HEPES-NaoH (gt &.0) ol M
e 14-” N :,J M}(Cﬂ'im)z towmM
T Coans>rei KU (o,‘n

- MMM (Om

i | 7= \ ATP 4w
Km, Viox 2 K02 ¥§ CTPw] o ;w:

“ - L-[u-1C ] armune o M

m/_%.ﬁ‘ 7 $od . BER1 CRVA A
LT %, E. el S-i0D | g foud
150l

vnenbate ok 37°C fon doumin.

NPT U AP SVEBRAS |

o~ 20% 20 T2YLT e FBRCTI7IILTIF: 277
BT IF =3 | Ww), TM urea, 45uM Te's borale
bwﬂ;m (pH84), 2wM EPTA) I- BARBE 7> 2> L TEMED
e 2T rvic | 1=

SM;XX BT BTN 0.5~ 2w, P 20~300m, E g 40om
AFRYNETFRAF ) N7 2T 0LEIE) 227291

PR ATEARE, |

Diakged o /e 13 Moo Lakoralonies Inc. % o PREP- DisC
LR 70mut x Fom o TILEIRY | 7=, ‘

a7l 0 Mﬂpﬁ‘]whq i< 285 f5IFE WM’L’ 211 Lo ,
AMEerBan 10Ny, REEE =7 >7°uble Lrolury aobulion
(4 wea , (owM EPTA, 40mM Tr's borte bw%m c,w\et-)
% KC.-BPRB) % 2~ b pl WRZ (00°C, 2508 1B ( mﬁ;
437, 1=

— 5 —



Ko 1% ,,w;d CIEN72AFe 3T\l T 77T FEw, X-
noet i ravEigia 79-4- T REL | =, DM_Q/I 4
T BT (A RT MK T3 733 > 2aFF AT
= AN\ T CMMJM’V*%\J:_F N B%E | 1=,

o KK NG o TLEE o Bh ,

Moo - Gilbet 0 TED LY\ FL 2T, T, BEA
budbher 1= (7 SDS & 2 2 T IRE| =0 HBBREEBL,
Sephaden G-50 1= | 3 REREITE v Bk B T,

* DEAE- Gllbowe (DE23) 156702777 74—, waa
RBHET VEAE-Sephadax A-25 17 670 2 | 77571 -
YIREG (3~8A8R) 0 7Y " R- e MBERE T 012 Aun,

TEAB buffer o BERBRABLYI F)Be | T=. Rhn & 12
wW/R 073 70%3 Y Il 1Lzl Tg GAT,

o wua B F PEAE-Sephadex A-25 1546 70 2 9"5 7
(= |
BABw 8~ a Ty R— 2B BYUTI 4 FRAuE. TH

Wwwa, zomM Tris HE GR2S) T3 TF (¥950%C), Nall @

BRBRAB §) BB T RRBITH LR T 777 53

>elT o877 Enr,

= ,Sth(m G-2¢%, G-50 NFLI0RFIT 74—
fErs o Eﬁ?z‘fimﬁwfrw, ﬁzv{%v»ZOwﬁ%ﬁm 777

_5-7_..



AR, fematlon1h ATP v 740" - v 2% T3 8Fic
k3 4>omzzfi Ligalionfhn 7 ) 3' % - Lo BE1z17 K3
P0um FEfh o 70 % AV I

N7 nvet 7Lt apply 72050 Z“Q%?&'I%%%’?‘?(
L Feo JBBIT 50~ [0 wM TEAB buffer & v 1=, BT E9/6
wW/R. 77953 > e | TE IR T2 BT

° Sephader G-100, Bio-bel AloSm) 17 6782 b 7574
%,\5 Goun & W5 L% AV, ool M TEAB buffer T° 5 (| T,
AEITE) 4R, 77723 > L 1 TEY kT2 G T2

\

o [¥-PI-ATP o 0% :

Cgun— Chappell B 1= 510, B350 %A 24\ K 23
| % 1=, 7t PPy E) > 85 % ﬁ’ﬁ%*/ﬁ\t l qua‘)‘ﬁrz&[
BlE Ll wa i)y > BRe/THE T

RIAIZIT Dorer 717 0 1= applp \ 2% (= [r-PI-ATP
¥ 7R & PEAE-Sephadint A28 115 4 1= B3 € Te, 5DmM
TEAB bodfen UREeRSE 0.5 M TEAB beffen 7754 (T2 240
’zi}éﬁﬁ?‘i@ | TEAPR % %l:ﬁ u TC?&, (©miM Tris HUL (.f”
7.8 ) 1<k | VR IE | 1<, |

o UV wkdra 281 %

A7 FAERE T BRS 7 0E- A/ﬁWﬁlzé}"i
IF 2z00- (0¥ THRVE [ T=,

NN /ﬁﬁi\ INE > 7% a 79'111’ [F /\LTEX Biockemacal



Uv-Vis Mm&ﬁs«. 2@ L 1=

- MATRERIE
BE Aloka Liguid SMM A»’Q&()CWW\ [SC- 67/

2T 04% diphamplonagpls 001 % Tiplumglonagete. o
l"lLI—‘/%i&W’L“?&'I%[ o EE\ #762v2 | 7'5 74—



$-% 0B

o ﬁ' t‘
CRR% %, ?%Hx%efxzr Frote, buffenis melhod i<
L

Substrate [r 2pJATP PN. Kinase Vo]ume T1me Yield
(uM) (uM) (units/m1) (u1) (min) (%)

1. UCGUp 100 152 50 500 60 46
2. GGCUp 100 150 100 1000 309 19
3, CGGGCUp 50 100 69 720 45 85
4, UCGUCGGGCUp 23 75 47 20 60 76
5. CCGAAG 400 800 94 73 60 - 60
6. GUCGG ' 1000 1077 250 200 60 88
7. AAAp 101 187 . 64 692 30 100
8 UUCAAAp 100 143 179 140 45 53
9, GUCGUCGGUUCAAAp 80 160 - 64 25 30 88
10, CCCCGCp : 200 267 100 150 90 99
11. AACCAp 200 240 100 50 60 93
12, UAGCUCGUCGGGCUp 55 300 300 40 50% 95

UCCGGCCCCCGC- _ a
13 AACCAD , 68' 150 100 : 40 90 93

GUCGUCGGUUCAAA- :
14, UCCGGCCCCCGC- 74 148 111 27 90% 83

AACCAp : '

[&2] #-% o kinalion
0) BEE #2347 b0°c, 57A & pubead BERE 1% 1=,
ﬁﬁﬁ“'ﬁzi&%«%i?ft/Zr a’
/. DEAE-Sephaden A-2% (CPD\7KI$-M)

TEAB&WH;M 63M b I M%FT WJZWM@WM
TRBA =, |
2. DEAE- Scphaden A-25 (@09 % 18 o)

TEAB buffer 03 Y 0.1 M FT tlad 200wk & grasiend
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T%h | 1=
3. Sephaden G-25 (PLIx boom)
4,89, 0,11, 12,13, 4,

Sephadex G-50 (Po.qx 30cm )

5. DEAE-Sephade A-25 (0.7 20cem)

TEAB buffen 0340y 04M 37 toted /ol & W z"
B L T |
b. DEAE - Sephadsn A-25 (R o8 Xlbew) S

TEAB buffer a3 Hny 0.8 H 77" Teled 2000l o grodeent 2"

Bhl 1=, ,
7. VEAE- wwm(veza) (®odxlbom)

TEAB buffer ol M8 0.5M 37 Tl 5wl 0 Jrodkend T
BH| 1<

° ﬂ,:.gpfni«v\

Risk &, BB K3 20K, Bufer s wthed 1=
Tty RNALGace TR 2 2 i 1= bo%c, 5/ATE prekeat | s
Yl e fm R F1h e 7 7. |

I, 2. 20% PAGE (dick), %2 BR 407, a:°> ,,.Lﬁaonfa/ﬁ
T 799733 > &l |

3. DEAE- (lluboes (DE 23) (P 0.6 x IS o)

TEAB budfer 03U 235 | M 3 T Totad 200wl & radeend T
/%\31(1'

4. 20% PAGE (dik), %BR 407, a:‘*n%»ﬁ éod/f.z
77 9 ¥ a /'&%{J‘)f’,
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Acceptor Donor ATP RNA Ligase Volume Time Yield
_{pM) (pM) (uM) (units/m1) (p1) (hr) (%)

1. UCGUCG - 100{pGGCUp 167|333 250 120 1.0 4

2. UAGC 240 |pUCGUCGGGCUp  80{200 180 5 2.0 119

3. UAGC 150 | pUCGUp 100}200 100 200 3.5 71

4, UAGCUCGU 100 |pCGGGCUp 114|200 214 70 2.0 31%

5. CAUAAC 1000 |pCCGAAG 100{200 . 100 80 1.0 39

6. GUC 2000 {pGUCGG 100{200° 50 1730 0.7 40

7. UUC 400 | pAAAP 2001400 100 165 1.0 73

8.-GUCGUCGG 150 |pUUCAAAp 100]200 140 320 1.0 36

CAUAAC- pGUCGUCGG-

% “cceane 150 LUCAAAD 100{200 115 12 1.0 52
10. UCCGGC 24 |pCCCCGEp 10| 40 50 2500 2.0 33®
11. UCCGGC  132|pCCCCGEp 100|200 100 280 2.0 65

UCCGGC-
12. CCCCEE 101 |pAACCAp 116229 114 70 3.0 38
CGCGGGG- pUAGCUCGUCG-

13. UGGAGC- 74| GGCUp 111{227. 535 12 2.0 31?
AGCCUGG ,
GUCGUCG- pUCCGGCCCCCB- - N
14. "aoucana 299 | canceap 125|200 150 20 .2.0" 82

CAUAACC- pGUCGUCGGUUC- ,
15, CGAAG  159| AAAUCCGGCCC- 100{200 153 17 2.0 32

CCGCAACCAp
(%3] $-&» ugax“m' @) kinationth o PHEY2
b) BAPROR 1 o HEE U

5. 20% PAGE (diak), %8R 32V, A°>7°%& dowl/r

T 72933 s %nt,
6. WHA TFET DEAE-Sephodern A-25 (Po.3 x3%um)

Nall oM =5 0.5M 2T totald 80wl & W(WMM

TrsHL GHLS)THZTF ) 1" BH | 1=,
7. DEAE-Sephaden A-25 (Po6 x 18 om)

TEABW o3MnG [ M2 T WZ@M@ ;/LaMz"

/%"& l Tz

_51.+_




8. 1) wwa 1372 T DEAE-Sephadex A-25 (P o3 x docm)
Nalk 0,26 M 935 065 M %Z“W [20mf & $radiend (sD
mM Teis HR (pH2.5) T3 F) 54 | .
2) 20% PAGE (dik), %8 400V, A5 750E 54wl
TI177 3> e Ente, oo B 1T 24% 7%
1=,
9. 20% PAGE (dick), RZEB%E 300V, 74°>73HR 44w/
T 73 7ya>eEnt.
10,12.  Sephadex G-50 (Po.? x §2cm)
H. wWUA T3 2T DEAE - Sephadex A-25 (@03 x 43 cm)
Nalk 0.2 %4 016 M 3T Aol 160wk & graciesd (;o
wmM Tris H (pH 2.S) 342 F ) " B | T2
13. 20% PAGE
4, s«/?kmbzx G-50 ($o94x82e~, Pl.0xq0cm)
5. Bio-gek A (6.5m) (20~ 4oo maek) ($0.7x Tlemn)



% %0 E8R

[ kl

RI&, ﬁ%«%eﬁ4rmtﬁo

I<60°C 5/3pdl prebest | Tz,

PN, kinace 72 23 B

Substrate [¥2bJATP PN. Kinase Volume Time Yield
(uM) (uM)  (units/m1) (u1) (min) (%)
1. CCGGCCCCCGL- : :
AACCApD 94 150 150 40 80 99
2. AUCGAAACCGGC-
CCCCGCAACCAD 100 200 250 30 75 83
3. (43mer)p 100 300 100 12 45 55

(%41 $=F a feonalion

HEF TN Sephadek G-50 (§ 0,95 300m) 1=

o Ligalien

Ris%k%, ?%%$€ﬁ5V1tﬁ

1< go°C 5/ppd prheat | o,

J:I} fT’J; T=e

RNA Ligace & 119 2.3 B

Acceptor Donor ATP RNA Ligase Volume Time Yield
(uM) (LM) (uM) {units/m1) (p1) (hr) (%)
1. AUCGAAA 200 [pCCGGCCCCCGC- 100 | 200 100 32 2.0 87
RACCAp :
2. CAUAACCC-- pAUCGAAACCG-
"GAAGGUC-148| GCCCCCGCAA- 100 | 200 100 21 2.0 60
GUCGG . CCAp
3.5'H 79 |p(43mer)p 391 94 122 16 2,00 9%
[%gb’] %:_.’%‘m l)}aﬂ»‘o‘n ‘ a) BAPRRR{% n BB E

— b4 —




Bileo 535 AV AR E 7T,
. Sephaderx G-50 (Po.f X 74 e )
2; 3. S&pk&ol-w( q-’lo'o (¢D\7x 90M)

° E.wli tRVAY o RNase A 1= F 3 T2/ Fl >

o (%%, = Eoolt ‘t(WAfM 1,05 Azto

15 : Tris HL (ph7:5)  50mM

. ﬁf:‘ {i '/Q\BSA"& /'7'0/41. mzZ, H}az P (0:,1
R bufper (FomM TrisHU (pi 2:5), Riase A 2514wl
omid Hyla) T AE & 300l I2 foopk
P 4 oncubale ot 0°C for 30min.

WEL, =F9ic A7 /-1L
( DuM Tris HR (pH%5) Aige) T TR
$> 27 LT (28) K DM TrisHR (pH25) T eti e 2R T
Tv, KBz 2-F0 T 2043 =1k 27/ - ILLFL *
{778, T=o B % 25 1= EhoH: Era0 = (1] BRI, T 1§,
ZH 0% PAGE © 5'BIFm e YBFmFeREE LT,



EEE PR

o kinalivn :
Ric-H1%, Bt kb 71 1=
Substrate [¥2bJATP PN. Kinase Volume Time VYield
(uM) (uM)  (units/m1) (u1)  (min) (%)
1. AACCAp 167 133" 173 30 60 50
2. GACCA 100 157 167 30 60 70

(% 6] %2k o feinalion

Bt o 4% 77,
[, Sephadex G-50 (0,8 230m)
2. ,Sepkowl.ux G-25 (P1ox2bem) -

] ﬂiﬁzz'
Rk 14, BRRFLRT R T, RVALgace &9 2 3 i
12 bo°t S/PR o proheik % (T2, I,

Acceptor Donor ATP RNALigase Volume Time Yield}
(uM) (uM) (uM) (units/m1) (p1) (hr) (%)
1 72mer 50 [pAACCAp 156 {1250 212 16 2.0 16
2 72mer 50 |pGACCA 13111250 212 16 2.0 30

(&1 $=Fa l}gaﬁ)m,
Vit {7 0% PAGE I= F Y 1778, T=.

- @Ay Eggatic iz F b 3Fah -5
59»%/;[ 5 a FE7 81178, T2

—_— b —




nukeane S1 2058 F1) 155 0T Ewld tRAD o 3 Eth s
4 BEBEINTEAT (BAp uwit)t SouM BEEIT F 1 YO
(pH52), 0,8uM NaIOg B (1A wolume bopl) EET, 4
2o R\ B EmkEa 2,3 do- el SHIH =, Ris
Yo Bo osH 0] - R sz BET 4% oSBErA R |

| & Nal0e & B354 | Tee  EtoH BBR &, 36 1-RE
© BhoH T 3%, =1k ML, 2k 025 M Lys-HU (n9.0)
e 2 kT, BB(~2C) 35 RIC | =0 RAC(E Lo

[ M AcONa (pr4.6) 2922 EAOH IR B 2fT7¢ v Aeel | 1= &

BL ¢ BAOH VL v BiYE| =% BAPR2 e | Aifho /) > BhE
BRE\ T2, B 2>02 714 0% PAGE T B8\ 1=,

EED B [5-7Plplp ¢ RNVA LgoeR I= F 25 wumgle addition
(= 89 3EBHe IxiLeBAl, 2o DT e 0% PATETE
%ﬁ(, RNuse T2 ¢ /21788 | =, SPERBE GRS (pH3.E) = FY
G A e L2 BLi1anZiho CHRRETIE 2R
% 1=, | |

@ T3/ T tRNA - EF-Tu - GTP 3'@7‘%55“6"’?“”{”
G-tov & B« 1z aeansy
EF-Tu o 7B1Es B2\ 1%, %= 7 T %1% ¢ =@ RLHT

R T, T

Sephadenx G-1oo (F baffer (50mM Trnis HR (pH78), 50w
NHq»(ll (OmH M? (OA:),_, tomM WM, /o.«ﬂ GTP)
TR | 1 23 7220t appli {5 BIU buffer T 0B
Bl1, £BKr777%3a > % soopk /93 TESE i%,

_;.57___



2B YA F KA1 7% 7%3 >% 77R705-

Trns HWR (pH7.8) 50w »
. MgloAcn 10mM 1= R B\ BNy,
“NHa (£ - 150mM _
mencaplocthomel 10 mM _ CT>%>25L-9-72
- TP . 30t .
phevphoConat) e ‘33"‘;‘ 1y » e #B%E | 1=,
plmhmxt feimale N .
EF-Tu- GDP 6.3 (3opmat) NI S AT Val—tkNAw
308 GREAETERTE, Mek-

¥ incwddhe ok 30°C P 30mim, Mt ot .
} odd [t ek~ A o [ lcougd VA F AR T
o [¥C]- MA-tRNA (GACCA), 5~ (o pmel
| meubate ot 0°C for Smim.
¥ g {lnation on Sephadex G-10v
of 4% (R0.7x tbem) '



Fokaog g

° kinalion
Rk, B@udeke 251 T,
Substrate [¥3b]ATP BN.Kinase Volume Time Yield
(uM) (um) (units/ml) (p1) (min) (%)
1. 3'Hp 67 100 67 120 120 56
2 3'Hp 78 117 122 50 70 85
[ 3. CAUA 150 100 50 100 90. 59 .
{ 4. CAUAAp 99 150 99 80 90 . 63
5. UCAU . 100 100 50 300 180 56
6. ACAUp 106 83 37 141 60 47
7. GCAUp 100 78 87 150 120 . 83
8 CCAUp 120 90 90 - 167 120 93
9.UUCAUp 104 80 80 125 120 89
10. CAA -
11. CAC
12. CAG ,
13. CAU 0
14 GAA > 340 260 180 50 90 dg
15. GAC :
16. GAG
17. GAU

[%8] FmF o kination

Yo SARWEG 2T T

112,%,9. Sephadex G-50 (Poagx23om)

3. PEAE-Sephadan A-25 (P o5X fon)
TEAB buffen o.ZHﬂ\e 0T FT totul foud o pradiend 2
BT,

5, lo. DEAE-SqAaM A-25 (Po.Sx o) |
TEAB buffen 024975 0.T M 37 Tlad boud o pradiend T
BHl T

— 49 —



6, 11,12,14,15,16,17.  DEAE-Sephadex A-25 ($ 05 x bom)

TEAB bufber 02M 035 0.8M 3T Btad boml o pradient 7

Hd | 1=,

7, 8. DEAE- Sephadex A-25 (®0.5X fom)
TEAB warM 0:3M0v5 0.9H F T Tolad éowea,ya.aM z"

/%‘ﬁ:\ l Tz o

l3.v PEAE- Sephaden A-25 (P05 x bom)

TEAB bw%m »o‘u'w\g' 0éM 3T y 7Y 4 éou_/eas ?/MM "

j‘féﬁﬁl 1=,

o ,@Lgaxvvn
B4, FHBELERI =T\,
ic go°c, S pfl preheak | T,

RNA Ligane & 72 2 3 B

Brr TN T 0% PAGE = 4 117, T=.

o T3/ T 3R (Kn, Viax atticds )

i 1A% 0% =,

tRNA o %35 CCATLH © 151B |
5%, [C]-Met 02T RIS | 1=

Riois 0 20P2 17 wmethod 12383\
HiL L Bl-=if7, 7=,

— 70 —

‘tWA OdS~ 2.0,«“
CTP . 0.8 wmM
ATP 4mM
HEPES-NaoH (yH8.0) loowmM

: HzCOAL)z tDm:
[0 wl

kel 10mM

E.wls S-100 1 wald

Yoncubate at 37°C for 30mun.

VReat ot |o0°C For Zumim.

['QC]- Mok ‘ 18pt4
E, ol 8-lo0 05wy fud

lore

¥ neudale ot 37°c ‘Eo-\_zow‘n.



Acceptor Donor ATP RNALigase Volume Time Yield
{uM) (pM) (pM) (units/m1) (u1) (hr) (%)
1. CAUA 1425 |p3*Hp 95| 250 143 40 2.0 4
2.5'H 66 |pCAUA 66| 133 108 80 2.0 11
35'H 100 |pCAUAAp 125{ 300 100 40 2.0 20
4.5'H 80 {pUCAU-  167] 300 120 100 2.0 16
5. 5'HpCAUA . 30|p3'Hp 120] 480 241 25 2.0 42
~6. 5 "HpCAUAA 50 {p3'Hp 125 875 376 16 2.0 40
7. 5" HpUCAU 75|p3'Hp 156| 938 375 16 2.0 49
8.5'H 100 [pACAUp  125] 500 130 40 2.0 25%
9.5'H 100 |pGCAUp  240| 500 130 40 2.0 239
10. 5'H 160 |pCCAUp  200{ 500 173 40 2.0 25
11.5'H 100 |pUUCAUp 200] 500 173 40 2.0 25
12. 5! HpACAU 63|p3'Hp 12511250 376 16 2.0 15
13. 5" HpGCAU 56 [p3'Hp 12511250 376 16 2.0 7
14. 5'HpCCAU 50 |p3'Hp 12511250 375 16 2.0 21
15. 5' HpUUCAU 50 |p3'Hp 12511250 375 16 2.0 30
16. 5'H-1 67 |pACAUp 400] 670 201 30 2.0 30
17.5'H-1- 67 |pCCAUp 400} 670 = 201 30 2.0 25
18. 5'H-1 67 {pUCAUp 200{ 670 201 30 2.0 5
19. 5'H-1-pACAU 60 {p3'Hp 96| 200 344 10 2.0 17
20. 5 'H~1-pCCAU 50(p3'Hp - 96} 200 344 10 2.0 17
21. 5'H-1-pUCAU 10 {p3'Hp 481 200 344 10 2.0 21
22.5'H h pCAA 17
23.5'H pCAC 17
24.5'H pCﬁG" 300 10
25.5'H pCAU 22
2. 5'H > 67|0Gan [ 433| 667 200 30 2.0 3
127. 5'H pGAC 12
28.5'H pGAG 13
29.5'H J pPGAU 28
30. 5'HpCAA p3'Hp 7
3L 5'HpCAC p3'Hp
32. 5'HpCAG p3'Hp
33. 5'HpCAU p3'Hp
34. 5'HpGAA r' 13 p3'Hp 3} 600 300 3 2.0
35.5'HpGAC p3'Hp
36. 5' HpGAG p3'Hp.
37. 5'HpGAU 1p3'Hp J

[:%ﬁ?f] %ﬁuﬂ%ﬁﬂa lk?atun\

4) BAP ZazBik o ? Rlygte

— T —



° tRNA,r o RMase A 1= F % $RB/75%
b= o R U3E | £ L7 ) 1T, T

‘ )
s Fu i LIERA

Jev-i T Hitvite, T £RVA xr

Ricih Rieke2%4l, — ﬁ:ffiﬂmwm) Yo w1
KE %a %3 JTRNILI- 2 5 IK“ toctharis? ot
FU AF 1250 Soum CusOe-  ATP H
0:3M Tris HR i 2:5) SBfe s ow 2, [el-tet e
31°C 10 /BP8) Rie \ 77R741L 7~ Eowls §-4o0 Imafd
c A% b\ Bu T7RZ0I— 15 . o opd .
KREXTCA Bl oamzm, - eddle a7 o Tons

R BAOH-BD (131, %) R 7 S48 2m3\, Btk Fz
>hy2FL-F- vAV 2BVl e CuS04 202 1= 51
fMet- tRNA 17 deacyf 4 T qurf v o7 Mel- HRNA 17 deacyf

IC3IN3 20V (wSOaRFELITH, who AT ¥ o 4770
N, XNy v FEHTIHE Rl LieadpFe (T
7T Hb | 12,

CHRY -k Ta wkl\/A 4 'tEAIA ﬁ}éii‘p’ﬂ

Nowberg & o K387 1< F) 1T tRVA oM
. mRNA 28 uM
"¢ T HRY - & 1F Bl Al Tris HR(pH7:5) o.M
CTEOWEL Y R I o
ATP ¢ PN kinaaz 12 FY) F ~ab (T Bk nikvoont 3080708 /.i,;n
20

TVA & Bl e n R 5T R L T=, mendale ot 25°C for 30min,

_— T2 —



MEVA L LT FHR-2Rv T,

Rty ¥R buffern (01 M TrisHL GH 25 ); 20mM Hgload)s, spnM
K)z 5ol ez AT NS - TRBI =, Bffa buffer
2wk T 3E) ALI-2EF| =ik K, Pz k3> F
L-JF-7Ta%> F 2B %I 1= -

RBE9 1 FrAD > F e B 1317 Eald tRVAT ¢

AT & REBYERE loZ & |, 20t hoa®GRavSAe T
l T2

W3V BB - T2 tRVAT o S'BI ¥4 5 0 3/ F k- BA
bzdo RBECILE | F IR, T
bR %453 o oo r »I23 01t Riefieh
o VBIEA 3 LN L CRNA 0 ZRBE L F € 114 Brnl T-,
(3BI¥ AT T 10% PACE T S'RI¥MT ¢ Zicth/aRETE 5,)

o Xomopuo fatvio oogle ~ o miers Cujection” (@ 50)
PIGgAYAHELEY BT LB Barth plutin™
( 2uM Tris HQ (pH26), 89l Nall, [mi KU, 0,33 mM Ca(NO3)z,
04t (alle, 0:32wH H§S04, 2.4=HM MaHCOs , 0.0] 3/L pericilling,
ol y/h 4‘&%'“705%@) w1 e>€s Fr Ay THREBIE (=
GEEL, 20 acblion B 26¢ F oapedtion % {179 3 UIR15
| &, | -
TP Injedtion & 11725 BRIk 13m0 vpm, S
N odued 2 PEE | 1=, (24 70N F 0232 4 %’fﬁ("f:

— 73 —



m) | st x Az
AREAIZ & Poath pelution o

XNy - LR, | 4
itz 723 SRR
o $BRE 1 oul T'o bagedd

[ Teo ( | 9P G SAREH 1= 1) 00025
prnl 0 LRNA % iajeck [Tce)
ekt 2o N2z FR7F
2 = 7" (I.5wl) = §1f) » AR4 |
Be Baath solalion £, 207 RSy
T A Fa - b, NS

I§704>3%73aY

II 3/ 7/ 24’/ 4’&, 72 H%m %M{'

M f>Fa N - Hig Buth l
wellion L1R1, 1'% 2 B THH | 0/4 o
HEBRLE HERY | 2o Buffen A7 - |
(0.2 NaOAc (pH@S), (OmM '

Hylla, Lt EDTA, 2% SDS(%)
20l ¥ B o1z PL ameperd | Tzi - 7R RTLOL=

[ 2| % (02M NeoARAR2) 2000k VP 5> 427 | T

Tz ! — LHBE £13v 0 SPS LD buffen lov,d 2 Firtdh
l, Brew KB Bron 7oplme 2 BhoH AL ©1T78> 1m0
SRBLE Efor:odM MaoAcGHSY) = 4: | Bk A | B
L =1% 10% pAGE \= apply | 2o -

(30 50] ARESEAE e ricro i jelion

—_— Ty —



2% 028

o kinalron
Rivki, BHRFe KiorF T
Substrate [¥2pJATP BN.Kinase Volume Time VYield
(uM) (uM) (units/m1) (u1)  (min) (%)
1. cAUp" 250 150 75 200 90 47
(2.3'Hp 81 119 81 62 90 44
3. CGUCGGGCUCAUp 100 334 100 100 90 80

| [%&io] $2Fa kinalion
Bigo 7% B Rt E 7T,

1, DEAE'SePImM A-2¢ (4‘{0.5’)‘6&4‘-)
TEAB buffer 0.3M 9% 0.8 M 37 Lol bord o pradiend

CTEE T, |

z, 3, S*f“"""’“‘ G-50 (9o 8x 23cm)

o Ligalion |
Ricki¥, PRERFeRUIEFI 120 RVALYaces 22
Bl boc S/ prekeal | T
L Py P AT SR
1,2,%5,6 lo% PAGE
3, 4. Seykadx/x G-50 ($0.7x 7ocm )

—_— 7 —



Acceptor Donor ATP RNA Ligase Volume Time Yield
(uM) (uM) (M) (units/m1) (p1) (he) (%)

1. 5'H(Gly) 100|pCAUp 200{ 400 100 70 2.0 7
2.5'H(G1Y)= 3ylo3vy(Met)p  138]1000 375 16 2.0 2

pCAU P eL/p :
3, CGUCGGGCU 67 |pCAUp 771 267 113 300 2.0 25
4. CGCGG 300 | pGGUGGP 150 400 150 200 2.0 33
5. CGCGGGGU- pCGUCGGECU- |

o 200 (P 100| 600 260 50 2.0 20
6. CGCGGGGU-

GGCGUCG- 75{p3'Hp 150{1000 340 10 2.0 3

GGCUCAU -

[&1] F58 o Lgalion
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ABSTRACT

A tetradecanucleotide U-A-G-C(U-C-G)HG-G-C-Up corresponding
to bases 21-34 of a nascent sequence of formylmethionyl tRNA of
E. coli has been synthesized by the joining of two combinations
of chemically synthesized oligonucleotides: 1) U-A-G-C + U-C-G-
U-C-G + G~G-C-Up and 2) U-A-G-C + U-C-G-U + C~G~G-G-C~Up. In
reaction 1) the extent of joining *pG-G-C-Up to U-C-G-U-C-G was
only 15.4% and the last ligation of the decamer to U-A-G-U
proceeded to 27%. In reaction 2) joining between U-A-G-C and
pU-C-G-Up gave a high yield (88%). The ligation of this octamer
and *pC-G-G-G~C-Up also gave a satisfactory yield (52%). These
reactions suggest that sequence preferences in RNA ligase reac~
tions may arise from the structure of the 3'-end of acceptor
molecules.

INTRODUCTION

We have previously reported the joining of chemically syn-
thesized tRNA fragments with RNA ligase to yield 3'2— and 5'3-
quarter molecules of E. coli tRNA?et. In the present paper we
describe syntheses of a tetradecanucleotide U-A-G-C-U~-C-G-U-C-G-
G-G-C-Up which correspond to bases 21-34 of a nascent sequence
of tRNAhéEt of E. coli (Fig. 1l). Two different sets of synthetic
oligonucleotides were used as substrates for RNA ligase to yield
the tetradecanucleotide. As has been observed in previous joining
reactions of synthetic ribooligonucleotides,4'5) the extent of
joining differed in each case. Some structural preferences of
acceptor molecules in ligase reactions were observed in these

reactions.

MATERIALS AND METHODS
Nucleotides

All oligonucleotidés used in this study have been synthe-
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ABSTRACT

A tetradecanucleotide U-A—G—C(U—C—G?g-G-C-Up corresponding
to bases 21-34 of a nascent sequence of formylmethionyl tRNA of
E. coli has been synthesized by the joining of two combinations
of chemically synthesized oligonucleotides: 1) U-A-G-C + U-C~G-
U-C~G + G~G-C-Up and 2) U~A-G-C + U-C~G-U + C-G-G-G-C-Up. In
reaction 1) the extent of joining *pG-G-C-Up to U-C-G-U-C-G was
only 15.4% and the last ligation of the decamer to U-A~G-U
proceeded to 27%. In reaction 2) joining between U-A-G~C and
pU~-C-G-Up gave a high yield (88%). The ligation of this octamer
and *pC-G-G-G-C~-Up also gave a satisfactory yield (52%). These
reactions suggest that sequence preferences in RNA ligase reac~
tions may arise from the structure of the 3'-end of acceptor
molecules.

INTRODUCTION

We have previously reported the joining of chemically syn-
thesized tRNA fragments with RNA ligase td yield 3'2- and 5'3-
quarter molecules of E. coli tRNA?et. In the present paper we
describe syntheses of a tetradecanucleotide U~A~G~C-U~C~G-U-C-G-
G-G-C-Up which correspond to bases 21-34 of a nascent sequence
of tRNAI;_det of E. coli (Fig. 1). Two different sets of synthetic
oligonucleotides were used as substrates for RNA ligase to yield
the tetradecanucleotide. As has been observed in previous joining
reactions of synthetic ribooligonucleotides,4’5) the extent of
jbining'differed in each case. Some structural preferences of
acceptor molecules in ligase reactions were observed in these

reactions.

MATERIALS AND METHODS
Nucleotides
All oligonucleotides used in this study have been synthe-
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Fig. 1

Enzymes )

RNA ligase was purified as described prev1ously.7 Polynuc-
leotide kinase was isolated from E. coli infected with T4 PseTl~
amN8SP62 which was a generous gift of Dr, A. Sugino. Other
enzymes were obtained as described previously.z’

Kination and Ligation

Reaction condltlons for 5'—phosphory1atlon using polynuc—
leotide kinase and [K— P]ATP were as described previously. A
two fold excess of ATP with respect to donor molecules was used
in RNA ligase reactions unless otherwise specified, in the
presence of 50 mM Hepes-NaOH (pH 8.3), 10 mM DTT, 10 mM MgCl
10 pg/ml BSA._ . .

Chromatography, Electrophore51s and Other Methods

2

Paper chromatography of nucleotides in nearest neighbor
ana1y51s, gel electrophoresis and paper electrophoresis for
purification and identification of nucleotides were described

preV1ous1y.2'3

Homochromatography was carried out u51ng Homo-
mix I—VI9 and partlal digestion with nuclease Pl was as describ-
ed prev1ously The joined products were isolated either by ion-’

exchange chromatography on DEAE-cellulose (DE-23, Whatman) or

3910



Nucleic Acids Research

electrophoresis on 20% acrylamide gel using a disk aparatus.3

Desalting was performed by gel filtration on Sephadex G~50

equilibrated with 0.05 M triethylammonium bicarbonate (pH 7.5).
Enzymatic digestion of oligonucledtides for characterization

was as described previously.2'3

RESULTS _

.Synthesis of the tetradecanucleotide U-A-G~C-U-C-G-U-C-G-G-
G-C-Up (1) using the tetranucleotide pG-G-C-Up (2)

The oligonucleotides 2, 3 and 6 were used for the synthesis

of the tetradecanucleotide 1 as shown in Chart 1. The 3',5"~-
bisphosphorylated tetranucleotide (2) was prepared by phosphory-
lation of G~G-C-Up with [I-32P]ATP and polynucleotide kinase.
The 3'-phosphomonoester served as a blocking group to prevent
self-polymerization in the next RNA ligase reaction. The tetra-
mer (2) was joined to the hexamer with RNA ligase using the
conditions shown in Table I. The extent of the reaction was not
higher than 15% in spite of an excess of the enzyme. Alteration
of temperature and other conditions did not improve the yield.
The decaﬁer 4 was isolated by a disk gel electrophoresis and
phosphorylated enzymatically to give 5. The decamer (5) was then
joined to the tetramer (6) . The result and reaction conditions s
are shown in Table - I. The tetradecamer (1) was isolated by a
preparative disk gel electrophoresis after treatment with poly-
nucleotide kinase andv[Y—32P]ATP. The overall yield was 11%. The

elution profile from the gel is shown in Fig. 2.

UAGC - ucGucG - PGGCUp
6 3 2

UCGUCGGGCUp
4

A4
PUCGUCGGGCUp
5 .

UAGCUCGUCGGGCUp

Chart 1 L . L
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Table I Reaction conditions for joining

acceptor donor » . ATP RNA ligase time Reactlon)Yield
nmol [uM] nnol [pM] .M [unit/ml] hr extent?

N . N T . f/gé&,‘.s{ % %
UCGUCG (3) pGGCUp (2) 333 . 250 1 15
121100] 20[167] fapl
UAGC(6) - pUCGUCGGGCUp(5) 200 180 2 27 1P
1.2[240] 0.4180] ) -g; .
UAGC(6)  pUCGUp(7) - 200 100 3.5 88 71
30[150] 20[100} = ' . =eo .
UAGCUCGU(9) pCGGGCUP(10) 200 214 2 52 31P)
7[(100] 8{114] ' 1o

Incubation mixtures contained 10% DMSO and the temperature was
25°,

a) Estimated by homochromatography.
b) The compound was isolated after kination.

Alternative synthesis of the tetradecanucleotide (1) using
the hexanucleotide pC-G-G-G-C-Up (10)

The tetradecanucleotide (l) was prepared by using a different
set of synthetic oligonucleotides as shown in Chart 2. The yield

ATP

- cp.m. x 10°

50 100
fraction number

Fig. 2 Elution profile of the products obtained by joining of
U-A-G-C and *pU~C-G-U~-C-G*pG-G-C~Up, followed by phosphorylation

- with polynucleotide kinase and ATP, from a preparative disk gel
(70 mm? x 80 mm) at 600 V with a suction rate of 32 ml/hr. The
last peak contained *pU-A—G-C*pU—C-G—U—C-G*pG-G—C—Up.
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UAGC  puUCGUp pCGGGCUP
6 7 v 10 o
L 3 T e
'UAGCUCGUp .
8
UAGCUCGU
9
[ ]
. T
Chart 2 1

in joining 6 and 7 was nearly quantitative and that in joining

the octamer (9) and the hexamer (10) was also satisfactory

(Table I).'The first joining product (8) was isolated by ion-

exchange chromatography on DEAE-cellulose as shown in Fig. 3

and the 3'-phosphate was removed by phosphatase treatment to }f]
give 9. The nearest neighbor analysis of 1 was performed by '
digestion with RNase T2 followed by identification of C*p and

U*p in acidic electrophoresis (Fig. 4). The result showed com-

plete transfer of the 5'-phosphate to the tetramer (7) to the

3'-end of 6 and the 5'-phosphate of 10 to the 3'-terminal U of

-
5 .
n _41.0
””
[72] -
) ‘ﬂ
2 e
e =
x - <
- el
g —"' 2
5 L~ ]
-1 =
”"f e
L - 0.3 N
s
R
\ "X
0 50 100 150 oo

Fraction No.

Fig. 3 Chromatography of the joined product, U-A-G-C*pU-C-G-Up

on a column (0.6 x 18 cm) of DEAE-cellulose (bicarbonate) equi-

librated with 0.15 M triethylammonium bicarbonate. Elution was -
performed with a linear gradient of triethylammonium bicarbonate how
(0.3-1 M, total 200 ml). The main peak contained the product. C
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cpm

200

100

0 ' 10 20 cm

:'Fig. 4 Nearest neighbor analeiS of the joined product U-A-G-C-
. - . . *pU-C~U~C~-G-G-G-C-Up with RNase T2. The digested mixture was
' A - electrophoresed at pH 3.5 with nucleotide UV markers.

w 9. The isolation of the joinéd product (1) in the reaction
% .- in the reaction between 9 and 10 was performed using preparative
L ' disk gel electrophoresis. The elution profile is shown in Fig. 5.
The tetradecamer (1) was characterized by slab gel electrophore-
}%;5‘ U sis for comparison of chain length.

 DISCUSSION ° .
As shown in'Table I there were large differences in yields
between the reactions shown in Chart 1 and 2. This may indicate
i o o that ribooligonucleotide fragments used as substrates for RNA
L o ’ ligase in the synthesis of larger RNA fragments should be pre-

cpm. : ' ' UAGCUCGUACGGGCUp

o . w0 - 200
fraction number
.

Fig. 5 Elution profile of the tetradecamer (1) from a disk gel.
The conditions for electrophoresis was as described in Fig. 2.
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pared according to the preferences in recognition between the »
enzyme and oligonucleotides. It was found that the 3'-hydroxy ' ﬂ,/7
groups of oligoadenylates were much better acceptor substrates4
than those of oligouridylates and various trimers showed differ-
ent extents of joining when they were treated with the same 5'-
phosphorylated trinucleotide donors in RNA ligase reactions.> o o

In those trimer reactions C-C~G was the poorest acceptor when
*pC~C-A was used as a donor. The trinucleotide *pC-C-A itself -
was also a poor acceptor molecule, since no polymerization e
occurred in the conditions used and C-C-A was joined to *pC-C-A 3

ina yield of 38% which was about one half the efficiency com-  1 s
pared to C-A-A or C-C-C. Thus the pyrimidine-purine sequences o
at the 3'~termini effect the efficiency of reactions with 5'-
phosphorylated oligonucleotides. This may be due to unstacked
structures at the 3'-ends of acceptors when a 3'-linked pyrimi-
dine nucleoside is present next_to a 5'-linked purine nucleoside
(e.g. C-G). In a right-handed helical strand the pyrimidine ring
of the 3'-linked pyrimidine nucleoside is overlapped with the
imidazole ring of the 5'-linked purine nucleoside. This over-
lapping is less favorable the comparable overlapping between
pyrimidine rings, which may result from purine-pyrimidine sequ- )
ences (e.g. G-C). Guanosine is known to adopt the syn conforma- T

10

tion to a significant extent and this conformation may be un-

favorable for RNA ligase reactions if it exist at the 3'-termi-
nus of acceptors. However oligonucleotides having the sequencé

G-G at the 3'-~terminus have been good acceptor molecules in the
RNA ligase reactions so far tested. Thus purine-purine sequence
seems to be function well on acceptor molecules. Oligonucleotides

bearing C-G at the 3'-end, e.q. C-G-C—G,3 C-C-C-C—G,2

Met
£
molecules. It has also been reported previously that in single-

have been e
found to be poor acceptors in the synthesis of tRNA quarter L
stranded oligonucleotides guanine has a tendency for unstacking \\
especially when adjacent to uridine residues probably due to the

formation of syn and anti comfprmers.lln
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ABSTRACT Met )

E. coli tRNA was hydrolyzed with RNase A using a limited
amount of the enzyme to give two half molecules lacking the
anticodon trimer and 3'-terminal dimer. Chemically synthesized
trimers CUAp and UUAp were joined to the 5'-half molecules by
phosphorylation with polynucleotide kinase plu%méyP followed by
treatment with RNA ligase. These modified tRNA species had
anticodons complementary to the termination co&%ns UAG and URAA.
Two half fragments were joined by a similar proceédure to yield a
molecule lacking the anticodon trimer and the 3'-dimer. Methio-
nine acceptor activity of these tRNA w gttested under conditions
in which the CAU inserted control tRNA accepted methionine.
It was found that all three modi%ied molecules. were not
recognized by the methionyl-tRNA synthetase from E.coli. The
other sixteen amino acids were not incorporated with partially
purified aminoacyl-tRNA synthetases.

INTRODUCTION

We have previously reported enzymatic joininé of chemically
synthesized ribooligonucleotides with T4 RNA ligase to yield the
E.coli formylmethionine tRNA.2 The basic methodology used in
the synthesis of RNA of this size can be applied to the
synthesis of modified tRNAs which are. useful for studies on
structure~function relationship of tRNAS. Anticodon triplets in
tRNAs play an essential role in decoding messenger RNAs and
suppression of nonsense mutations is known to occur by the
action of aminoacyl-tRNAs having anticodon triplets complemen-
tary to non—sense'codons.3 Synthesis of tRNAs with anticodons
complementary to nonsense codons 1is of interest in testing
properties in decoding systems. Replacement of the anticodon of
yeast phenylalanine tRNA was reported by Uhlenbeck and his
coworkers by removal of Y base and partial RNase A digestion
followed by ligation of a new oligonucleotide.4a They found a

© IRL Press Limited, Oxford, England. 3863
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sequence-specific contact between the anticodon loob of yeast

tRNAPhe and the phenyl alanyl-tRNA synthetase.4b Recognition of
tRNA by aminoacyl-~tRNA synthetases seems to differ in each amino
acid and cognate tRNA. Modification of the anticodon loop does
not affect aminoacylation of tRNA 1in certain cases.6 The wobble

position of E.cola tRNAbéet has been converted to uridine and

this modification seemed to affect the amlnoacylatlon.5a
Replacement of the anticodon of E.coli formylmethionine tRNA in
the present study by joining of RNase A fragments of E.coli
tRNADf'Iet with CUA or UUA abolishes the recognition with the
methionyl-tRNA synthetase of E.coli. (Fig. 1l). Removal of the
anticodon triplet also caused no-charging. Recently replacement

of the wobble position and resulting inhibition of aminoacyla-

tion of the same tRNA was reported.5b
A
L
C
A
E coli tRNA'®! g é
C G “—RNase A
G C
G C
: ¢
A
G @ ceeecYTA
cC AcGaGe A
GUCGGy
GG AGCUC Cy ¥
b G ArG
U Afg
C G
G C
G C
G C
fm A
ZIN A
Met
U A
ce ot v
g & G ¢ G ¢
¢ & G ¢ g ¢
6 ¢ G C G ¢
Cn A Cn A C A
e Uy, aA UA
C UA UUA
amber ochre non-anticodn

1

Fig. 1 Cleavage sites in partial digestion with RNase A and
modified structures at the anticodon.

3864



Nucleic Acids Research

MATERIALS AND METHODS
Materials ‘
Nucleotides. Trinucleotides CAU, CUA and UUA were synthe-

e
T
g
g

sized either by the phosphodi- or triester methods.2 E.coli
tRNAI;_iet was a gift of Dr. D. S811 and had a specific acceptor

activity of 1.4 nmol/A260 unit.
Enzymes. T4 RNA ligase was purified as described.7

Polynucleotide kinase and E.coli alkaline phosphatase were
obtained from Takara Shuzo co.. 3'-Phosphatase-free kinase was
isolated from T4 Pse Tl-amN82SP62 as described.® RNase TL,
RNase T2 and Nuclease Sl were obtained from Sankyo Co. Nuclease

-

Pl was obtained from Yamasa Shoyu Co.. Other enzymes for
8-12

characterization of products were obtained as described.

4 -Amino acids were purchased from

... Amino acids.
Amersham International plc: Specific activities were Ala, 285
Cci/mol; Val, 285; Leu, 150; Ile, 150; Phe, 225; Pro, 125; Gly,
50; Ser, 165; Thr, 100; Tyr, 225; Asn, 100; Lys, 340; His, 150;
Arg, 150; Asp, 225; Glu, 255.

Methods
Phosphorylation, 1ligation and dephosphorylation were

performed as described previously.s—lz

Complete digestion by
nucleases was performed in the presence of carrier RNA (yeast
RNA, sigma Co. Type IV) in 10 pl solution. RNAase A (1 ug),
carrier RNA (0.3 A260 unit) in 50 mM Tris-HCl (pH 7.5) and EDTA
1 mM at 37° for 1 hr; RNase T2 (2U), carrier RNA (0.2 A260) 50 S
mM Tris-HC1l (pH 7.5) and EDTA 1 mM at 37° for 20 min, nuclease o F
Pl (0.2 ug), carrier RNA lA260 in 50 mM ammonium acetate (pH
5.0) at 37° for 1 hr; RNase T2 (2U) carrier RNA (0.8 A260) in 50
mM sodium acetate (pH 4.5) at 37° for 30 min. Oligonucleotides
recovered after homochromatography contained ca. 200 ug of RNA/ -
cmz. ' \.:

Partial digestion of tRNA (100 A260) was performed in 50 mM ;LX\'
Tris-HC1l(pH 7.5)-20 mM MgCl, at 0° for 30 min using RNase A (25 ’
ug). The enzyme was removed by extraction with phenol and

nucleotides were precipitated with ethanol. The precipitate was

subjected to acrylamide gel electrophoresis. Two bands were i
eluted from gel and desalted by gel filtration on Sephadex G-50. ' "
The yields was ca., 20%.
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Aminoacylation of tRNA was performed in 50 mM: HEPES-NaOH
(pH 8.0), 10mM magnesium acetate, 10 mM potasium chloride 10 mM
B—mercaptoethahol, 4mM ATP, 0.5 mM CTP, 9 uM Lf,U—l4C Met, 0.5
uM tRNA and E.coli §-1003 at 37°C for 40 min in 20 ul and

counted as described previously.2

RESULT AND DISCUSSION
Removal of the anticodon triplet of tRNA§

et with RNase A

A single strand specific nuclease, nuclease S1, has been
14

used to hydrolyze anticodon loops of tRNAs. Later it was

reported by Wrede et al. that E.coli tRNAIEet was hydrolyzed at
the uhiqué position presumably because of a different conforma-
tion at the anticodon region.15 We found that digestion of
E.coli tRNAl\éet with nuclease Sl gave heterogeneous products. On
the other hand partial digestion of the same tRNA with a limited
amount of RNase A occurred at specific points. Two large
fragments with chain length 34 and 38 were isolated by’ 20%
acrylamide gel electrophoresis in a yield of 20%. The
5'-terminal sequence of these oligonucieotides was determined by
the mobility shift analysis as shown in Fig. 2. The 5'-ends of
the 5'- and 3'~halves were found to have cytidine and adenosine,
respectively. The 3'—end of the 5'-half molecule was analyzed
by two dimensional thin layer chromatography of the compléte
~digest after labeling with 5'—32P pCp and RNA ligase. It was
found to be CmU*p. The 3'-terminus of the 3'-half was analyzed
after the 3'-labeling as shown in Fig. 3, which indicate a loss
of two nucleotides from the terminus.

Met

Construction of tRNA_ with modification at the anticodon

Two ribotrinucleotides pCUAp and pUUAp which were comple-
mentary to nonsense codons UAG and UAA were inserted between the
5'and 3'-half ﬁolecules obtained above. The methionine
anticodon pCAUp was also inserted to obtain a control molecule.
The 3', and 5'— halves were also joined to yield a tRNAlget
analog lacking the anticodon triplet.

' A typical example of ligation is shown in Fig. 4. The
3',5Pfdiphosphorylated trimer ~pCAUp was joined to the dephos-
phoryiated 5'-half molecule and the product (37 nucleotides) was
isolated by 20% gel electrophoresis after treatement with phos-
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Fig. 4 Scheme for reconstruction of tRNAf

phatase. The 3'-half was 5'-phosphorylated with polynucleotide
kinase and isolated by 20% gel electrophoresis. These two
fragments were joined and treated with phosphatase. .The mole-
cule lacking CA at the 3'-position (75 nucleotides long) was
purified by 20% gel electrophoresis and.identified by nearest
neighbor analysis.

The amber suppressor tRNA containing CUA anticodon and
ocher suppressor tRNA (UUA anticodon) were constructed by the
same procedure. Electrophoretic mobilities on 10% acrylamide
gel of these molecules are shown in Fig. 5 and the result of
nearest neighbor analys by digestion with RNase T2 is shown in
F1g.x6. The tRNAbéet lacking the anticodon CAU (72 nucleotides)
was’also isolated by electrophoresis on 20% acrylamide gel.

Aminoacylation of Modified tRNAMet

Incorporatlon of methlonlne to these tRNA was tested using
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Fig.

partially purified E.coli aminoacyl tRNA synthetase containing
ATp(CTD) tRNA nucleotidyl transferase to repair the 3'~terminal
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7 Charging of meﬁg%onine to the intact tRNA . (o--0) and
the amber ERNA (CAU) (0--0).

32

CA. The 3'~terminus was analyzed by labeling with 5'-°“p pCp

and

RNA ligase.15

It was found that more than 95% count was

transfered to pA. As summarized in Table I, the reconstructed

Table I l4C Met-acceptor activity of modified tRNAs

tRNA/ ' . pool l4C Met charged % relative to reconstituted
per 10 pmol tRNA?et

RN ' 4.1 -
reconstituted (CAU) 2.3 100
amber (CUR) 0.04 2
ochre (UUA) 0.14 6
‘non-anticodon 0.06 3
3'(38-75) and 0.08 3
5' (1-34) ~halves
3'-half (38-75) 0.09 4
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tRNAl;get {tRNA(CAU) } was charged 55% with respect to the natural ]
molecule. The tRNA containing CUA anticodon {amber tRNA(CUA) !}, o g
ocher tRNA (UUA), non-anticodon tRNA a mixture of two halves and

the 3'-half fragment were not aminoacylated by the synthetase

preparation. An example of charging experiment using increasing

amounts of amber tRNA(CUA) is shown in Fig. 7 together with the

natural tRNADf’let control. This result indicated that the E.coli
methionyl-tRNA synthetase did not recognize tRNAlEet
the anticodon loop. We have observed previously that replace-

ment of the fourth nucleotide from the 3'-end did not affect the

modified at

charging by the E.coli methionyl-tRNA synthetase

17

significantly. The enzyme may recognize the shape of the

anticodon region more restrictively than that of the amino acid

acceptor stem part.
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ABSTRACT
Insertion of the four major nucleotﬁg%s at the 5'-side
of the anticodon triplet of E. coli tRNA was performed by

joining of the half molecules obtained by limited digestion
with RNase A and the chemically synthesized tetranucleotide
pN-C-A-U using RNA ligase. Insertion of U-U at the 5'-side
or A and A-A at the 3'-side of the anticodon were also
performed using U-U-C-A-U, C-A-U-A and C-A-U-A-A. The
constant U next to the 5'-side of the anticodon was replaced
with A and C by ligation of A-C-~A-U and C-C~A-U to the
5'-half molecule which had been treated with periodate plus
lysine, followed by joining to the 3'-half. These modified
tRNAs were tested for their ability to accept methionine with
the methionyl-tRNA synthetase of E. coli. The affinity of
these analogs for the synthetase decreased more extensively
when the insertion was at the 3'-side of the anticodon
triplet. Insertion of mononucleotides at the 5'~side or
replacement of the constant U next to the 5'-side of the
anticodon did not affect aminoacylation drastically. This
may mean that the 3'-side of the anticodon loop of tRNA is
one of the major recognition sites for the methionyl-tRNA
synthetase.

INTRODUCTION

Recognition of tRNA by aminoacyl-tRNA synthetases is a
particularly good example of the specific interaction of
proteins with nucleic acids. By using tRNA analogs with
specific modifications at certain regions, information on the
recognition of tRNA by the synthetase should be obtainable.
We have previously reported that the anticodon triplet of E.
coli trNa®®
synthesized trimers to partial RNase A digestion products of
the tRNA and that the C-~A-U sequence of the anticodon was
indispensable for recognition by E. coli methionyl-tRNA

1)

could be replaced by ligation of chemically

synthetase. This methodology using RNA oligomers and T4

© IRL Press Limited, Oxford, England. 3685
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RNA ligase to obtain tRNA analogues is very useful for
studies on structure-function relationships. Since the
discovery of T4 RNA ligase, this methodology has been used in
various studies.? 19)
The anticodon is one of the most important regions in
the interaction of tRNA with ﬁRNA during protein synthesis.
There are more than 20 species of tRNAs each with their own
anticodon which can form hydrogen bonds with complementary
codons in mRNA. Furthermore, the 5'-side of the anticodon is
almost always occupied by uridine and the 3'-side is a purine
or a purine derivative. It is not clear why the residue on
the 5'-side of the anticodon should be uridine. In the X-ray

crystal structures of tRNAs for yeast tRNAPhe 20,21) and E.

coli tRNA?etzz), the 5'-side of the anticodon consists of
the so called "U-turn" structure. Recently Uhlenbeck et al.

Tyr

showed that this uridine in yeast tRNA was not essential

3)

In this paper, we describe the synthesis of several

mutant E. coli tRNA?et

57—~ gide of the anticodon, and investigate whether these

for amber suppression.l
s having additional bases at the 3'- or

additional bases have an influence on the methionine acceptor
activity. In addition we have changed the constant U to the
5'-gide of the anticodon in order to ascertain the
importance of this structural requirement for aminoacylation
of the tRNA.

MATERIALS AND METHODS
Materials

Trinucleotides; A-U-G, U-A-U, U-G-A, U-U-A, tetranucleo-
tides; Cc-A-U-A, A-C-A-U, C-C-A-U, G-C-A-U, U-C-A-U, penta-
nucleotides; C-A-U-A-A, U-U—C—A—U, were prepared by the
3 Iy—32P]ATP (specific activity; 2,900
C ]Methionine (specific activity; 282

triester method.
Ci/mmol) and L-[U-l
mCi/mmol) were obtained from NEN and Amersham, respectively.
E. coli tRNAl\fdet was a gift of Dr. D. S8l1l. (specific

activity; 1,400 pmol/A260 unit) Folinic Acid-SF as a

4

formyl-donor was obtained from Lederle. T4 RNA ligase was

purified from E. coli Al9 strain infected with T4 phage as
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23)

described. Polynucleotide kinase and alkaline phosphatase

from E. coli Al9 were obtained from Takara Shuzo Co., RNase
A, RNase T2 and Nuclease Pl were obtained from Boehringer
Co., Sankyo Co. and Yamasa Shoyu Co., respectively. Crude E.

coli aminoacyl-tRNA synthetase was prepared as described by

35)

Nishimura et al. E. coli ribosomes were prepared as

described by Nishizuka et a1.24 '

. Methods

Phosphorylation, dephosphorylation and ligation were

performed as described previously.25_29)

Phosphorylated
tetra and pentanucleotides corresponding to the anticodon
were purified by DEAE Sephadex A-25 ion exchange column
chromatography and Shephadex G-50 gel filtration, _
respectively. 5'- and 3'-half molecules of E. coli tRNAbéIet
were prepared by partial digestion with RNase A followed by
purification by 10 % polyacrylamide gel electrophoresis
(PAGE), and sequencedl?y mobility shift analysis as

described previously. After RNA ligase reactions, the
products were purified by 10% PAGE and the binding sites
between two RNA molecules were identified by nearest
neighbor analysis.

Removal of one base from the 3'-end of the 5'-half using
periodate plus lysine was performed as described by Sprinzl
et al.30) We added an equal amount of 3'-half to the 5'-half
in the reaction mixture to form a complex with the secondary
structure of tRNA?et. After the reaction, the 5'-half
lacking one base at the 3'-end was purified by 10% PAGE.

Aminoacylation of tRNA was performed as described

i)

previously except for measurement of the Km. Km studies
were carried out by two step reactions; restoring the C-C-A
end and aminoacylation. The C-C-A restoring reaction on the
synthesized tRNA was performed in 100mM HEPES-NaOH (pH 8.0),
10 mM magnesium acetate, 10 mM potasium chloride,10 mM
g-mercaptoethanol, 4 mM ATP, 0.8 mM CTP, 0.15-2.0 pM tRNA and
1 mg/ ml E. coli $-100 at 37°C for 30 min in 10 pl. After
the C-C-A restoring reaction the mixture was heated at 100°C
for 2 min and slowly cooled to room temperature. 14
C

Aminoacylation was started by adding 200 pmol of L-[U- ]
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Met and 2 ug of E. coli S-100. This reaction mixture was
incubated at 37°C for 20 min and quantified as described
previously.3)

Formylation was performed in aminoacylation buffer
containing 0.7 mM Folinic Acid-SF at 37°C for 30 min in 30
ul. After the reaction one half of the reaction mixture was
spotted onto a glassfilter disk and to the other half was
added the same volume of 50 mM CuSO4—0.3 M Tris-HC1l (pH 7.5).
Incubation was continued at 37°C for 10 min3l) and this
mixture was also spotted on another glassfilter disk. These
disks were washed three times with cold 5% trichloroacetic
acid for 10 min, twice with cold ethanol-ether (1:1, v/v) for
5 min and dried and counted.

A binding study involving the codon-anticodon
interaction on E. coli ribosomes was performed as described
32) 32P labelled tRNAs were

by Nirenberg et al. except that 5'-

used instead of aminoacyl—tRNAs.33)

RESULTS
Synthesis of modified tRNAs with extra bases at either side

of the anticodon triplet

We synthesized several E. coli tRNA%et

derivatives
having additional bases either side of the anticodon as shown
in Fig, 1. We removed the anticodon trimer of E. coli
tRNAl\get

conditions we could obtain a 5'-half molecule (bases 1-33)

by partial digestion with RNase A. 1In these

and a 3'-half molecule (bases 37-75) as major products.
These halves were purified on 10% PAGE. Both halves were

1)

sequenced as described previously. The 3'-end phosphate of
the 5'-half was removed by treatment with bacterial alkaline
phosphatase after opening the 2',3'-cyclic phosphate.

Tetra or pentaribooligonucleotides containing the
anticodon sequence were synthesized by the triester method.
Three kinds of RNAs; the 5'-half, an anticodon sequence and
the 3'-half, were joined with T4 RNA ligase to reconstruct
the whole structure of a tRNA. Firstly, phosphorylated
anticodon-oligomers were ligated to the 5'-half molecules and

the products were isolated on 10% PAGE. After
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Fig. 1 Scheme for syntheses of modified E. coli initiator
tRNAs and the pattern of 10% PAGE in each ligation step.

Open square shows the synthesized tetra- or penta-
ribooligomers corresponding to the anticodon sequence. These
autoradiographs of 10% PAGE show the case in which C-C-A-U is
the anticodon sequence. In the cases of other ribooligomers,
all the PAGE patterns,yere the same as that of C~C-A-U.

The asterisk denotes P-phosphate.

dephosphorylation, 5'-half plus anticodon-oligomer molecules
were ligated to the phosphorylated 3'-half molecules and the
final product was isolated on 10% PAGE. After each step of
ligation, we carried out nearest neighbor analysis to confirm

that the binding site between the donor and the acceptor was
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not incorrect. By this strategy we obtained seven kinds of
tRNA which have anticodon sequences of A-C-A-U, C-C-A-U,
G-C-A-U, U-C-A-U, C-A-U-A, U-U-C-A-U and C-A-U-A-A instead of
C-A-U. The yield of ligation between 5'- and 3'-halves was
about 50% after isolation on 10% PAGE. This was relatively
satisfactory compared to the yield for ligation of the
5'-half molecule and anticodon sequences (20-25 %).

Replacement of constant U

The 5'-half molecule which was generated by digestion of

E. coli tRNAI;iet

with phosphatase to remove the 3'-phosphate and with NaIO4 at

with limited amounts of RNase A was treated

pH 5.2. The 3'-uridine was removed by B-elimination with
lysine. The 3'-terminal analysis showed that the U residue
was removed and that the Cm residue to the 5'-side of U was
the new 3'-terminal base. Three tetramers; U-C-A-U, C-C-A-U
and A-C-A-U, were phosphorylated with polynucleotide kinase
and ATP, and joined to the 5'~half lacking the 3'-terminal U.
These 5'-half molecules plus tetramer and the phosphorylated
3'-half molecule were joined and the products were purified
on 10% PAGE. Fig. 2 shows the scheme for the replacement of
constant U and nearest neighbor analysis of these products.

Cm32pr from the first step of the ligation and U32p from

the second step were detected on two dimensional TLC.34)
These experiments also showed that the 3'-side of Cm was
changed to the planned base as judged by the position of
Cm32pr on TLC.

Aminoacylation of synthesized tRNAs

Synthesized tRNAs which have extra bases in the anti-
codon loop and another base at the 5'-side of the anticodon
instead of constant U were investigated for their methionine
acceptor activity using partially purified E. coli aminoacyl-
tRNA synthetase. This crude enzyme contained ATP(CTP) tRNA
nucleotidyl transferase to repair the 3'-terminal C-A
sequence of the synthesized tRNAs and in fact this repair was
1 All tRNAs having
extra bases in the anticodon loop accepted methionine.

almost complete as described previously.

Kinetic studies showed that the addition of two bases beside
the anticodon increased the Km value of these tRNAs for the
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Fig. 3 Aminoacylation of synthesized tRNAs. tRNA(UCAU),
tRNA (CAUA), tRNA(CAUAA), tRNA(ACAU), tRNA(CCAU), tRNA(GCAU)
and tRNA(UUCAU) indicate the tRNAs whose anticodon sequences
are U-C-A-U, C-A-U-A, C-A~-U~-A-A, A-C-A-U, C-C-A-U, G-C-A-U
and U-U-C-A-U, respectively. Lower graphs show the
Lineweaver-Burk plots.

methionyl tRNA synthetase considerably; the Km value was 12.5
UM (the Km value of natural tRNAl;Iet was 1.7 uM). In cases
where one base was added, the addition of U at the 5'-side of
the anticodon preserved the high affinity for the synthetase;
the Km value was 3.3 uM. On the other hand, A at the 3'-side
increased the Km value; the Km value was 6.7 uM. (Shown in
Fig. 3.3) The addition of A, C or G at the 5'-side of the
anticodon also increased the Km value. (Shown in Fig. 3.B)
The synthesized tRNAs replacing the constant U with A or C at
the 5'-side of the anticodon were also tested for their
methionine acceptor activity. (Fig. 4) Both tRNAs had the
same level of methionine acceptor activity as the control
tRNA%et, whose constant U was first removed by periodate
treatment then replaced. However this control tRNAbfdet did

not attain the same level of activity as natural E. coli

o
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Fig. 4 Methionine acceptor ﬁggivity of tRNAs with changed
constant U. o-0; control tRNA ¢+ A=-A; tRNA(C-33) meaning
that the constant U is changed to C, x-x; tRNA(A-33).

tRNA%et. This may be due to periodate treatment of the
5'-half molecule. Initially we carried out the periodate
treatment of the 5'-half molecule without adding the 3'-half
reconstructed tRNAs using these periodate treated 5'-halves
had little activity as methionine acceptors. Therefore for
subsequent periodate treatments we added 3'-half molecules to
the reaction mixture in order to protect the 5'-half by
forming a secondary structure as in tRNA. Following this
procedure, the methionine acceptor activity of reconstructed
tRNAs increased but did not reach the natural level. It
seems that not all 5'-half molecules were protected by
seéondary structure formation as in tRNA?et during the
periodate treatment and that some bases were damaged to
decrease the methionine acceptor activity.

The interaction on ribosomes between triribonucleotides and

the anticodons of tRN‘ABget sequences having larger anticodon

loop

We examined the interaction between ribotrinucleotides

and some synthesized tRNAs with larger anticodon loops on E.
coli ribosomes to investigate the structural role of the
anticodon. Using the chemically synthesized ribooligomers,
A-U-G, U-G-A, U-U-A, or U-A-U as mRNA, we measured the
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Table I

tRNAMet tRNA (CAUA) tRNA (CAUAA) tRNA (UCAU)

pmol?%) pmol (%) pmol (%) pmol (%)
—mRNA 0.45 0.50 0.42 0.36
AUG 0.95(100) 0.49( 0) 0.41( 0) 0.51( 33)
UGA 0.46 (~0) 0.50( 0) 0.38( 0) 0.37( 0)
UAU - 0.45( 0) 0.32( 0) 0.35( 0)
UUA - 0.49( 0) 0.43(~0) 0.33( 0)

gadon—anticodon interactions on E. coli ribosomes
Each p-labeled tRNA (10 pmol) was added to the
reaction mixture containing mRNA and E. coli 708
ribosomes. -mRNA indicates the condition of no mRNA in
this reactioMe%ixture. % when the specific binding of
natural tRNAf to A-U-G is 100%.

specific binding of tRNAs whose anticodon sequences were

C-A-U-A, C-A-U-A-A, U-C-A-U instead of C-A-U to mRNA on E.

Met

coli ribosomes. Table 1 shows that only tRNA, having

U-C-A-U at the anticodon; tRNA(UCAU), binds specifically to

A-U~-G and that this binding was 33% with respect to the
binding of natural tRNAI;_.Iet to A-U~G. This result showed that
the structure of the anticodon trimer in tRNA(UCAU) is

Met

similar to that in natural tRNA. notwithstanding the

insertion of U at the 5'-side of the anticodon. It is
presumed that three bases of the anticodon in tRNA (UCAU)

stand in line outside the phosphate backbone of the loop.
Formylation of synthesized tRNég?t species

Formylation is an event specific to the initiator tRNA

in prokaryotes. The part of the initiator tRNA recognized by
the transformylase is unknown. Three tRNAs having enlarged
anticodon loop were tested for formylation by adding the A
formyl donor to the aminoacylation system. After the
reaction, the mixture was divided‘to two parts. One part was
treated with 50 mM CuSO4—0.3 M Tris HC1 (pH 7.5) in order to
deacylate non-formylated methionyl-tRNA, and then spotted on
a glass filter. The other was spotted on a glass filter
without treatment., The ratio of CuSO4 treated sample
radioactivity to non-treated sample radioactivity was
defined as the formylation ratio. The percentages for

tRNA (CAUA) , tRNA(CAUAA) and tRNA (UCAU) were 88%, 98% and 93%,
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respectively. All these values were considered to represent
quantitative formylation within the limits of experimental
error. These values suggest that the transformylase does not

interact with the anticodon area of tRNAi.’Iet

DISCUSSION
We have synthesized seven kinds of tRNAs which have
larger anticodon loops. In the synthetic procedure, we first

tried to join the anticodon sequences to 3'-half molecules
but the yields in ligation were too low for the expected
product to be obtained. This may be due to the bulkyness of
the 3'-half as a donor in the RNA ligase reaction. In cases
of ligation of the 5'-halves containing the anticodon
sequence to the 3'~half, we could obtain relatively high
yields. In this reaction, the 5'-half and 3'-half molecules
form tRNA secondary structure and therefore the 3'-end of the
5'-half is located close to the 5'-end of the 3'-half.
Essentially this ligation between the two halves behaves as
an intramolecular joining reaction across the anticodon.
Modified tRNAs having large anticog?n loops were

previously shown to accept methionine.l We have further

modified the structure around the anticodon of E. coli

tRN %et . The additional U at the 5'-side of the anticodon
does not change the conformation of the anticodon loop more
than the additional A at the 3'-side of the anticodon. Even
if U was added to the 5'-side of the anticodon, this tRNA
could form a complex with A-U-G on ribqsomes. It may be
assumed that the additional U does not disturb the so called
U-turn structure with the anticodon trimer in line.

The 5'-side of the anticodon in tRNAs is almost always
occupied by a U residue. Uhlenbeck et al. showed previously
that this constant U and the anticodon sequence in yeast
tRNA Tyr could be substituted by another base.l3) We have‘
showed similar results in this report. Thus the tRNAl\fdet
which had other bases instead of constant U could be charged
with methionine to the same level as tRNAl;.iet having constant
U. We conclude that the constant U at the 5'-side of the

anticodon is not indispensable for the amino acid acceptor
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activity of tRNA. Presumably even if the 5'-side of the
anticodon is another base than U, the anticodon structure is

maintained as in natural tRNA?et.
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The single-stranged region of the amino acid acceptor stem corresponding to the 3’-end of E. coli tRNAMet
was replaced by ligation of chemically synthesized ribooligonucleotides, in order to change the length of
the single-stranded CCA terminus. The chemically synthesized ribooligomers, CCA, ACCA, AACCA and
CAACCA, were ligated to nuclease-treated E. coli tRNAM, which lacked the ACCA sequence at the 3’-end.
The methionine acceptor activities of these modified tRNAs were examined using E. coli methionyl-tRNA
synthetase. Ligation of the chemically synthesized pentamer (AACCA) to the acceptor terminus restored
the methionine acceptor activity, whereas ligation of the hexamer (CAACCA) or trimer (CCA) to the accep-
tor terminus did not Modification of the acceptor terminus had no effect on the formylation of accepted
methionine. '
Elongated aminoacylation end Truncated aminoacylation end ligation
Synthetic oligonucleotide

Aminoacylation Formylation

October 1985

1. INTRODUCTION

Transfer RNA is one of the smallest nucleic
acids that has a biological function in living cells.
In many laboratories structure requirements for
the recognition of tRNAs by aminoacyl-tRNA syn-
thetases have been concerned with the interaction
between nucleic acids and proteins [1-14].

We have synthesized various analogues of E.

coli tRNAM*' by ligating chemically synthesized

ribooligomers to natural tRNAM®* fragments using
T4 RNA ligase [12-14].

Replacement of the anticodon trimers in E. coli
tRNAY caused a large decrease in the amino acid
acceptor activity with E. coli methionyl-tRNA syn-
thetase [14]. On the other hand, changes in the
discriminator position of the amino acid acceptor
stem had little influence on the affinity for the syn-
thetase [13].

* To whom correspondence should be addressed

Published by Elsevier Science Publishers B.V. (Biomedical Division)

E. coli tRNAM*! has a unique structure at the an-
ticodon loop and the amino acid acceptor stem
[15,16] where the last 5 bases from the 3’ -terminus

~curl back in contrast to other tRNAs [16]. We

assumed that the acceptor end directly binds
methionine, and therefore investigated the correla-
tion between the length of the protruding 3’ -termi-
nus and the methionine acceptor activities of
analogs having a different protruding end. Here,
we describe the syntheses of several modified E.
coli tRNAM® formed by ligating CCA, ACCA,
AACCA or CAACCA to a tRNAY lacking the
3’-ACCA. The methionine acceptor activities of
these analogues were examined using the E. coli
methionyl-tRNA synthetase.

2. MATERIALS AND METHODS

Ribooligonucleotides were synthesized by the
triester method [17]. [y-**P]JATP and L-[U-'C]-
methionine were obtained from NEN and Amer-

00145793/85/$3.30 © 1985 Federation of European Biochemical Societies 125
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sham, respectively. E. coli tRNAM® was a gift
from Dr D. S6ll. T4 RNA ligase was purified as
described [18]. Polynucleotide kinase and E. coli
alkaline phosphatase were obtained from Takara
Shuzo and nuclease S1 from Sankyo. Other en-
zymes used for the analyses of products were ob-
tained as in [14,19,20]. Crude E. coli aminoacyl-
tRNA synthetase was purified as described [21].
Folinic acid-SF as a formyl donor was obtained
from Lederle.

Partial digestion of E. coli tRNAY® with nu-
clease S1 and aminoacylation reaction were per-
formed as in [13]. Phosphorylation with polynu-
cleotide kinase, dephosphorylation with alkaline
phosphatase and ligation with T4 RNA ligase were
performed according to [12,14]. Formylation was
performed under the conditions for aminoacyla-
tion containing 0.7 mM folinic acid-SF at 37°C for
30 min in 30 1 formylation reaction mixture. Half
of the mixture was treated with the same volume of
50 mM CuSo4, 0.3 M Tris-HCI (pH 7.5) at 37°C
for 10 min.

FEBS LETTERS

October 1985
3. RESULTS AND DISCUSSION

A scheme for the synthesis of modified E. coli
tRNAM® is shown in fig.1. E. coli tRNAY" was
treated with a limited amount of nuclease S1 to
remove the 3’-terminal ACCA. The remaining
fragment with 73 nucleotides [tRNA(73)] was
isolated on 10% polyacrylamide gel electrophoresis
(PAGE). Four ribooligonucleotides, CCA, ACCA,
AACCA, CAACCA, were synthesized by the
triester method as in [17]. These chemically syn-
thesized ribooligonucleotides were phosphorylated
with [y->*P]JATP and polynucleotide kinase and
then joined to the tRNA(73) with T4 RNA ligase.
The ligated products were isolated on 10% PAGE
and subjected to a nearest neighbor analysis to
confirm the junction point. The yields of these
ligase reactions were below 10%.

The ligated molecules, tRNA(76), tRNA(77),
tRNA(78) and tRNA(79), were dephosphorylated
with alkaline phosphatase and tested for their me-
thionine acceptor activities (fig.2). The tRNA(77)

A
C CCA
X AKCCA
A CA V.
pg‘ pG-C CAACCAp
l P.N. Kinase
—_—
Nuclease S1 gg g é Ao
pPAACCAp
pCAACCAp
E.coli tRNAY®! tRNA(73)
L
lRNA Ligase
lBacterial Alkaline Phosphatase
2 :
A
A 8 E A
& % A ¢
CA CA A
tRNA (76) tRNA(77) tRNA(78) tRNA (79)

Fig.1. Scheme for the modification of the amino acid acceptor stem of E. coli tRNA¢
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Fig.2.Aminoacylation of modified tRNAs. Methionine acceptor activities of tRNAs (left) and kinetic studies for
aminoacylation (right). (0—0) Control tRNA(77), (4—2) tRNA(76), (e——e) tRNA(78), (0—0) tRNA(79).

molecule was synthesized as a control since it had
the same sequence as the natural tRNAM®, Fig.2
shows that tRNA(76), 1 base shorter, and
tRNA(79), 2 bases longer, had no methionine ac-

ceptor activity, but tRNA(78), 1 base longer, could .

accept methionine. The kinetic studies on amino-
acylation showed that the differences in
aminoacylation activity were reflected only in the
Vmax values since the Ky values of these tRNAs
were almost the same. Therefore, both tRNA(77)
and tRNA(78) had similar affinities for E. coli
methionyl-tRNA synthetase. It appears that the
3’-terminus of tRNAM®* does not influence the af-
finity of methionyl-tRNA synthetase. Consequent-
ly we can assume that both tRNA(76) and
tRNA(79) presumably form a complex with the
synthetase, but are unable to position the 3’-end
adenosine moiety at the catalytic site of the syn-
thetase. One extra base in the 3'-terminus region
may not prevent the required contact of the 3’-end
adenosine with the catalytic site.

The recognition site of methionyl-tRNAM®' by
the transformylase in prokaryotes is still unclear.
We have investigated the formylation of the
tRNA(78) under the same assay system conditions

as for the aminoacylation reaction except for the
presence of formyl donor. The formylation ratio
for tRNA(78) and tRNA(77) was 0.87 and 0.74,
respectively. This may indicate that the addition of
1 extra base in the 3’-terminus region of tRNAM®!
does not affect the shape of the molecule or that

" the transformylase may recognize not only the
3'-terminal region but also another area as can be
seen by comparison of the sequence of tRNAM®
[22] and tRNAMe [23].
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_ We have constructed eight anticodon-modified Escherichia coli initiator methionine (fMet) tRNAs by insertion
of synthetic ribotrinucleotides between two fragments (‘half molecules’) derived from the initiator tRNA. The
trinucleotides, namely CAU (the normal anticodon), CAA, CAC, CAG, GAA, GAC, GAG and GAU, were
joined to the 5" and 3’ tRNA fragments with T4 RNA ligase. The strategy of reconstruction permitted the insertion”
of radioactive 2P label between nucleotides 36 and 37. tRNAs were microinjected into the cytoplasm of Xenopus
laevis oocytes, and the following properties were evaluated: (a) the stability of these eubacterial tRNA variants
in the eukaryotic oocytes; (b) the enzymatic modification of the adenosine at position 37 (3’ adjacent to the
anticodon) and (c) aminoacylation of the chimeric tRNAs by endogenous oocyte aminoacyl-tRNA synthetases.
In contrast to other variants, the two RNAs having CAU and GAU anticodons were stable and underwent
quantitative modification at A-37. These results show that the enzyme responsible for the modification of A-37
to N-[N-(9-B-p-ribofuranosylpurine-6-yl)carbamoyl]threonine (t5A) is present in the cytoplasm of oocytes and is
very sensitive to the anticodon environment of the tRNA. Also, these same GAU and CAU anticodon-containing
tRNAs are fully aminoacylated with the heterologous oocyte aminoacyl-tRNA synthetases in vivo. During the
course of this work we developed a generally applicable assay for the aminoacylation of femtomole amounts of

labelled tRNAs.

Some time ago a correlation between the anticodon se-
quence of a tRNA and the identity of neighbouring modified
nucleosides was noted [1] (reviewed in [2]). Thus, the
hypermodified nucleoside t°A, N-[N-(9-B-p-ribofuranosyl-
purine-6-yl)carbamoyl]threonine, or a derivative thereof is
located in position 37 of tRNAs having anticodons
terminating in a uridine. One enigmatic exception is the in-
itiator methionine tRNA of Escherichia coli, for most other
tRNAs including the eubacterial elongator Met-tRNA, which
has the same anticodon sequence, and the eukaryotic initiator
tRNA contain the A-37 modification [3].

To study the effect of structural modifications in the anti-
codon loop on the modification of A-37, we have turned to
recombinant RNA methods based on T4 RNA ligase. These
techniques are particularly well-suited to the preparation of
related tRNA chimera, which have substitutions in or near
the anticodon, since fragments serving as starting material for
the tRNA variant can be readily obtained from controlled

Correspondence to H. Grosjean, Laboratoire de Chimie Bio-
logique, Université Libre de Bruxelles, 67, Rue de Chevaux, B-1640
Rhode St-Genése, Belgium

Abbreviations. t5A, N-[N-(9-p-D-ribofuranosylpurine-6-yljcarba-
moyl]threonine; i°A, N°-isopentenyladenosine; BD-cellulose, benzo-
ylated DEAE-cellulose. .

Enzymes (IUB Recommendations 1984). Methionyl-tRNA
synthetase of L-methionine:tRNA ligase (AMP) (EC 6.1.1.10); T4
RNA ligase (EC 6.5.1.3); T4 polynucleotide kinase (EC 2.7.1.78);
alkaline phosphatase (EC 3.1.3.1); pancreatic RNase A
(EC 3.1.27.6); RNase T2 (EC 3.1.27.1); nuclease P1 (EC 3.1.30.1);
tRNA nucleotidyltransferase (EC 2.7.7.25).

nucleolytic cleavage of tRNA. Several variant tRNA
molecules have been constructed in this way from E. coli and
yeast tRNA species; these have been useful in evaluating the
effect of nucleotide substitution on the interaction of tRNA
with aminoacyl-tRNA synthetases, nucleoside modification
enzymes and codons during protein synthesis [4—13] (re-
viewed in [14]). In the present work we prepared eight anti-
codon-substituted fMet-tRNA chimera. These anticodon
variants of the type CAX and GAX (where X is each of the
four nucleosides A, C, G and U; CAU is the normal Met-
tRNA anticodon) were synthesized by inserting trinucleotides
between 3’ and 5’ half molecules and analyzed after injection
into Xenopus laevis oocytes. Several of these same variants
were prepared previously for studies on E. coli methionyl-
tRNA synthetase recognition [8—12]. Using the Xenopus
oocyte system [15] we were able to evaluate in vivo the
heterologous charging of these variants, the stability of the
chimeric tRNA and the structural requirements for nucleoside
modification.

MATERIALS AND METHODS

The ribotrinucleotides CAA, CAC, CAG, CAU, GAA,
GAC, GAG and GAU were synthesized by the triester method
[16]. Their sequences were determined by complete digestion
with RNase T2 and nuclease P1 followed by paper electropho-
resis at pH 3.5 [16]. [y-3*P]ATP (spec. act. > 3000 Ci/mmol)
was obtained from the Amersham International (England).
The fMet-tRNA (spec. act. 1400 pmol/ 4,6, unit) was a gener-
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ous gift of Dr D. Soll of Yale University. T4 RNA ligase was
purified from E. coli strain A19 infected with phage T4 as
described [17]. T4 polynucleotide kinase and alkaline
phosphatase from E. coli strain A19 were obtained from
Takara Shuzo Co. (Japan). Pancreatic RNase A, RNase T2
from Aspergillus orizae and nuclease P1 from Penicillium
citrinium were obtained from Boehringer, Mannheim (FRG),
Sankyo Co. (Japan) and Yamasa Shoyu Co. (Japan) respec-
tively. Other products were obtained as described earlier [9,
16, 18].

Preparation of E. coli fMet-tRNA half molecules

E. coli fMet-tRNA was digested by pancreatic RNase A
under . limiting conditions previously described [9]. The re-
sulting 5" and 3’ half-molecule products were purified by 10%
polyacrylamide gel electrophoresis under denaturing condi-
tions (7 M urea), and their sequences were determined by
mobility-shift analysis [9].

Ligation, phosphorylation and dephosphorylation

Enzymatic assay conditions for ligation, phosphorylation
and dephosphorylation of oligoribonucleotides or tRNA
fragments were described previously [16 —20]. Trinucleotides,
after phosphorylation using T4 polynucleotide kinase, were
purified by DEAE-Sephadex A-25 ion-exchange chromatog-
raphy [19]. First the trinucleotide was ligated to the 5° half
molecule. The 3’ half molecule of fMet-tRNA was 5° phos-
phorylated using T4 polynucleotide kinase and [y->?PJATP;
this product was then ligated to the 5 half molecule having
the attached trinucleotide [9]. The reconstructed 3?P-labelled
fMet-tRNA variants were purified by 10% polyacrylamide
gel electrophoresis in 7 M urea. The gel mobility of each
tRNA was compared to that of a genuine sample of E. coli
fMet-tRNA detected by ultraviolet shadowing [52]. The vari-

_ant tRNAs were eluted from the gel. The solutions were
centrifuged to remove small pieces of acrylamide and 2.5
volumes of ethanol were added. After redissolution in buffer,
the product was reprecipitated in ethanol.

Complete digestions of RNA molecules with RNase T2 or
nuclease P1 were carried out for nearest-neighbour analysis
as previously described [18 —20].

Microinjection and fate of tRNA chimera in oocytes

Microinjection into the cytoplasm of X. laevis oocytes was
performed as described [15, 18], using 50 nl aqueous labelled
tRNA solution at a concentration which gave approximately
200000 cpm (Cerenkov)/nl. This is equivalent to about 1 fmol
foreign tRNA /oocyte and corresponds to about 1% of the
normal amount of oocyte Met-tRNA. Groups of five oocytes
were injected with each sample (reproducibility in tRNA
microinjections is about 20%) and then incubated in saline
solution [21] at 19°C for the desired period of time (from 1 h
to 72 h after injection). At the end of the incubation the
oocytes were homogenized in 0.2 ml cold buffer containing
0.2 M sodium acetate (pH 4.5, 4°C), 0.01 M MgCl,, 1 mM
disodium EDTA and 1% (w/v) of sodium dodecyl sulfate. The
nucleic acids were immediately extracted by phenol/
chloroform treatment and ethanol-precipitated as described
[18]. Each tRNA precipitate was then redissolved in the same
volume of electrophoresis buffer. Given aliquots (the same
for each tRNA sample) were then loaded side by side, on a
10% polyacrylamide gel containing 7 M urea. Electrophoresis

was performed at constant voltage for 5—7 h. Location of
the 32P (labelled Met-tRNA and the putative degradation
products) was performed by autoradiography of the gel, and
the band corresponding to intact full-length tRNA was cut
out, eluted and its radioactivity counted again.

Identification of the 5'-32P-labelled nucleotide at position
37 of the eluted tRNA was carried out by exhaustive nuclease
P1 digestion [22] and analysis of the products by two-dimen-
sional chromatography on thin-layer cellulose plates (6.6
x 6.6 cm?, see [1]). After detection of the labelled nucleotides
on the plates, they were eluted with water and their radioactiv-
ity was determined by liquid scintillation.

Assay of in vivo aminoacylation

tRNA was extracted from oocytes using phenol saturated
with 50 mM sodium acetate buffer, pH 4.5, and precipitated
with ethanol [23]. It was dissolved in 50 pl 0.1 M triethanol-
amine/HCI buffer at pH 8.0, and 1 mg phenoxyacetyl ester of
N-hydroxysuccinimide in 10 ul of anhydrous tetrahydrofuran
was added at 0°C [24]. After 10 min the reaction was stopped
by dilution with 60 pl cold 20 mM sodium acetate buffer at
pH 4.5 containing 20 mM MgCl, and 100 mM NaCl. This
solution was then applied to a 1-ml column of benzoylated
DEAE-cellulose (BD-cellulose), which was pre-equilibrated
in 10 mM sodium acetate buffer pH 4.5 containing 10 mM
MgCl, and 50 mM NaCl. The sample was applied, and the
column was washed with 3 ml starting buffer and then with
2 ml of the same buffer containing 1.0 M NaCl. A final wash
was composed of the starting buffer containing 1.0 M NaCl
and 20% ethanol. All fractions (0.5 ml) were counted in a
scintillation counter, and the extent of aminoacylation in the
original tRNA preparation was estimated by comparison of
the radioactivity of the ethanol fraction to the radioactivity
applied to the column.

RESULTS
Construction of anticodon-substituted E. coli fMet-tRNA

The enzymatic replacement of the E. coli fMet-tRNA anti-
codon by several oligoribonucleotides was reported pre-
viously [9, 12] and similar procedures have been developed
independently by Schulman et al. [10, 11a, b]. In this paper
we concentrate on the anticodon variants of the type CAX
and GAX (where X is any of the four nucleotides). The re-
construction scheme in Fig. 1 is essentially the same as that
previously described [9] except for a simplification of step 3
and the addition of step 7 (see below). Thus, the digestion of
fMet-tRNA with pancreatic RNase A generated the two half
molecules less the three anticodon nucleotides and the
dinucleotide CA of the 3’ terminus. The 5’ half molecule,
composed of pC-1 to Up-33, and the 3’ half, A-37 to Cp-75,
were separated by 10% polyacrylamide gel electrophoresis
under denaturing conditions. The 5" half molecule was then
treated by alkaline phosphatase to remove the two terminal
phosphates and the product was isolated again by denaturing
polyacrylamide gel electrophoresis (step 2). In step 3, synthetic
ribonucleotides were joined to the 5" half molecule using RNA
ligase. In the earlier procedure [9] this step was performed
with synthetic trinucleotides, which were phosphorylated at
both ends to prevent self-polymerization. In the present proce-
dure trinucleotides phosphorylated at only the 5 terminus
were used; this simplification saves a 3’-dephosphorylation
step which would be necessary subsequently to link this
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sis on polyacrylamide gel. The asterisk signifies the position of an
internal *?P label introduced in step 4 on the 5-phosphate of A-37

oligomer to the 3" half molecule. The modification gives yields
equivalent to the original procedure; but it is preferable when
large numbers of tRNA variants must be prepared.

In step 4 the 3’ half molecule was phosphorylated with
kinase and [y-3?P]ATP. This radioactive oligomer was then
annealed with a ten-times excess of the unlabelled extended 5
half molecule (step 5). The large excess was used to consume
all the radioactive fragment and is probably not needed to
obtain respectable yields in the ligation step. Ligation of the
two molecules in step 6 gave nearly a quantitative yield of the
tRNA product, which lacks only the 5" phosphate and the 3’
CA terminus. Purification by polyacrylamide gel electropho-
resis is shown in Fig. 2. Dephosphorylation by alkaline
phosphatase (step 7), a necessity for proper CCA terminal
transferase repair in the oocyte [40], was followed by a final
gel purification.

Stability of the fMet-tRNA chimera

Each of the eight tRNA chimera were microinjected into
the cytoplasm of X. laevis oocytes. The degradation of these
eubacterial variants in the eukaryotic cytoplasm was mea-
sured after incubation of the oocytes at 19°C for different
periods of time by quantitative analysis of the remaining
tRNAs. This analysis consisted of the gel electrophoresis of
tRNA samples extracted from oocytes. As shown in Fig. 3,
only products having a few less nucleotides than the tRNA are
seen: they migrate more quickly than the full-length molecules
(compare with the position of the arrow on Fig. 3).
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Fig. 2. Autoradiogram of the purification by electrophoresis on poly-
acrylamide gel (10% in 7 M urea) of eight tRNA chimery. This is the
gel after step 6 of Fig. 1. The tRNAs lack the 5" terminus and the
C73-A7% of the 3’ terminus; therefore, they run correspondingly faster
than the authentic fMet-tRNA sample in lane 9 (indicated by the
dashed line). The absence of low-molecular-mass fragments reflects a
greater than 95% yield of the cyclization reaction (step 6). Migration
is from the top to the bottom of the gel as indicated by the
bromophenol blue marker (B.P.B.); X.C. corresponds to the position
of xylene cyanol

These shorter molecules could represent the tRNA
without the 3'CCA terminus while the longer molecules prob-
ably correspond to the fMet-tRNA having their 3'CCA end
repaired by the tRNA nucleotidyltransferase which is present
in the cytoplasm of X. laevis oocytes [40, 41]. Interestingly
enough, degradation products corresponding to small pieces
of tRNA are not apparent on the gel after electrophoresis.
This suggests that the very first cleavage in tRNA by oocyte
nucleases is the rate-limiting step, after which full degradation
of the tRNA into nucleotides occurs rapidly. A similar obser-
vation was already made with microinjected yeast tRNA-Asp,
where the anticodon loop was cleaved prior to microinjection
[18].

The overall rate of degradation of full-length tRNA was
evaluated by determination of the amount of radioactivity
remaining in the corresponding band on the polyacrylamide
gel. These results are summarized in the degradation curves
of Fig. 4. The rate of degradation is seen to be, to a first
approximation, a simple exponential function, and each
tRNA variant has a characteristic half-life in the oocyte.
Clearly the fMet-tRNA with a CAU anticodon (the native
anticodon) and the GAU anticodon (the anticodon of
isoleucine belonging to the same genetic-code quartet) are the
most stable having half-lifes of approximately 95 h and 130 h
respectively. All other tRNAs had half-lifes on the order of
16—32 h.

Maturation of tRNA chimera in oocytes

In order to determine the state of modification of the
A-37 in the above experiments, the full-length tRNA was
extracted from the gels, and each sample was digested by
nuclease P1 producing nucleoside 5’-phosphates. Owing to
the location of the radioactive phosphate between nucleotides
36 and 37, only the nucleotide in position 36 was labelled, the
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Fig. 3. Stability of microinjected tRNAs in the X. laevis oocytes. A given amount (fmol level) of purified 32p.fabelled tRNA (natural or
chimeric) was microinjected into the cytoplasm of a series of five oocytes. At the indicated time after microinjection, total RNA was extracted
from the oocytes by phenol/chloroform treatment and ethanol precipitation. RNA samples were then redissolved in electrophoresis buffer
and analysed for the presence of degradation products by electrophoresis on a 10% polyacrylamide gel in 7 M urea. The figure shows the
resulting autoradiography for E. coli fMet-tRNA with anticodon CAX (upper part) or with anticodon GAX (lower part). The last lane (lower
part) shows the degradation products of an authentic sample of E. coli fMet-tRNA incubated in formamide for 30 min at 100°C (control
experiment). The arrows indicate the position of a genuine sample of E. coli [Met-tRNA (having its terminal CCA end) detected by ultraviolet
shadowing [52]. RNA bands migrating faster than this authentic E. coli fMet-tRNA, probably correspond to fMet-tRNA lacking the terminal

nucleotides of the amino acid stem (see text)

identity of which could be determined by two-dimensional
thin-layer chromatography.

Fig. 5a—h shows representative autoradiograms of these
experiments and illustrates clearly that A-37 was rapidly
modified to t°A in the tRNA variants having the native CAU
(Fig. 5a) and GAU (Fig. Se) anticodon. Trace amounts of the
isopentenyl modification of A-37 was detected in the variants
having CAA (Fig. 5b) or GAA anticodons (Fig. 5f), and no
modification was detected in variants harboring the CAC,
CAG, GAC and GAG anticodons (Fig. 5c, g and h) even after
incubations as long as 48 h.

Quantification of the radioactivity in the different spots
from the thin-layer chromatogram allows the calculation of
the kinetics of iz vivo modification (Fig. 6). The modification
of A-37 to t°A occurs very rapidly for the CAU and GAU
chimera reaching a plateau at 80 —90% transformation. The
apparent higher rate of the GAU chimera could be due to
sequestering of significant quantities of the natural initiator
CAU chimera. Isopentenylation of A-37 in the CAA or GAA
anticodon variants is considerably slower: only 6—10%

conversion after 72 h. Moreover, the rates of conversion are
essentially the same whether the tRNA is injected in the oocyte
cytoplasm or nucleus (data not shown).

A microassay of tRNA aminoacylation

With the set of tRNA variants in hand, it was also of
interest to determine which, if any, of them could be
aminoacylated in the oocyte. Allende and his coworkers
[25a, b] were the first to devise a microassay to evaluate the
biological activity of small amounts of tRNA microinjected
into amphibian oocytes. This procedure was based on the
ability of aminoacylated tRNA, but not uncharged tRNA, to
bind to E. coli elongation factor EF-Tu. Later on, Corbo et
al. [26] adapted this procedure in order to quantify small
amounts of 3?P-labelled tRNAs produced after transcription
of a tRNA gene in the Xenopus oocyte nucleus. These pro-
cedures, however, are unwidely at best, since they depend
on a Sephadex G-100 separation of charged and uncharged
tRNA. Another technique was based on the use of radioactive
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Fig. 4. Stability of microinjected tRNA (natural or chimeric) in the X.
laevis oocytes. The results of Fig. 3 were further analyzed by counting
the radioactivity recovered from the oocytes in bands corresponding
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plotted in a semilogarithmic mode as a function of time. In the right-
hand column are listed the calculated half-lifes £% of each of the eight
tRNA variants assuming an exponential decay law -dN/dt = kN

amino acids [25b] (see also [15]). In all, none of these tech-
niques was particularly well-suited to the determination of
variant tRNA aminoacylation for this study; therefore, we
set out to establish an alternative method. The technique
selected is based on the well-known chromatographic
behaviour of phenoxyacetylated aminoacyl-tRNA to be
absorbed strongly to BD-cellulose [24]. The derivatized
charged tRNA is eluted only in an alcoholic buffer, whereas
uncharged and underivatized charged tRNAs are eluted
anteriorly in a salt buffer.

The in vitro aminoacylation of tRNA chimera

Using the above technique we were able to determine
the aminoacylation level of each microinjected tRNA variant
(Table 1) after various times of incubation in the oocytes.
As above, only the natural CAU and the GAU (isoleucine)
anticodon-containing tRNAs were aminoacylated to a rea-
sonable extent. Presumably both are aminoacylated with
methionine, although the technique based on the detection of
32P in the RNA does not distinguish between aminoacylating
groups. Also, only the fraction of Met-tRNA in which the 3
ends have been fully repaired by the oocyte tRNA nu-
cleotidyltransferase [40] can be charged with the amino acid.

DISCUSSION

In this paper we have presented evidence that, among the
eight E. coli fMet-tRNA anticodon chimera, the GAU and
the native CAU variants have the longest half-lifes, are the
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only tRNAs where the A-37 is converted to t’A and are
aminoacylated to a significant degree in amphibian oocytes.
This surprising coincidence must be related to the functio-
nality of these tRNAs; tRNAs which can be aminoacylated
could be sequestered by proteins and thus be protected from
cytoplasmic nucleases (see [15]).

Itisindeed remarkable that the A-37 of E. coli fMet-tRNA
is modified to t°A in the oocyte, since this modification does
not take place in E. coli [39]. Thus, there is no intrinsic
structural reason, relating to an unusual anticodon conforma-
tion for example [27], that this tRNA cannot be modified.
The eubacterial modifying enzyme would seem to be more
selective in its action. Since the tRNAs variants were injected
into the oocyte cytoplasm, we conclude that the t*A modifying
enzyme is located in the cytoplasm. This result is fully consis-
tent with the fact that this modification has not been found
in nuclear tRNA precursors [28]. Considering the cytoplasmic
presence of the queuosine (a modified base found at position
34) and the i®A-37 modification enzymes shown by the
microinjection of yeast tyrosine tRNA [29], it may be that
most anticodon-loop-modifying enzymes are cytoplasmic (see
also [42]).

Most eukaryotic tRNAs having anticodons ending with
U have a t°A and those ending with A, a i°A, 1-methylguano-
sine or a Y base at position 37 [1, 30, 31]. A remarkable
illustration of these correlations is that mutations resulting in
the replacementyof C-36 by A-36 or U-36 as well as U-36 by
A-36 in glycine or lysine E. coli tRNAs is accompanied by a
change in the nature of the modification at A-37 [32—34].
Results of Murgola and coworkers [34, 35], however, point to
the fact that the molar yield of such modifications may be
quite low, and caution must be used in interpreting the existing
correlative data [36]. The low or non-existent conversion of
A-37 to the 6-isopentenyl derivative in the CAA and GAA
chimera demonstrates that several correlations observed in
natural tRNAs do not necessarily hold for synthetic variants.
In any case the determinants of nucleotide modification by a
given enzyme acting in the anticodon loop are much more
complex than the anticodon correlations would lead one to
believe. For more discussion, see [36, 42].

The aminoacylation of the E. coli fMet-tRNA variants by
the oocyte aminoacyl-tRNA synthetases is also of interest. In
previous work it has been unambigiously demonstrated that
the anticodon nucleotides of E. coli fMet-tRNA were crucial
for recognition by the corresponding homologous enzyme.
Indeed, aminoacylation is reduced to levels below ex-
perimental detection ir vitro by base substitution in the wobble
position, and lesser, although dramatic, effects result from
structural changes at the other two positions (positions 35
and 36) of the anticodon [9—11a]. The mechanism by which
just one base substitution in the wobble position reduces the
aminoacylation rate of E. coli {Met-tRNA by at least five
orders of magnitude remains, however, unclear [11a, 37]. On
the other hand, base substitution at position 33 (the constant
uridine) or at position 37 (the unmodified adenosine) as well
as enlargements of the anticodon by one or two nucleotides
at its 5" or the 3’ side do not affect drastically aminoacylation
of E. coli fMet-tRNA by E. coli methionyl-tRNA synthetase
[11a, 12]. From these results it has been concluded that recog-
nition of E. coli fMet-tRNA by its cognate homologous
enzyme requires specific interactions of the methionyl-tRNA
synthetase with functional groups of the nucleotide base of
the anticodon and that the spatial arrangement of those bases
in the anticodon loop is less critical than their chemical nature
[11a, 37].
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Fig. 5. Autoradiograms of the separation of 5'-nucleosides by chromatography on thin-layer cellulose plates. After isolation from the oocytes
and purification by electrophoresis on polyacrylamide gel as shown in Fig. 3, the 3*P-labelled fMet-tRNA recovered from the gel was
completely digested into nucleosides with nuclease P1. The resulting nucleoside 5’-monophosphates were separated on thin-layer cellulose
plates as described in Materials and Methods. The pattern of nucleosides is given in the upper left-hand corner and each sample is identified
by the schematic drawing of its anticodon loop: from (a) to (h) for each of the eight tRNA variants. Nucleotides in boxes are those which
differ from the parent E. coli fMet-tRNA. Numbers in the corner of each autoradiogram correspond to the time of incubation (h) of the
tRNA in the oocytes at 19°C; zero corresponds to tRNA before the microinjection (control experiments). Characteristic spots, which
correspond to modified nucleotides pt®A and pi®A, are identified by arrows. Percentages correspond to molar yield of transformation (mol/

100 mol) of A-37 to t°A-37 or i®A-37 in E. coli fMet-tRNA after 72 h incubation in the oocytes. Asterisk indicates which compounds are
labelled with 32P in the nuclease hydrolysate of the tRNA



Clearly these rules, which applied to the E. coli methionyl-
tRNA synthetase, cannot be extended to the same enzyme
from the X. laevis oocyte. Indeed, in the experiments reported
here the GAU variant of E. coli fMet-tRNA (with a base
substitution in the wobble position) is at least as active in
aminoacylation as the native fMet-tRNA (with normal anti-
codon CAU): even the reaction rates were so fast in vivo that
we cannot differentiate between the two tRNAs. It should be
pointed out that the non-stoichiometric aminoacylation could
result from either the lack of a 5’-phosphate on the tRNA,
even though this feature is not thought to effect aminoacyla-
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Fig. 6. The kinetics of A-37 modification. Results shown in Fig. 5a—
h were analyzed by radioactive counting of the various spots on
the thin-layer cellulose plates. From these data were calculated the
quantities of pt®A and pi®A as a function of time, expressed as
percentages of the total radioactivity on the thin-layer cellulose plates.
The nucleotide sequences of the novel synthetic anticodons in tRNAs
corresponding to each curve are given. The kinetics correspond to the
post-transcriptional modifications of A-37 in microinjected E. coli
fMet-tRNA under physiological conditions of a living cell

Table 1. In vivo aminoacylation level of tRNAs

Activity is expressed as the percentage of radioactivity (*?P) retained
on the BD-cellulose column during salt washes (1 M NaCl/sodium
acetate buffer at pH 4.5) and eluted in the same salt buffer containing
20% ethanol; the total radioactivity recovered from the column being
taken as 100%. These radioactivities correspond to the fraction (%)
of Met-tRNA labelled with *2P containing a phenoxyacetyl group,
because of the presence of an aminoacyl group at the 3 termini. The
error in the evaluations is considered to be 15—20%. The control
experiment corresponds to about 15—20 min incubation in vivo; it
represents the minimal time required to complete the microinjections
in one series of five oocytes and to proceed in order to recover the
32P-labelled tRNA from the oocytes by phenol/chloroform extraction
as described in Materials and Methods

Anticodon Aminoacylation after incubation for
control - . 3h 12h
%
CAU 23 V52 54
CAA 3 5 7
CAC 6 10 10
CAG 4 8 10
GAU 24 55 64
GAA 4 8 9
GAC 8 6 14
GAG 5 10 11
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tion (at least with E. coli methionyl-tRNA synthetase) [38], or
the incomplete repair of the CCA terminus in the oocyte [40,
41]. Although misacylation of the E. coli fMet-tRNA by an
amino acid other than methionine can not be ruled out [11b],
generally misacylation rates never reach the proportions of
aminoacylation by cognate amino acid [11b, 43, 44]. Also
there is no evidence for aminoacylation of a yeast initiator
Met-tRNA having an arginine CCU (instead of CAU) anti-
codon using the homologous partially purified yeast
methionyl-tRNA synthetase [45]. Since this variant of yeast
Met-tRNA was not aminoacylated by the E. coli enzyme, in
contrast to the natural yeast tRNA [45, 46], we conclude
that the tRNA recognition by methionyl-tRNA synthetase of
eukaryotic cells must be less dependent on the anticodon than
is the activity of its E. coli counterpart. Experiments indicating
the involvement of the anticodon in tRNA recognition by
several aminoacyl-tRNA synthetases are often debated. In
several instances it is clear that functional groups of anticodon
nucleotides are important in the interaction but this might not
be a general rule: see for example [37, 43, 47—49, reviewed in
53].

Finally, a method for the determination of femtomole
quantities of aminoacylated tRNA is presented. This rapid
assay is insensitive to the presence of other (endogenous)
unlabelled tRNAs and is therefore particularly well-suited to
microinjection techniques. Previous methods had drawbacks
relative to the detection limit of radiocactive amino acids or
tritiated tRNA and to their ease of analysis. The method
presented here could be even more easily applied to aromatic
amino acids, since their aminoacyl-tRNAs are strongly
adsorbed to BD-cellulose without the use of the phenoxyacetyl
group [50]. Two cautionary notes must be added, however.
First, while the technique used in the assay of microinjected
tRNA does determine which fraction of the tRNA is charged,
it cannot identify the amino acid involved. The heterologous
tRNAs used here could be subject to misaminoacylation,
although demonstration of this phenomenon in vivo remains
to be made. Also, occasionally a modified nucleotide, present
in the labelled tRNA sequence, could react with the
phenoxyacetyl group leading to the adsorption of non-
charged tRNA to BD-cellulose. This situation could prevail
for tRNAs containing 5-carboxymethylaminomethyluridine
and 3-(amino-3-carboxypropyl)uridine [51]. In spite of these
drawbacks we feel that this method will find many
applications in the evaluation of the biological activity of
small amounts of tRNAs, especially those produced by re-
combinant technology.
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i]ling of polyribonucléotides by phcsphorylation with RNA ligase and
ddification for joining reactions 1
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. ABSTRACT

Pl—.-Adeno_sine 5'-P2-o—nitrobenzyl pyrophosphate (nbzlppa)

has been synthesized as a substrate for T4 RNA ligase catalyzed -

3'-phosphorylation. Incubation of oligoribonucleotides and
nbzlppA with RNA ligase yielded oligoribonucleotides having a
3'-0- (o-nitrobenzyl)phosphate. Photochemical removal of the
o-nitrobenzyl group provided the free 3'-phosphate. Using
[P2—32P]nbzlppA, 3'~termini of oligoribonucleotides could be
labelled with 32P. This reaction was applied to modify the
3'-end of donor molecules in joining reaction with RNA ligase.

- A trinucleotide U-A-G was converted to U~A-Gpnbzl and phos-

phorylated with polynucleotide kinase. pU-A-Gpnbzl was then

joined to an acceptor trinucleotide A-U-G to yield A-U-G-U-A-Gp.

INTRODUCTION
_ T4 RNA J.igase2 has been demonstrated to be a useful reagent
for joining oligonucleotides.?_’—9 For intermolecular reactions

the 3'-termini of the 5'-phosphorylated components (donor

molecules) have to be modified to prevent self-polymerization

and/or cyclization.l0 Several approaches have been reported for

preventing these undesired reactions by substitution of various

groups at the 2'- or 3'-hydroxyl group. A 2'-substituted mono-
nucleotide can be linked to the 3'-end of oligoribonucleotides
by either‘chemical8 or polynucleotide phosphorylase catalyzed
reactions.6 Single addition reactions of nucleoside 3',5'-di-
phosphate catalyzed by RNA ligase have provided 3'-phosphory-
lated oligonucleotides.llf12 It was also found that alkyl
phosphates and sugar phosphates were recognized by the enzyme
if they were linked with adenosine 5j—phosphatel3 in the way
found in the active intermediate for the ligase reaction.
In the present paper we wish to report 3'-phosphorylation of

oligoribonucleotides using an adenylated photolabile o-nitro-

5,6,14
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. ABSTRACT

Pl—Adenosine 5'—'P2—o-nitrobenzyl pyrophosphate (nbzlppa)

has been synthesized as a substrate for T4 RNA ligase catalyzed -

3'-phosphorylation. Incubation of oligoribonucleotides and
nbzlppA with RNA ligase yielded oligoribonucleotides having a
3'~0- (o-nitrobenzyl)phosphate. Photochemical removal of the
o-nitrobenzyl group provided the free 3'-phosphate. Using
[P2—32P]nbzlppA, 3'-termini of oligoribonucleotides could be
labelled with 32P., This reaction was applied to modify the
3'-end of donor molecules in joining reaction with RNA ligase.

~ A trinucleotide U-A-G was converted to U-A-Gpnbzl and phos-

phorylated with polynucleotide kinase. pU-A-Gpnbzl was then
joined to an acceptor trinucleotide A-U-G to yield A-U-G-U-A-Gp

INTRODUCTION

T4 RNA ligase2 has been demonstrated to be a useful reagent

for joining oligonucleotides.3_9 For intermolecular reactions
the 3'-termini of the 5'-phosphorylated components (donor

moiecules). have to be modified to prevent self-polymerization

and/or cyclization.10 Several approaches have been reported for

preventing these undesired reactions by substitution of various

groups at the 2'- or 3'—hydroxyl'group. A 2'-substituted mono-
nucleotide can be linked to the 3'-end of oligoribonucleotides
by either‘chemical8 or polynucleotide phosphorylase catalyzed

reactions.6 Single addition reactions of nucleoside 3',5'-di-

phosphate catalyzed by RNA 1igase‘have provided 3'-phosphory-

11,12 14 yas also found that alkyl

phosphates and sugar phosphates were recognized by the enzyme
: 13

lated oligonucleotides.
if ‘théy were linked with adenosine 5'-phosphate in the way
found in the active intermediate for the ligase reaction.
In the present paper we wish to report 3'-phosphorylation of

oligoribonucleotides using an adenylated photolabile o-nitro-
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benzyl phosphate (Pl—aden051ne\5'-Pz—o-nitrobenzylpyrophosphata
nbzlppA) and RNA ligase. Substitution of the alkyl phosphate
with 32? enabled us to label the 3'—-terminus of oligonucleotides
in the same way. The 3'-phosphorylated ollgonudieotides coulad
serve as donor molecules after 5'-phosphorylation with poly-
nucleotide kinase. Using these techniques a hexanucleotide was

synthesized as a model messenger RNA.

MATERIALS AND METHODS
nbzlppA. o-Nitrobenzyl phosphate was synthesized by

condensation of o-nitrobenzyl alcohol with phosphoric agidusing

adenosme
trlchloroacetonitrile15 and adenylated by treatment with*5'-
16 Phosphoric acid (85%, 0.116 ml, 1.7

mmol) , o-nitrobenzyl alcohol (4.25 g, 27.7 mg) and triethyl-

phosphoromorpholidate.

amine (0.56 ml, 4 mmol) were dissolved in acetonitrile (10 ml)
and treated with trichloroacetonitrile (1 ml, 10 mmol) in
acetonitrile (1 ml) at 75° for 4 hr in the dark. The extent of
reaction was examined by paper electrophoresis. The volatile
materials were removed by evaporation and water (20 ml) was
added to the residue. The excess of o-nitrobenzyl alcohol was
removed with ether (15 ml)x2, and the agueous layer was con-
centrated in vacuo, then dissolved 1n water (14 ml) and applied
to a column of Dowex 50X2 (H+)(l.7 x 10 cm). o-Nitrobenzyl
phosphate was recrystal}ized from chloroform (20 ml)-acetone

(5 ml). The yield was 53%, 0.209 g, 0.89 mmol. Anal. calcd. for
C7H8N06P: Cc, 36.07; H, 3.56; N, 6.01. Found: C, 35.80; H, 3.54,
N, 5.81. o-Nitrobenzyl phosphate (0.2 mmol) was mixed with tri-
n- octylamine (0.2 ml),coevaporated with pyridine three times
and allowed to react with adenosine 5'-phosphoromorpholidate
(0.2 mmol) in dry DMF (1 ml) at room temperature for 3 days.
Paper electrophoresis showed a pyrophosphate which could be
converted to ADP by irradiation with UV light. The reaction was
stopped after another 3 days by addition of water. DMF was
removed and the residue was dissolved in aqueous pyridine. The
agueous pyridine solution was passed through a column (2.7 x 5
cm) of Dowex 50X2 (pyridinium form) to remove tri-n-octylamine.
The eluent and washings (200 ml, 10% pyridine) were applied to
a column (1.7 x 19 cm) of DEAE-Sephadex A-25 (bicarbonate form).
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After the column was washed with water (1 L), the produtt was
eluted with a linear gradient of triethylammonium bicarbonate
(0 to 0.2 M, total 2 L). The appropriate fractions (0.13 M)

- were examined by paper electrophoresis and desalted by evapora-

tion. The relative mobility of the product to pA was 0.94. The
spectral properties of the product were Amax (H O) 261, Amax
(H ) 256, Amax (OH ) 261 nm. The yield of nbzlppA was 1382 A

units, 33%. The pyrophosphate was characterized by enzymic

260

digestion with venom phosphodiesterase to yield o-nitrobenzyl
phosphate and pA. The product could be converted to ADP by
irradiation with UV light.
nbzl*ppA. The [32P]labelled pyrophosphate was synthesized as
above except that *Pi (1 mCi) was diluted with 0.05 mmol of
phosphoric acid. The yield was 5.3 pmol, 11%.
Enzymes. ‘ ) )

RNA ligase was purified accordihg to a procedure of

17

Cranston et al. with a modification using affinity chromato- .

graphy on ADP-Sepharose.18 Polynucleotide kinase reactions and
other enzymes for characterization of products were described

previously. 6.8

" RNA ligase reaction.

Unless specified otherwise 50 mM HEPES-NaOH (pH 8.3), 10
mM MgClz, 10 mM DTT, 0.1 mM ATP and 0.5-2 pg BSA were used in
10 pl at 25°. Substrate concentration was 0.28-1.5 mM when the
enzyme concentration was 140 units/ml.
Other methods.

Paper chromatography was performed by the descending

technique using solvent systems: A, isopropyl alcohol-concent-
rated ammonia-water (7 :1: 2, v/v); B, n-propyl alcohol-

_concentrated ammonia-water (55 : 10 ¢ 35, v/v); C, 0.1 M

phosphate (Na,pH 6.8)~ammonium sulfate-n-propyl alcohol (100

60 : 2, v/w/v). Paper electrophoresis was performed using 0.05 M
triethylammonium bicarbonatg (pH 7.5). Ion-exchange chromato-
graphy was performed with DEAE-Sephadex A25 (Pharmacia Co.} and
triethylammonium bicarbonate. Homochromatography19 was perfor-
med using Homomix I—V.20 Partial digestion with Nuclease Pl and
venom phosphodiesterase wefe as described previously.9

For the removal of the o-nitrobenzyl group, compounds were
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placed in a pyrex tube (1.5 mm thick) and irradiated through a
pyrex filter (2 mm thick) inserted in a water jacket. The
photolysis apparatus had a 300 W high pressure mercury lamp
(Eikosha Model PIH 300) with a quartz water circulating jacket.

RESULTS

3'-Labelling by phosphorylation with nbzl*ppA (2) and RNA
ligase.

A trinucleotide U-A-G (1) was phosphorylated using a two
fold excess of nbzl*ppA and RNA ligase as shown in Chart 1.
chart l. NO»o hy
UH?—G + Ap(S‘)EpOCH2 N4y —> U—A—G;pnbzl —_— U—A;G*p

Figure 1. Homochromatography of
i the products after phosphoryla-
it tion of U-A-G with nbzl*ppA.
: . Before photoirradiation, U-A-G-
: *pnbzl (the slower spot); after
e photoirradiation, U-A-G*p (the
slowest spot). nbzl*ppA travels
behind the blue marker.

i

UAGENB _ UAGE
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Figure 2. Chromatography of the products in the RNA ligase
reaction (605 pl) of nbzlppA (1025 nmol) with U-A-G (532 nmol)
using RNA ligase (28 units) on a column (0.6 x 15 cm) of DEAE-
Sephadex A25. Elution was performed with a linear gradient of
triethylammonium bicarbonate (pH 7.5, 0.1 M to 0.5 M, total
220 ml). Fractions of 1.6 ml were collected every 10 min.
Peaks: I, pA; II, nbzlppA; III, U-A-Gpnbzl.

The 3'-(o-nitrobenzyl)phosphorylated product (3) was detected
by homochromatography. After 4hr, the reaction was almost
complete. Fig. 1 shows 3 as a slower moving compound compared
with the pyrophosphate (2) which travels behind the blue

marker. Removal of the o—nitrobehzyl group from 3 was effected
by irradiation with UV light of wavelength longer than 280 nm.
The 3'—phosphorylated trinucleotide (4) travelled slightly
slower than the benzylated starting material (3) as shown in
Fig. 1. 7

Preparation of the 3'-modified trinucleotide and its use in

joining reactions.

For joining of pU-A-G to the 3'-end of other oligonucleo-
tides U~-A-G was modified at the 3'-hydroxyl group before 5'~

phosphorylation. U-A-Gpnbzl (5) was prepared in quantity using
a twoAfold excess of unlabelled nbzlppA and RNA ligase and

‘isolated by chromatography on Scphadex as shown in Fig. 2. 5
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Figure 3. Chromatography of the product in the phosphorylation
of U-A-Gpnbzl1 (292 nmol) with [¥-32P]ATP(480 nmol) and poly-
nucleotide kinase (15 units) on DEAE-Sephadex A25 using a
linear gradient of triethylammonium bicarbonate pH 7.5 from 0.1
M to 0.65 M (total, 220 ml). Fractions of 1.6 ml were collected
every 10 min. Radioactivity was counted by Cerenkof's method.
Peaks: I, *Pi; II,[ 32PIATP; III, *pU-A-Gpnbzl.

was phosphorylated using [Y—32P]ATP with low specific activity
by polynucleotide kinase. The 5'-phosphorylated product (6) was
isolated by the similar chromatography (Fig. 3) and joined to
A-U-G by treatment with RNA ligase as 1llustrated in Chart 2.
The joined product (7) was analyzed by homochromatography and
the reaction mixture was irradiated with UV light to remove the
o-nitrobenzyl group. Fig. 4 shows mobilities of the 3'-phospho-
rylated products before and after photoirradiation. The
deblocked hexanucleotide (8) was also 1isolated by 1on-exchange
chromatography on DEAE-Sephadex (Fig. 5) and characterized by
nearest neighbor analysis (Fig. 6-1) as well as RNase A plus
phosphatase treatment (Fig. 6-2). An aliquot of 8 was treated
with phosphatase and 9 was isolated by paper chromatography in
solvent C. The dephosphorylated hexanucleotide (9) could be

an acceptor molecule in a subsequent ligation 1f the chain 1is
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Figure 4. Homochromatogra-
phy of the products in the
joining of *pU-A-Gpnbzl to
A-U-G. 1, *pU-A-Gpnbzl; 2,
*pU~-A-Gp; 3, A-U~-G*pU-A-Gp

*B (the slowest spot, after
photoirradiation}; 4, A-U-
G*pU~A-Gpnbzl (the slowest
spot, before photoirradia-
tion).

.P

oY

& e

N

to be elongated in the 3'-direction.

Thus U-A-G was Jjoined to A-U-G by successive 3'-modifi-
cation, 5'-phosphorylation, ligation and 3'-deblocking to yield
A-U-G-U~A~-G which could serve as a model messenger RNA in

protein synthesizing systems.

Chart 2.
32 A-U-G
U-A-Gpnbzl + [¥-""P]ATP ——> ‘*pU-A-Gpnbzl ————>
5 6 RNA ligase

A-U-G*pU-A-Gpnbzl DY S A-U-G*pU-A-Gp ——> A-U-G*pU-A-G
7 8 9

The 3'-modification by o-nitrobenzyl phosphorylation of
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Figure 5. Chromatography of the deblocked product, A-U-G~U-A-Gp
after joining of *pU-A-Gpnbzl (277 nmol) to A-U~G (278 nmol)
using RNA ligase (14 units in total volume of 450 pl) on a
column of DEAE-Sephadex A25. The conditions for elution were the
same as described in Fig. 2. Peaks: I, unidentified, II, mainly
dephosphorylated product, A-U-G*pU-A-G; III, the reaction inter-
mediate, Ap(5')pU-A-Gp; IV, A-U-G*pU-A-Gp.

C-C-A, A-U-C gave similar results. The conditions for these

reactions are summarized in Table I.

DISCUSSION

The present study indicates that the adenylated o-nitro-
benzyl phosphate (nbzlppA) was recognized by RNA ligase as a
donor molecule and that o-nitrobenzyl phosphate was transfered
to the 3'-hydroxyl group of ribooligonucleotides. This result

is consistent with the previous finding that adenylated cyano-
13

ethyl phosphate served as a
The o-nitrobenzyl group was
ting group for amino acids,

Extensive use of this group

substrate in RNA ligase reactions.
introduced as a photolabile protec-
carbohydrates and phosphates.21

as protection for the 2'~hydroxyl

group of nucleotides in oligonucleotide synthesis has shown no

detectable photochemical side reactions during deblocking by

irradiation with UV light o

f wavelength longer than 280nm.22
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Figure 6. Characterization of A-U-G*pU-A-G. (1) Paper electro-
phoresis of the digested product (G*pU) after RNase A plus
rhosphatase treatment. A, Ap and dimer indicate markers detect-
ed by UV absorption (2) Paper chromatography of the digested
product (G*p) in an RNase M hydrolysis. Ap, Gp and Cp show
markers detected by UV absorption. )

Table I :
The 3'~(o-Nitrobenzyl)phosphorylation of Ribotrinucleoside
Diphosphate.

2, The yield was estimated by counting radioactivity of *pX-¥-2
and *pX-Y¥-Zpnbzl from homochromatogram after the reaction mix-

ture was phosphorylated with»[r—32

kinase.

P]ATP and polynucleotide

451

Acceptbr (nmol) nbzlppA RNA Total Time Temp. Yield? i o
) (nmol) ligase vol. (hr) . (C°) ] : [l
(unit) (pl) i
Cc-C-A 14.1 70.4 7.0 50 26 25 82 :
N 4
Cc-C-A 14.1 70.4 5.3 50 17 37 66 !
U-A-G 14.1 70.4 7.0 50 26 25 49 :
U-A-G 139 705 14.0 100 4 25 100
U-A-G 530 1025 28.0 605 19 25 70
A-U-C 13.9 70.5 1.4 10 21 25 97
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The o-nitrobenzyl group on the 3'-phosphate of oligonucleotides

. can therefore be removed to give the 3'-phosphomonoester end

group. The present procedure provides a new method of 3'-
phosphorylation of ribooligonucleotides. When.the radioaétivé
pyrophosphate (nbzl*ppA) was used in this reaction, the 3'-end
of ribooligonucleotides was labelled with 32P.

The 3'-o-nitrobenzylphosphorylation of oligonucleotides is
also useful as method for modification of the 3'-end. If a
3'-modified cligonucleotide is phosphorylated at the 5'-hydro-
xyl group, a good donor.molecule for RNA ligase reactions is
obtained. During 5'-phosphorylation with polynucleotide kinase
and ATP, a 3'-phosphate may be removed by an activity which
co—chromatographs with polynucleotide kinase.23.A1though 3'-
phosphatase free kinase24 may overcome this problem, it is
desirable to protect the 3'-phosphate during 5'-kination. This
type of reaction was examined in our kination of the trinucleo-
tide (5). The 5'-phosphorylated product (6) was obtained in a
high yield (Figqg. 3).[K§2P]ATP was used to simplify product’
analysis in both the phosphorylation and the subsequent RNA-
Iigase reaction. 6 was joined with A-U-G to yieid 7 and the
protecting group was removed at this stage to yield 8 (Fig:iS).
If the chain is to be elongated in the 5'-direction it can be
retained for the next 5'-kination reaction. The hexanucleotide
with a 3'-phosphomonoester (8) was dephosphorylated by treat-
ment with alkaline phosphatase to obtain 9. By this treatment
9 can-be elongated in the 3f-direction.

This 3'-modification by o-nitrobenzylphosphorylation
provides a method for facile introduction of a’ 3'-~phosphomono-
ester which can be removed at later stages by phosphatase
treatment if necessary. Once ribotriplets are obtained by
whatever means, they can be modified at the 3'-end without the
need for addition of mononucleotides and used for RNA ligase .
reactions in a blockwise fashion. This techniqﬁe would appear
especially useful in synthesis of messenger RNA consisting of

trinucleotide codons.

(’._‘}
A
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Total synthesis of a RNA molecule with sequence identical to that
of Escherichia coli formylmethionine tRNAT

(chemical synthesis of tRNA fragments/RNA ligase/methionyl-tRNA synthetase)
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Haruxki UEMURA Takerumi Doi, TOMOKO TOKUNAGA, AND MORIO IKEHARA

Faculty ‘of Pharmaceutical Sciences, Osaka, University Suita, Osaka, Japan 565
Communicated by H. Gobi;d Khorana, June 8, 1981

ABSTRACT A RNA molecule has been synthesized that is
identical in sequence to Escherichia coli tRNAM®! except that it
lacks the base modifications present in the E. coli tRNA. This was
achieved by enzymatic joining of chemically synthesized oligonu-

" cleotides with chain lengths of 3-10 which were synthesized by the

- phosphodiester or phosphotriester method. First, quarter mole-
cules of tRNA were constructed by joining of chemically synthe-
sized fragments with RNA ligase. The 5'-quarter molecule (bases
1-20) served as an acceptor in joining reactions with the 3',5'-bis-
phosphorylated donor molecule (bases 21-34). The 5’-half mole-

" cule thus obtained was treated with phosphatase and joined to the
3’-half molecule which was prepared by ligation of the other
quarter molecules (bases 3560, acceptor; bases 61-77, doner) fol-
lowed by 5’'-phesphorylation with polynucleotide kinase. The syn-
thetic tRNA was characterized by oligonucleotide pattern and was
partially active in aminoacylation with E. coh methionyl- tRNA
synthetase.

Chemical synthesis of nucleic acids has been a challenging prob-
lem in organic chemistry since the structure of the nucleic acids
was elucidated. Chemical methods to synthesize short ribo- and
deoxyribopolynucleotides with defined sequences were estab-
lished in early 1960s, and those oligonucleotides were important

to elongate synthetic RNA fragments to yield larger molecules
such as tRNAs.

The initiator methionine tRNA of prokaryotes has a special .

role in protein biosynthesis, which manifests itself in several
unique properties of that tRNA (8). It was also the subject of

detailed modification studies to explain its structure—function .

relationship (9). Because a RNase T1-digested one-quarter mol-
ecule of E. coli tRNAM®" reconstituted methionine acceptor ac-
tivity when mixed with the corresponding three-quarter mol-
ecules (10), this tRNA seemed an appropriate target for
chemical synthesis. The final aim would be to modify system-

~ atically the functionally important parts of the molecule.

in the elucidation of the genetic code (1). Discovery of DNA

ligase allowed the synthesis of bihelical DNAs from chemically
synthesized deoxyribopolynucleotides. With this chemical-en-
zymatic method the genes for yeast alanine tRNA (2) and Esch-
* erichia coli tyrosine tRNA precursor (3) have been synthesized;
the latter was the. first synthetic functional DNA molecule.
Genes for peptides have also been synthesized by the same ap-
proach, and the methods for joining double-stranded DNA

pieces with protruding ends have been used in various recently

developed reactions for genetic manipulations.

Although tRNAs are the smallest nucleic acids with unique
functions, their synthesis has been difficult until recently,
mainly because of the lack of good synthetic methods for larger
oligoribonucleotides as well as a lack of joining enzymes. After
the primary structure of yeast alanine tRNA had been deter-
mined (4), the nona- and hexanucleotide corresponding to the
terminal sequence of this tRNA were synthesized by phospho-
diester block condensation. These fragments in turn were used
to form reconstituted molecules with natural tRNA fragments
‘derived by RNase digestions. However, aminoacylation was not
possible because the synthetic fragments were too small to form
sufficiently stable complexes for recognition by the alanyl-tRNA
synthetase (5). The discovery of RNA ligase (6) and its ability
to join single-stranded oligoribonucleotides (7) made it possible

The publication costs of this article were defrayed in part by page charge
payment. This article must therefore be hereby marked “advertise-
ment” in accordance with 18 U. S. C. §1734 solely to indicate this fact.
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We began by synthesizing terminal fragments of the tRNA
(11-16) and examined the ability of RNA ligase (17-19) to join
these fragments. The 5'-terminal icosanucleotide (20), the tetra-
decanucleotide (bases 21-34) (21), and the 3’-heptadecanucleo-
tide (22) have been obtained by this method. The 5'-quarter
molecule here was found to reconstitute methionine acceptor
activity when it was combined with the natural RNase T1-gen-
erated three-quarter molecule (20). Oligonucleotides corre-
sponding to the rest of the molecule and certain of their analogs
have been synthesized either by the phosphodiester method
(23, 24) or by the triester method (25, 26).

In this paper we report total synthesis of a RNA molecule with
a sequence identical to that of E. coli tRNA}®* obtained by the

enzymatic joining of chemically synthesmed fragments witht

RNA ligase.

MATERIALS AND METHODS

Enzymes. T4 RNA ligase was purified as described (27). Poly-
nucleotide kinase and E. coli alkaline phosphatase were gifts of
M. Sugiura. -3'-Phosphatase-free kinase was isolated from E.
coli infected with T4 PseT1-amN82SP62 as described (20).
Other enzymes for characterization of the products were ob-
tained as described (17-20).

- Kinase Treatment, Ligation, and Dephosphorylation. 5'-
Phosphorylation by using polynucleotide kinase and [ y->2P]ATP
was performed as described (20). All 5’-phosphorylations of 3'-
phosphorylated oligonucleotides were performed by using the
3'-phosphatase-free kinase unless otherwise specified. Ligation
was carried out in the presence of a 2-fold excess of ATP with
respect to donor molecules in 50 mM Hepes (made pH 8.3 with
NaOH)/10 mM dithiothreitol/10 mM MgCl,/10% (vol/vol)
dimethyl sulfoxide containing bovine serum albumin at 10 ug/
ml. The 3’-phosphate was removed by treatment with E. coli

alkaline phosphatase in 50 mM Tris-HCI (5 ul, pH 8.1) at 55°C

for 30 min. The enzyme was inactivated by treatment with 1 ul

*This is paper no. 36 in a series. Paper 35 is ref. 22.
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Fie. 1. Structure of E. coli tRNAM®. The quarter molecules 1, 2,
and 4 were obtained by joining chemically synthesized oligonucleotides
with RNA ligase. Quarter molecule 3 was joined as shown in Fig. 2.

of 40 mM EDTA at room temperature for 30 min and then at
100°C for 2 min (28) and extracted twice with 2 ul of phenol

saturated with 50 mM Tris-HCl (pH 8.1). The phenol layer was - .

washed twice with water (20 ul) and the aqueous phase was.
- subjected to gel filtration on a Sephadex G-50 column (1.1 X
21 cm).

Isolation and Characterization of Joined Products. Paper
chromatography was performed with 0.1 M sodium phosphate;
pH 6.8/ammonium sulfate/1-propanol, 100:60:2 (vol/wt/vol),
as the solvent system. Paper electrophoresis was performed at
900 V/40 em with 0.05 M triethylammonium bicarbonate (pH
7.5) or 0.2 M morpholinium acetate (pH 3.5). Homochroma-
tography (29) was performed with Homo-mix I-IV- (30). Two-
dimensional .chromatography on cellulose plates was as de-
scribed (31). Polyethylenimine-celtulose plates (Macherey-Na-
gel, Polygram Cell 300 PEI) were treated as described (32).
Polyacrylamide gel electrophoresis was performed on slab gels,
or on a disc apparatus as described (20).

Nearest-neighbor analysis (17), 3’'- and 5’-terminal analysis
(20), and partial nuclease P1 digestion (22) for mobility shift
analysis were as described. For complete RNase T1 digestion
of the product (1 pmol), RNase T1 (1 unit) was used in the pres-
ence of phosphatase (180 microunits) in 10 mM Tris"HC! (pH -
7.5) at 27°C for 4 hr. .

Aminoacylation of the Joined Product. The purified E. coli
methionyl tRNA synthetase.(a gift of J.- P. Waller) was used at

Proc. Natl. Acad. Sci. USA 78 (1981)

CAUAAC *pCCGAAG  GUCGUCGG *pUUC*pAAAD
CAUAAC*pCCGAAG GUCGUCGG*pUUC*pAAAD
4 A
| *pPGUCGUCGG*pUUC* pAAAD
i)

CAURAAC*pCCGAAG* pGUCGUCGG*pUUC*pAAAD _
. - N

Fic. 2. Synthesis of quarter molecule 3 (bases 35-60). -

4 pg/ml for 10 pmol of the tRNA in 100 mM Hepes, pH 8.0/
10 mM Mg(AcO),/10 mM KCl/4 mM ATP/10 mM 2-mercap-

toethanol/6 uM .L-[**C]methionine (582 Ci/mol; 1-Ci = 3.7

x 10" becquerels) in total volume of 20 ul at 37°C for 30 min.
Aminoacylation with a crude mixture of E. coli synthetases (33)
(0.12 mg/ml) was performed in the presence of 0.1 mM CTP
at 37°C for 60 min.. The reaction was stopped by addition of 1
M pyridinium acetate (pH 5.0; 5 ul) and the mixture was applied
to a column (0.8 X 23 ¢m) of Sephadex G-50 equilibrated with

50 mM pyridinium acetate (pH 5.0). The aminoacylated tRNA -

was eluted with the equilibration buffer, assayed by Cerenkov’s
method, desalted by gel filtration on Sephadex G-50 in 0.05 M
triethylammonium bicarbonate, and treated with Tris-HCI (pH
9.0) at 37°C for 1 hr to hydrolyze the amino acid -~ The mixture
was applied to a column of Sephadex G-50 to resolve the tRNA
and [““Clmethionine. Fractions were assayed using a scintilla-

tion counter. An aliquot (10 pmol) of the tRNA was assayed for -
methionine acceptor activity by acid precipitation as described.

(20) after 2P radioactivity became negligible.

RESULTS

Chemical Synthesis of tRNA Fragments. Most of the syn-
thetic methods used for fragments shown in Fig. 1 have been

described previously. The phosphodiester method was used for

the synthesis of fragments consisting of bases 1-4 (12), bases
5-10 (13), bases 41-57 (23), bases 58—60 (24), and bases 61-71
(14, 23). The phosphotriester method was applied for synthesis
of fragments consisting of bases 11-20 (15), bases 21-34 (un-
published work), bases 35-40 (26), and bases 72-77 (16).
Preparation of Quarter Molecules. Segment 1 (bases 1-20)

was prepared by joining three fragments as described (20) and .

the- 3'-terminal phosphate was removed. The next quarter,

molecule 2 (bases 21-34), was synthesized by two different ap-

proaches (21).
Segment 3 (bases 35-60) was prepared by the joining of five
synthetic fragments (Fig. 2). The dodecamer C-A-U-A-A-C-C-

C-G-A-A-G (bases 35-46) was synthesized by using 10-fold ex- -
cess of the acceptor molecule (3a, see Fig. 1) as summarized in’

Table 1. Reaction conditions for joining of oligoribonucleotides with RNA ligase

ATP, Enzyme, Temp.,

Time, Isolated

Acceptor, nmol (uM) Donor, nmol (uM) M ug/ml °C hr vield, %
CAUAAC pCCGAAG- .

80 (1000) 8 (100) . 200 100 25 1 39
GUCGUCGG pUUCAAAD

15 (150) 10 (100) 200 140 - 25 1. . 36
CAUAACCCGAAG. pGUCGUCGGUU-

2.1 (150) CAAp, 1.5 (100) - 200 115 25 1 52
1 2

0.88 (74) 1.3 (111) 227" 535 25 2 31
3 4

4 (100) 2.5 (63) 200 150 - 25 2 15 -
5'-half p3’-half

0.14 4.7) 0.20 (6.7) 100 200 4 17 42

———_ i " rimm
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10 Acceptor

cpm % 1073

5 Product

50

Fraction

Fic. 3. Disk gel electrophoresis of the 26-nucleotide-long segment
3(C-A-U-A-A-C*pC-C-G-A*pG-U-C-G-U-C-G-G-U-U-C-A-A-Ap) (Fig.
2) on 20% acrylamide. The first peak contained the acceptor (C-A-U-
A-A-C*pC-C-G-A) and the last peak contained the product.

Table 1. The tetradecamer (bases 47-60) was synthesized by
joining 3c to the hexanucleotide *pU-U-C-A-A-Ap which had
been obtuined by phosphorylation with polynucleotide kinase
and [y->2P]ATP of the joined product from U-U-C (3d) and pA-
A-Ap (3e). After 5'-phosphorylation, the tetradecamer was
joined to the dodecamer under the condition shown in Table
1. The 26-nucleotide-long segment 3 was isolated by electro-
phoresis on a 20% acrylamide gel disc as illustrated in Fig. 3.
The nearest-neighbor analysis of the product is shown in Fig.
4. The chain length was confirmed by slab gel electrophoresis.

The 3'-phosphorylated heptadecamer 4 was prepared as de-
scribed (22). The 3'-phosphorylation of C-A-A-C-C-A (16) was
done with P1-adenosine-P2-(o-nitrobenzyl) pyrophosphate and
RNA ligase (19).

Joining of Quarter Segments to Yield the tRNA Molecule.
The 5’-half molecule was synthesized by joining of quarter mol-
ecules 1 and 2. The reaction conditions are summarized in Table
1. The mixture was separated by polyacrylamide gel electro-
phoresis, and the product was detected by autoradiography
(Fig. 5A). The extent of the reaction was 73% as measured by
assaying gel slices at the appropriate positions. However, the
isolated yield after elution from the gel was 31% based on 1.

For the synthesis of the 3’-half molecule, heptadecamer 4
was phosphorylated and joined to the 3 by using the conditions
shown in Table 1. The product was isolated as described for the
5'-half molecule in a yield of 20%. It was characterized by near-
est-neighbor and terminal analyses. The 3'-half was then 3'-

Cp Ap GpUp
OO OO0

- jLLI_lJIL’

10 20
Distance, cm

cpm

FIG. 4. Nearest-neighbor analysis of 3 after digestion with RNase
T2 and paper electrophoresis at pH 3.5.

Proc. Natl. Acad. Sci. USA 78 (1981) 5495
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Fic. 5. Polyacrylamide gel electrophoresis of products. (A) Syn-
thesis of the 5'-half molecule from 1 and 2 (lane 2). Lane 1: the 5’
quarter molecule, 1. Lane 3: the three-quarter molecule. (B) Synthesis
of the 3'-half molecule from bases 35-46 and bases 41-77 (lane 2).
Lane 1: bases 35-77. Lane 3: bases 47-60.

phosphorylated with polynucleotide kinase and [y-**P]ATP and
joined to the 5'-half molecule at reduced temperature (Table
1).

The reaction mixture was subjected to gel filtration (Fig. 6A).
The joined product was found in peak 1 whereas the acceptor
and the donor eluted together in peak 2. This was verified by
polyacrylamide gel electrophoresis of the fractions. The molec-
ular weight of the product was estimated to be 2:6 X 10* from
a plot of logarithm of molecular weight against mobility in poly-
acrylamide gel electrophoresis. As expected, 5'-end group anal-
ysis of the product after **P-labeling (with polynucleotide kinase
and [y-*?P]ATP) and RNase T2 digestion yielded [**P]pCp. The
3’-end analysis was performed by transferring the labeled 5'-
phosphate by circularization with RNA ligase followed by hy-
drolysis with RNase T2. C*p (instead of A*p) was identified as
the 3'-end by two-dimensional chromatography. This may be
due to removal of pAp by a reverse reaction of RNA ligase which
has been observed with large excesses of the enzyme (R. I
Gumport and O. C. Uhlenbeck, personal communication). To
avoid this side reaction, the 3'-half molecule was prepared (Fig.
5B) and the 3'-phosphate of the 43-unit segment was removed
during the 5'-phosphorylation by using polynucleotide kinase
with 3'-phosphatase activity. Although the presence ofa 3'-OH
group on the donor molecule could lead to the donor molecule
joining onto itself, it was hoped that the secondary structure
would prevent circularization of the 3'-half molecule (donor)
during the joining reaction of the halves at the anticodon loop.

Joining of this 43-unit segment to the 5’ half was performed
under the same conditions as described above, and the product
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Fic. 6. (A) Gel filtration of products in the synthesis of the total
molecule from the 3'- and 5’-half molecules on a column (0.7 x 90 cm)
of Sephadex G-200 equilibrated with 50 mM potassium phosphate; pH
7.5/0.1 mM EDTA. Elution was at 50°C with flow rate 1.2 ml/hr; 0.22-
ml fractions were collected. Column volume, 34.6 ml: void volume, 11.5
ml. Peak 1 contained the total molecule; the half molecules were eluted
in peaks 2 and 3. (B) Polyacrylamide gel electrophoresis of the com-
pound in each peak. M1 and M2 indicate markers of segment I and
tRNAM®!, respectively. Lanes 1, 2, and 3 correspond to peak 1, 2, and
8

was isolated in a yield of 17% by gel filtration. The joined prod-
uct was analyzed as previously and again partial removal of pA
from the 3’ end was observed. Possibly, dephosphorylation did
not go to completion during kination. The whole molecule was
then treated with phosphatase to remove the 3'-phosphate res-
idue and then phosphorylated at the 5’ end with unlabeled ATP
and polynucleotide kinase.

This tRNA molecule was tested for methionine acceptor ac-
tivity by using L-[**C]methionine and purified or crude meth;
ionyl-tRNA synthetase. Aminoacylation was measured by iso-
lating the aminoacyl-tRNA formed by gel filtration in acidic
medium followed by hydrolysis and quantitation of the
[**C]methionine produced. With the purified enzyme amino-
acylation was 6%; with the crude enzyme it was 4%.% The dea-
cylated recovered tRNA was then subjected to RNase T1 diges-
tion for further structural analysis. The T1 fragments were
labeled by phosphorylation (28) and mapped by two-dimen-
sional thin-layer chromatography on PEI-cellulose. As shown
in Fig. 7, the synthetic tRNA gave essentially the same pattern
as the natural tRNA}®. The 3'-fragment *pC-A-A-C-C-A (spot
1) was accompanied by *pC-A-A-C-C (spot 1') in chromatog-
raphy of the product.

DISCUSSION

Examination of tRNA structure—function relationship may lead
to an understanding of an interesting example of the specific

¥ Acid precipitation of the amino acid carried bl the aliquot of the syn-
thetic tRNA. (10 pmol) was measured after >*P radioactivity became
negligible with a control (tRNA}', 66 cpm); it was found to be 25/
cpm (0.32 pmol after subtraction of background) when the natural
tRNA{***(10 pmol) accepted methionine (2866 cpm, 4.8 pmol). Thus,
the aminoacylation of the synthetic tRNA was 6.7% with respect to
the intact tRNA.

Proc. Natl. Acad. Sci. USA 78 (1981)

Fic. 7. Two-dimensional thin-layer chromatography of RNase T1
fragments of the natural tRNAY®t (A) and of the synthetic nascent
molecule (B) on PEI-cellulose plates (20 X 20). The plates were irri-
gated with 1.4 M lithium formate, pH 3.5/7 M urea for 10 cm, and then
with 2.3 M lithium formate, pH 3.5/7 M urea (1st dimension) and with
0.6 M lithium chloride/20 mM Tris-HCI, pH 8.0/7 M urea (2nd di-
mension) (33). Spots: 1, pC-A-A-C-C-A; 1/, pC-A-A-C-C; 2, ps*U-P or
pU-G; 3, pC-G; 4, pC-A-G; 5, pA-G; 6, pC-C-C-C-G; 7, pD-A-G or pU-A-
G; 8, pU-C-G; 9, pC-U-C-G, pC-C-U-G, and pA-U-C-G; 10, P;; 11,
pCmU-C-A-U-A-A-C-C-C-G or pC-U-C-A-U-A-A-C-C-C-G; 12, pm’G-
U-C-Gor pG-U-C-G; 13, pT-¥-C-A-A-A-U-C-C-G or pU-U-C-A-A-A-U-
C-C-G; 14, ATP.

recognition of a nucleic acid by a protein. Chemical modifica-
tions of tRNAs or genetic approaches to find mutants with base
substitutions have been used previously for recognition studies.
However, these approaches have certain limitations. Chemical
synthesis should provide defined alterations which would be
useful in structure—function relationship studies of tRNAs.

The chemical synthesis of oligoribonucleotides that have se-
quences of E. coli tRNA}®* and their analogs (e.g. U-G-C-G-G)
(25) has provided suitable substrates for the construction of
tRNA molecules by joining with RNA ligase. This paper reports
the total synthesis of tRNAY"®" from synthetic oligonucleotides
with chain lengths 3-10. Oligonucleotides containing modified
bases can be joined to other synthetic fragments by methods
similar to those described herein. Even though RNA ligase can
join short oligonucleotides and is a convenient tool for substi-
tuting fragments, it would be desirable to reduce the number
of joining steps so as to obtain tRNA molecules in sufficient
quantity to provide enough material for biological studies.
Chemical synthesis of oligonucleotides as long as quarter mol-
ecules of tRNA would yield whole molecules after three liga-
tions. Recently, we synthesized an icosaribonucleotide corre-
sponding to bases 35-54 of the tRNA}*" by the phosphotriester
method (unpublished data) and this fragment will be joined to
fragments including modified bases to obtain tRNAs with partial
modifications.

The tRNA synthesized in the present work is recognized to
a limited extent by E. coli methionyl-tRNA synthetase. We do
not know the tertiary structure of this tRNA. If modified nu-
cleotides are necessary for forming the correct conformation
required for synthetase recognition, then the low acceptor ac-
tivity would be explained. Otherwise, a particular nucleotide
modification may be required for direct interaction with the
enzyme. Further synthetic investigation to identify the levels
of modification that increase amino acid acceptor activities
should aid in elucidating the mechanisms of these interactions.

We are indebted to Dr. M. Sugiura for suggestions and a gift of poly-
nucleotide kinase and phosphatase. We thank Dr. J.-P. Waller for a gift
of the purified methionyl-tRNA synthetase of E. coli and Oak Ridge
National Laboratory for formylmethionine tRNA from E. coli X-12
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conjugated anti-sheep serum (directed against the globulins in
the sheep H3 HA antiserum) and rhodamine-conjugated anti-
hamster serum (directed against SV40 large-tumor antiserum)..
These cells showed coordinate expression of the HA and large-

tumor antigen, indicating the specificity of the observed im- -

munofluorescent reactions. Therefore, we conclude that the
HA synthesized in HA-SV40-infected AGMK cells is expressed
on the cell surface in the absence of influenza virus infection.

DISCUSSION

We have described the construction of a recombinant viral ge-
nome consisting of an SV40 vector and a cloned full-length DNA
coding for the HA protein of influenza virus. Infection of AGMK
cells with this recombinant virus produced a putative HA poly-
peptide that was immunoprecipitable with HA antiserum. The
polypeptide showed a-molecular size corresponding to that of
uncleaved influenza HA and it was glycosylated, as shown by
incorporation of radioactive labeled sugars. Furthermore, the
putative HA product appeared to be functionally active; extracts
from cells infected with the HA-SV40 recombinant exhibited
specific hemagglutination not seen in control cell extracts. The
HA product of HA-SV40 exhibited, in the absence of other in-
fluenza viral functions, properties characteristic of a surface
glycoprotein. These observations suggest that the HA product
of HA-SV40 is similar to the HA synthesized in cells infected
with influenza virus. This is expected as our cloned HA DNA
contains full-length sequences that code for the entire poly-
peptide sequence. Analysis of amino acid sequences suggests
that the HA molecule includes three functional domains: an

NH,-terminal prepeptide signal for transport of the polypeptide -

from the cytoplasm to cell membranes, a COOH-terminal hy-
drophobic peptide for anchorage of the polypeptide in the cell
membrane, and an internal “hinge” peptide region necessary
for activation of viral infectivity through specific cleavage (30,
31. Our finding of HA synthesis demonstrates that amino acid
sequences encoded by cloned HA DNA are sufficient for
expression of the HA on the surface of eukaryotic cells. We did
not observe, however, cleavage of the HA into the HA; and
HA, subunits during infection with the HA-SV40 viral recom-
binant. This was not surprising as.cleavage of HA, occurred, at
a low level in AGMK cells without added trypsin during a pro-
ductive infection of these cells with influenza A virus (Fig. 24).

Only one of the nine HA-SV40 isolates examined synthesized
HA. There are several possible explanations for the failure of
other. isolates to produce the polypeptide. Some of-the
HA~SV40 recombinants may have sustained deletion of DNA
sequences that are required for transcription or translation.
Also, some HA-SV40 hybrids may.contain HA DNA inserted
in an opposite orientation so that the sense (+( HA RNA strand

is not transcribed. In the latter case, the (—) HA RNA strand .

that is present in genomic RNA would be synthesized. Analysis
of nucleotide sequences at the junctures of SV40 and HA DNA
should help to differentiate between these possibilities.

Our HA DNA recombinant should be useful in elucidating
several interesting properties of the influenza HA. Individual
domains that specify polypeptide functions can be rigorously
tested through introduction of deletions or site-specific muta-
tions. The regions that are associated with cell-receptor binding

Proc. Natl. Aced. Sci. USA 78 (1981)

and, similarly, the separate antibody-binding sites that are de-
fined by classes of monoclonal antibodies can be dissected at-
the molecular level. Experiments involving phenotypic mixing
should answer the question of whether hemagglutinin coded for
by cloned DNA is expressed normally on the surface of viral
particles. If so, it would then be possible to seek evidence for
complementation between HA-SV40 recombinant DNA and
influenza viral mutants defective in HA function.
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Abstract—A tritriacontanucleotide which has the sequence of the 5’-half molecule of E.coli glycine tRNA,,
was synthesized by.the phosphotriester method involving p-anisidate protection for the 3’-phosphate
ends. Di- and trinucleotide units were prepared from 5'-dimethoxytrityl-2’-O-tetrahydrofuranyl-3’-O-(o-
chlorophenyl)phosphoryl derivatives of uridine, N-benzoylcytidine, N-benzolyadenosine and N-iso-
butyrylguanosine by condensation with 3',5-unprotected nucleosides followed by phosphorylation to
give 3’-phosphodiester blocks. The 3’-terminal dimers and trimers were synthesized by using 3'-(o-

chlorophenyl)phosphoro-p-anisidates instead of 3,

5’-unprotected nucleosides. The 3’-phosphodiesters of

oligonucleotides with a chain length of larger than 5 were obtained by removal of the 3'-
phosphoro-p-anisidate with isoamyl nitrite. The 5’-dimethoxytrityl group was removed by treatment with
zinc bromide under anhydrous conditions. Fragments were designed.to use common dimer blocks and -
to reduce the step for 5-deblocking of larger fragments. Finally a 3"-phosphodiester.block with a chain
length of 20 was condensed with a 5-OH component (tridecanucleotide). The fully protected 33 mer was
deblocked and purified by chromatography. The structural integrity of the product was confirmed by
mobility shift analysis and complete digestion with RNase T2.

- Chemical synthesis of ribooligonucleotides is an im-

portant subject in organic chemistry. It also provides
a useful approach for studies on biological and
physico-chemical properties of ribonucleic acids. In
the early 1960s short oligomers such as all possible

" ribotriplets were synthesized by the phosphodiester

method and used to elucidate the genetic code.! Later

. phosphodiester ribooligonucleotide blocks were pre-

pared for the synthesis of tRNA fragments.? For the
synthesis of larger oligonucleotides, the phos-
photriester method becomes a method of choice with
introduction of phenyl derivatives as protecting
groups for internucleotidic phosphates and are-
nesulfonyl azolides as activating reagents for phos-
phodiester groups.® We have been synthesizing ribo-
oligonucleotides either by the phosphodi- or triester

- method, and have performed the synthesis of E.coli

formy! methionine tRNA by enzymatic joining of the
chemically synthesized fragments with RNA ligase.*
The methodology used in this study can be applied to
replacement of functional parts of the tRNA mole-

-~ cule with synthetic oligonucleotides. Synthesis of

larger fragments is advantageous in reducing en-
zymatic joining steps to construct modified tRNAs.
Larger quantities of oligonucleotides, which can only
be obtained chemically, are very useful for studies on
interaction of nucleic acids with proteins, such as
aminoacyl-tRNA synthetases.’ Completely chemical

‘synthesis of RNA of the size of tRNA is a challenging

subject in chemistry and has its own value. In the
present paper we report a synthesis of a tri-
triacontanucleotide having the sequence of the 5’-half
molecule (1-33) of E.coli tRNA,%.% The synthesis
involved phosphotriester block condensations using a
combination of tetrahydrofuranyl’ and di-

presence of the 2’-O-tetrahydrofuranyl group on
treatment with zinc bromide,’ although this reaction
required anhydrous conditions, in contrast o the
conditions used with deoxyoligonucleotides.'® In the
phosphotriester synthesis, protection of the 2-OH
group is an essential problems and various groups
have been used in combination with selectivity re-
movable 5-O-protecting groups. Tetrahydro-
pyranyl,® 4-methoxytetrahydropyranyl,’ tert-butyl-
dimethylsilyl,'? and o-nitrobenzyl®™ groups have been

- used for synthesis of larger ribooligonucleotides: oc-

methoxytrityl® groups for the 2- and 5-OH func-

tions, respectively.® The abbreviated scheme of the
synthesis is shown in Fig. 1. The 5-dimethoxytrityl
group was shown to be removed selectively in the

47

tadecamer," nonadecamer’® and eicosamer.!s The
present tetrahydrofuranyl group has previously been
used and shown to have the properties required for
a 2-O-protecting groups, e.g. facile introduction,
stability during synthesis and complete removal at the
final stage """

Preparation of di- and trinucleotide blocks. For the
synthesis of larger oligonucleotides, condensation of
protected oligonucleotides has obvious advantages.
Preparation of oligonucleotides with phosphotriester
internucleotidic phosphate requires two kinds of pro-
tecting groups for phosphates. One of those has to be
removed selectively. A variety of combinations has
been. reported for the phosphotriester synthesis.
Phenyl derivatives,” 2-cyanoethyl,? phenylethyl
derivatives? and 5'-chloroquinolinyl® have been used
for protection for internucleotide phosphates. As
removable protecting groups, 2-cyanoethyl,?
2,2,2,-trichloroethyl,”> anilido,”® and anisido'®*%*
groups are used at the terminal phosphate. In the
present  synthesis  3’-(o-chlorophenyl)-p-anisido
phosphoryl derivatives (5) were synthesized by phos-
phorylation of 5-dimethoxytrityl-2’-O-tetrahydro-
furanylnucleosides (2) with o-chlorophenyl p-
anisidophosphorochloridate®® (3) as the phos-
phorylating reagent followed by removal of the
§’-dimethoxytrityl group with zinc bromide as illus-
trated in Fig. 2 using the condensations described

em———y e Ce
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Fig. 1. Structure of the E.coli tRNA,®Y and the 5-half sequence (1-33).

previously.” Dimer units (7) were prepared by con-
densation of 3’,5"-unprotected nucleoside (1) with
5’-dimethoxytrityl-2"-O-tetrahydrofuranyl-nucleoside
3’(o-chlorophenyl)phosphates (6), which in turn
were prepared by phosphorylation of 2 with o-

chlorophenyl bis-(1H-1,2,4-triazol-1-yl) phosphate®

using mesitylenesulfonyl tetrazolide (MSTe, 1-(2,4,6-
trimethylbenzenesulfonyl)-1H-tetrazole).”® For fur-

OCH3

CIE;E
ot

B : B
OTht -OTht ¢t 3
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BLLLSY ALY —_——
HOJ OH (Me0),TroJOH
1 ' 2

Uracil-1l-yl

@0“’ {NLN)

v o.
(K} H
(Me0),Tr0 O‘S'N‘QOCHa

ther elongation in the 3’-direction, 7 was phos-

phorylated. The terminal dimer blocks (8) were ob-
tained by condensation of the 3’-phosphodiesters (6)
with the 5’-free nucleotides (5). Reaction conditions
for the preparation of dimers are summarized in
Table 1. The dimers were isolated by chro-
matography on silica gel or alkylated silica gel.
Trimers were prepared from the above dimers by

B
OThf - OThf

ZnBry
? O u :
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Fig. 2. Preparation of dimers.
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Table 1. Reaction conditions for the synthesis of dimers -

3'~Phospho- 5'-0H MSTe Time Product Yield ~

. g:;;gggnt* (o) Component (mmo1) (mmo1) (min) (%)

. DT[GJOH (8.00) Ho[CIoH (11.23) 15.90 25 DT[GCIOH (7-1) 62
DT[6JOH (2.81) HO[GJOH (3.93) 5.60 a5 DT[GG]OH (7-2) 72
DTLAJOH (10;13) HO[UJOH -(13.99) 19.91 25 DT[AUJOH (7-3) 75
DTEAJOH  (2.45) HO[CIOH (3.29) 4.71 35 DT[ACJOH (7-4} 64
DT[AJOH (2.02) HO[GIoH (2.59) 3.99 35 DT[AGJOH (7-5) 88
DTLGIOH- (2.00) Ho[ulpAn (1.70)  3.40 25 DT[GUIpAn (8-1) 78
DT[UJH  (1.50) . HO[ClpAn (1.40)  2.96 25 DT[UCIpAn (8-2) 85
OT[CIOH  (0.60) ‘HO[UJpAn  (0.50) 1.01 30 DT[CU.]p_An' (8-3) 74

DT = (MéO)ZTr, An = NHd)—p-OCH3, p. = o-chlorophenyl phosphate, [ ] = protected except
for 3' and 5' termini, * : DT[NJOH was converted to 3'-phosphodiester component by
phosphorylation with o-chlorophenyl phosphoroditriazolide followed by treatment with H20.

essentially the same procedure. Structures of the
“trimers are shown in Fig. 3 and reaction conditions
are summarized in Table 2. The trimers were sepa-
rated by reversed phase chromatography on al-
kylated silica gel. These dimers and trimers were
designed to have purines at the 5'-terminal position,
since removal of the dimethoxytrityl group of purine
nucleosides was found to be easier..

Synthesis of tritriacontemer by condensation of oli-
gonucleotide blocks. All 3'-diesterified trinucleotide

3’-direction. It was activated by the condensing re-
agent to react with the tridecamer (49). Removal of
the 5'-dimethoxytrityl of larger oligonucleotides was
avoided as far as possible. Complete removal of the
5’-protecting group of the hexamers and tridecamer

-was not intended. Unchanged dimethoxytritylated

oligonucleotides were recovered when the reaction
had been slow. Yields listed in Table 4 varied mainly
due to decomposition during chromatography on

- reversed-phase support. The eicosamer (46) was par-

intermediates used in this synthesis were prepared by .

phosphorylation of trinucleoside diphosphates listed
in Table 2. As shown in Fig. 4 the 5-OH components
were derived by removal of the 5’-dimethoxytrityl
groups. Yields and conditions of these conversions
are summarized in Table 3. Reaction conditions of
these nucleotide blocks are given in Table 4. The
3’-phosphoro-p-anisidate of penta- and hexa-
nucleotides were converted to the phosphate by treat-

ment with isoamyl nitrite when elongation was in the

3’-direction. The eicosamer (48) was obtained as the
3’-phosphodiester form by elongating the chain in the

tially lost by conversion to polar compounds. The
fully protected tritriacontamer (50) was not purified
by chromatography. It was collected by preparation
and isolated after deblocking. _
Deblocking of the product was performed by a
procedure similar to that reported previously,” by
treatment with: (1) isoamyl nitrite in pyridine-acetic
acid (5:4), (2) 0.5 M 1,1, 3,3-tetramethylguanidinium
syn-pyridine-2-carboaldoximate (TMG-PAO),”® (3)
ammonium hydroxide, (4) anion-exchange resin
Dowex 50 W x 2 (pyridinium form), and (5) dilute
hydrochioric acid (pH 2). The deblocked product was

Y . B6 7 BS B9 glo
OThf OThf OTht OTht OThf OTh{
e} o] [0] 0] 0
0-P~ . FO-P~ _ [OH 0B to-Pw, Fo-F-N —@-ocn
(Me0),TrO i 0 0 (Me0)Fr0 10 1 0 1 3
ArO - ArO ArQO ArQ ArO
9 : B=ibG, B®=bzc, B'=ibG 16 : B%=ibG, B =ibG, B C=bzc cl
5 6 7 == ' ’
10 & B2-bza, 5°-0, B7=bzc 17 : B%=ibe, BY=bzc, B!0=u Ar= -@
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12 B5=bzA, BG=U, B7=ibG
13 : B®=bza, BS-y, B’
14 - Bs=bzA, Bs=sz, B7=sz
s : B5=bzA, Bs=ibG, B7=sz
.3

Fig. 3. Structure of trimers.
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Table 2. Reaction conditions for the synthesis of trimers.

3'-Phospho- . 5'-OH ’ MSTe Time Product Yield
diester Component  {mmol) (mmo1) (min) ) (%)
Component*  (mmo1)
DTLGCIOH (1.72) " HO[GIOH (2.43) 3.45 30 DT[GC&IOH  (9) 76
DT[AUJOH (1.72) HO[CJOH (2.42) 3.23'-7 30 DT[AUCIOH (10) 72
) DT[AUJOH (1.08) HO[AJOH (1.43) 2.04 i 30 DTAUAJOH (11) 69
DT[AUJOH (2.92) HO[G]OH (4.21) 6.03 25 DTLAUGIOH (12) 73
DT[AUJOH - (0.66) HOLUTOH (0.93) 1.30 30 DTTAUUTOH {13) 59
DT[AC]OH (1.35) HO[C]OH (1.89) 2.71 30 DT[ACCIOH (14) 58
DT[AG]OH (0.56) HO[C]OH (0.79) 1.23 . 25 beT[AGC]OH (15) 70
DT[GEIOH  (1.66) HO[CIpAn  (1.67) 3.34 25 DT[GCIpAn (16) 73
DT{GC]OH (3.04) HO[UJpAn (3.05) 6.02 30 DT{GCUIpAn (17) 76

DT = (MeO)ZTr, An = NHQ-p—OCH3, P = o-chlorophenyl phosphate, [ ] = protected except
for 3' and 5' termini, * : DT[NNJOH was converted to 3'-phosphodiester component by
phosphorylation with o-chlorophenyl phosphoroditriazolide followed by treatment with H20.

separated by gel filiration on Sephadex G-50. Figure
5 shows profiles of gel filtration of the eicosamer (20
mer) and tritriacontamer (33 mer). The product were
analyzed by reversed-phase high pressure liquid chro-
matography (HPLC) and the 33 mer was found to be
contaminated with partially protected ¢ompounds.
Acid treatment for removal of the 2-O-tetra-
hydrofuranyl group was repeated and the product
was fractionated by reversed-phase HPLC after gel
filtration as shown in Fig. 6. The fractionated prod-
ucts were found to be homogeneous (Fig. 7).

The 20 and 33 mer were identified by analysis of
the chain length (Fig. 8) and mobility shift method
(Fig. 9). Figure 8 shows a radio-autograph of a 20%

polyacrylamide gel electrophoresis® of the 5'-labeled
products. For mobility shift analysis®® and polymers
were labeled at either end with polynucleotide

- kinase” and [y-ZPJATP or with RNA ligase plus

5'-labeled pCp.»

- Complete removal of the protecting groups and
maintaining of the 3'-5” internucleotide linkages were
confirmed by complete digestion with RNase T2%
followed by labeling with polynucleotide kinase and
[7-*p] ATP. The results of two dimensional thin layer
chromatography on cellulose®® of the mixture of
5’-labeled pNp are shown in Fig. 10. This test indi-
cated that the 20 mer and 33 mer were digested with
RNase T2 to give nucleoside 3'-phosphates.

Table 3. Removal of the; 5'-dimethoxytrityl group

™ zner,”  Time

Substrate 2 T Product Yield
(mmoT1) (m1) (min) {%)
16 (1.195) 40 2.5 HO[E6C]pAn (19) 67
8-1 (1.289) 40 3 HO[GUIpAn (21) 84
17 (2.250) 70 2.5 HO[GCU IpAn @ 68
8-2 (1.145) 30 20 HO[UCIpAn (27) 73
8-3 (0.354) 10 12 HO[CUJpAn gg?) 76
31 (0.791) 35 2 HO[AUCGUTpAn (36) 70
32 (1.129) 50 1 HO[AUGGCUIpAn (37) 57
33 (0.603) 30 5 HO[ACCUCTpAn (38) . 81
3¢ (0.221) 1 5 HO[AGCCUIpAn (39) 67
41 (0.380) 25 2 HO[AUAAUGGCUTpAN (44) 56
47  (0.064) 10 2 HO[AUUACCUCAGCCUIpAn (49) 66

An = NH¢—p-0CH3, p = o-chlorophenyl phospate, [ ] = protected except
for 3' and 5' termini, * ; CH2(212:1'50—Pr0H = 85:15.
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DT[GCG]JOH DT{GGCIpAn  DT[AUC JoH DT{GUlpAn  DT{AUAJOH DT[AUGJOH  DT{GCU]pAn
9 16 10 81 1 12 17
. | o ! b . ]

DT[GCGIp0~ HO[GGCIpAn  DT{AUC]pO™ HO[GUIpAn  DT[AUAJPO DT{AUG]pO~ HOLGCUIpAn

18 19 20 21 22 23 2]

I_..__.‘____Jl___l_.l

DT[GCGGGCTpAN DTLAUCGUIpAn DT[AUGGCUJpAn
30 3 2
] . i I
DT{ECGGEC TR0 HO[AUCGU]pAn HO[AUGGCUJpAn
35 36 k1]
L | J
DT[GCGGGCAUCGUIpAN DTLAUAAUGGCY]pAn
40 a1
N 1 ~ i
. DT[GCGGSCAUCGU]pO HO[AUAAUGGCUIpAn
L - ;|

I
DT{GCGGGCAUCGUAUAAUGGCU JpAn
DT = (MeO) 2Tr : 46

= NH-p~ 1 }
An NH¢‘ P OCH3 DT[GCGGECAUCGUAUAAUGECY Ip0
[ 1= protected except for . .48 -

3* and 5' termini
p = o-chlorophenyl phosphate

DT[AUUIOH DT[ACCIOH DT[UCIpAn  DT[AGCJOK  DT[CUIpAn -
13 14 8-2 15 8-3 x .

s Tt i ) _ 1 )
AUUTP0” DT[ACCIp0™ HO[UCIpAn  DT[AGCIp0™ HO[CUlgAn
oT{AuUla OTEACCTR0” O A o

N S
T [ACCUC]E_An DTLAGCCU ]p_An
3 )

' ]
HO[ACCUC JpAn HO[AGCCUJpAn
£ 39

DT[AUUACCUCIpAn
a2

1 -
DT[AUUACCUC ]p0
a5

]
DT{AUUACCUCAGCCUJpAn
47

!
HO[AUUACCUCAGCCU]pAn
49

48 -5 N = . 2 ’ - ) -
- 0 , v o

I
DT[GCGGGCAUCGUAUAAUGGCUAUUACCUCAGCCU]p_An
50

deblocking
GCEGGCAUCGUAUAAUGGCUAUUACCUCAGCCUp
51

Fig. 4. Synthesis of the 33 mer.

matography, alkylated silica gel (C-18, 35-105 y, Waters)
was packed with 60-70% acetone and elution was per-
TLC was performed on plates of silica gel (Kieselgel formed with a gradient of acetone (60-80%) in 0.2%

EXPERIMENTAL

60 HF,;,, Merck) using a mixtures of CHCl; and MeOH.
For reversed phase TLC (RPTLC), silanized silica gel
(Kieselgel 60 HF,;, Silanisiert, Merck) was used with a
mixture of acetone-water. For columns, silica gel (type 60
or 60H, Merck) was used with a mixtures of
CHCI;-MeOH. For preparative reversed phase chro-

aqueous pyridine. HPLC was carried out on an Altex o .

332 MP apparatus using a reversed phase column (TSK-
1.8410, Toyosoda).

Two dimensional homochromatography®' was performed
as described previously.*

Triethylammonium bicarbonate (TEAB) buffer (pH 7.5)
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Fig. 5. Gel filtration of the 22 mer (A) and 33 mer (B) on a column (2.8 x 117 cm) of Sephadex .G-50
equilibrated with 0.1 M TEAB. A, Fractions of 2.7 ml were collected every 5 min. B, Fractions of 3.9 m!
were collected every 6 min.
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Table 4. Conditions for block condensation

Time Product © Yield

3’ -Phospho- 5'-0H MSTe
diester Component (mmo1) (mmo1) (min) (Chain Tength) (%)
Component (mmol)

9 (0.903) - 19 (0.791)  1.988 a0 30 (6 mer) 59
10 (1.061) 21 (1.060) 2.620 40 - 31 (5 mer) 79
123 (1.702) 24 (1.492) .72 3 32 (6 mer) 77
123 (0.778) 271 (0.794)  1.660 25 33, (5 mer) 84
152 (0.365) 29 (0.277)  0.650 35 34 (5 mer) 82
309 (0.456) 36 (0.466) 1.008 40 40 (M mer) 49
1Y (ees) 3 (0.686)  1.693 40 41 (9 mer) 7
133 (0.32) 38  (0.3%)  1.062° 55 42 (8 mer) 64
209 (0.222) 4 (0.183)  0.720° 50 46 (20 mer) 22
45 (0.155) 39 (0.146) 0.464 55 47 (13 mer) 63
162 (0.020) 49 (0.020)  0.187 90 50 (33 mer)

a) : DT[NNNJOH was converted to 3'-phosphodiester component by phosphorylation with
o~chlorophenyl phosphoroditriazolide followed by treatment with HZO'
b) : Fully protected ribooligonucieotide was converted to 3'-phosphodiester component

by treatment with isoamyl nitrite.

was used to wash organic layers containing protected
nucleotides.

Dinucleoside monophosphates 7; Table 1, Example (7-1)

General methods for phosphorylation and condens-
ation. 5’-Dimethoxytrityl-2-O-tetrahydrofuranyl-N-iso-
butyrylguanosine (2, B=1ibG; 5.805g, 7.998 mmol) was
dried by evaporation of pyridine and dissolved in pyridine
(3 mi).

0-Chlorophenyl phosphoroditriazolide (12.0 mmo! in
40 ml of dioxane) was added and the mixture was shaken
for 20 min at 30°. TLC and RPTLC showed disappearance
of the starting material. After 25 min, 0.1 M TEAB (150 ml)
and pyridine (70 ml) were added. The product (6) was
extracted with CHCI; (150 ml). The aqueous phase was
reextracted with CHCl,-pyridine (3:1, 40 ml) and the com-
bined organic layer was washed twice with TEAB (150 ml).

(A)

N

L

After evaporation of organic solvents the residue was dried
by evaporation of pyridine 3 times and mixed with 2
(B =bzC) (higher isomer, 4.686 g, 10.15mmol). The mix-
ture was dried as above and treated with MSTe (4.012 g,
15.90 mmol) in pyridine (40 mi) at 30° for 15 min. Com-
pletion of the reaction was confirmed by TLC and RPTLC.
After 25 min, water (3 mi) was added and evaporated. The
residue was dissolved in CHCl; and washed with sat
NaHCO; aq. The product (7-1) was separated by chro-
matography on silica gel (Kieselgel 60H, 150g, ¢
10 x 5.4 cm) using a gradient MeOH in CHCl,, and precip-
ated with hexane from its soln in CHC, yield was 62,
6.512 g, 4.95 mmol.

Dinucleotide 8. Table 1, Example (8-2). Compound 2
(B="U) (0.927 g, 1.50 mmol) was phosphorylated as de-
scribed above and 6 (B=U) was condensed with 5
(B=BzC) (0.996 g, 1.40 mmol) in the presence of MSTe

(B}

10 14 16

Time(min)

Fig. 6. Purification of the 22 mer (A) and 33 mer (B) by HPLC on silica gel (TSK-LS410) with a flow
rate of 2 mi/min. A, a linear gradient of acetonitrile (5-25%, during 30 min) in 0.1 M triethylammonium
acetate. B, a linear gradient of acetonitrile (11~15%; during 03 min) in 0.1 M triethylammonium acetate.
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Fig. 7. Analysis of the purified 20 and 33 mer by HPLC on C-18 silica gel (TSK-LS410) in 0.1 M
triethylammonium acetate. .
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Fig. 8. Gel electrophoresis of the 20 mer (1), 33 mer (2) and a marker (3, 34 mer from the Ecoli tRNAMe)
on 109, polyacrylamide.

(0.746 g, 2.96 mmol) at 30° for 15 min. The reaction was
checked by TLC and RPTLC. After 25 min water (2 ml)
was added and the mixture was concentrated. The residue
was dissolved in CHCl; and washed twice with sat
NaHCO;aq (70 ml). The product (8-2) was isolated by
reversed phase chromatography on C-18 silica gel (¢
4 x 9.5cm) using a gradient of acetone in 0.2% pyridine
and precipated with hexane from its soln in CHCl,. The
yield was 85%, 1.789 g, 1.193 mmol.

Synthesis of the trimers (9—17) Table 2. Trimers (9-15)
were synthesized from 7 by phosphorylation as described
for the preparation of 6 followed by condensation N,
2’-protected nucleosides (1). For the synthesis of tri-
nucleotides (16, 17), nucleotides (5) were used. Synthetic
procedures were the same described for dimers (7, 8) and
trimers were isolated by reversed phase chromatography on

C-18 silica gel (¢ 4 x 9 cm) using a gradient of acetone in .

0.2%, pyridine.

Removal of the 5'-dimethoxytrityl group (Table 3). The
trinucleotide (protected GCUp, 17) (4.723 g, 2.25 mmol)
was dried by evaporation three times with pyridine, three
times with toluene and shaken with 70 ml of 1 M ZnBr, in
CH,Cl,-PrOH (85 15, v/v) for 2.5 min at room temp. A soln
of 1 M ammonium acetate (200 ml) was added with shaking
and the product was extracted with CH,Cl, (100 ml). The
grganic soln was washed twice with | M ammonium acetate
(100 ml) and concentrated. The residue was applied to a
column (¢ 5 x 5.5cm) of Kieselgel 60H (40 g). The oli-
gonucleotide was eluted with a gradient of MeOH in CHCl,
and precipated with hexane from its soln in CHCl;. The
yield was 68%, 2.728 g, 1.521 mmol.

Condensation of oligonucieotide blocks

(1) The nonanucleotide (41). The trimer 11 (1.245g,
0.675mmol) was phosphorylated by the procedure de-
scribed for the synthesis of 6, and condensed with 37,
(3.254 gm 0.646 mmol) using MSTe (4.27 mg, 1.69 mmol) at
30° for 25 min. Completion of the reaction was checked by
TLC and RPTLC and the product was isolated by reversed
phase chromatography as described for the trimers.

(2) The undecamer 40 (Removal of the anisido group). The
protected 30 (1.817 g, 0.456 mmol) was treated with isoamyl
nitrite (3.1 ml, 23 mmol) in pyridine-AcOH (5:4, 14 ml) at
30° for 5hr. The mixture was added with 0.2M TEAB
(100 ml), pyridine (75 ml), ether-pentane (1:1, 100 ml) on
the aqueous phase was washed with ether-pentane (1:1,
100 ml). The product (35) was extracted with CHClL
(140 ml), washed three times with 0.2 M TEAB (100 ml),
applied to a column (¢ 4 x 7cm) of C-18 silica gel and
eluted with a gradient of acetone in 0.2%/ pyridine. The

hexamer 35 was collected, dried by evaporation with pyri-
dine and condensed with 36 (1.348 g, 0.466 mmol) using
MSTe (254 mg, 1.01 mmol) at 30° for 40 min. The product
was isolated by reversed phase chromatography as above
and precipated with pentane. The yield was 49% 1.505 g,
0.223 mmol. The R, values in TLC (10:1) and RPTLC (7:3)
were 0.29 and 0.23, respectively

(3) The tridecamer (47). The octamer 45 (0.756¢g,
0.155 mmol) and 39 (0.437 g, 0.146 mmol) were condensed
using MSTe (0.117 g, 0.464 mmol) at 30° for 55 min and the
product was isolated by reversed phase chromatography on
a column (¢ 3 x 8 cm) of C-18 silica gel. The R, values in
TLC (10:1) and RPTLC (8:2) were 0.43 and 0.70, re-
spectively.

(4) The eicosamer (46). The undecamer 43 and 39 were
condensed using conditions shown in Table 4 and 46 was
isolated first by reversed phase chromatography on a col-
umn (¢ 4 x 7cm) of C-18 silica gel. The product 46 was
purified by chromatography on a column (¢ 3 x 2.8 cm) of
silica gel (Kieselgel 60 H, 7 g) using a gradient of MeOH in
CHCl,. The yield was 22/0, 0.481 g, 0.041 mmol. The R,
values in TLC (10:1) and RPTLC (8:2) were 0.35 and 0. 62
respectively.

(5) The tritriacotamer (50). The eicosamer 46 (239 mg,
0.020 mmol) was treated with isoamyl nitrite (0.15ml,
1.11 mmol) in pyridine-AcOH (5:4, 1.5 ml) at 30° for 5.5 hr.
Completion of the reaction was checked by TLC and
RPTLC. The eicosamer 48 was extracted with CHCl;-
pyridine (2:1, 45ml), washed 4 times with 0.2 M TEAB
(50 ml) and precipated with ether—pentane (1:4, 50 ml) from
its soln in CHCl; (2.5ml). The eicosamer 48 was repre-
cipated, dried by evaporation with pyridine and condensed
with 49 (150 mg, 0.020 mmol) in pyridine (0.5 mi) using
MSTe (27 mg, 0.11 mmol) at 30° for 50 min. Starting mate-
rials were detected after 50 min in TLC and RPTLC. The
mixture was treated with MSTe (20 mg, 0.079 mmol) for
40min and added with water (0.5 ml). The product was
extracted with CHCl,-pyridine (5:2, 70 ml), washed twice
with 0.1 M TEAB (50 ml) and precipated with pentane from
its soln in CHCl. The yield of the crude product was
463 mg.

The: deblocked 20 mer. The protected 46 (25mg,
0.002 mmol) was treated with isoamyl nitrite (0.027 ml,
0.2ml) in pyridine-AcOH (5:4, 0.3 ml) at 30° for 5 hr and
the product was extracted with CHCl,—pyridine (2: 1, 30 ml).
The eicosamer was precipated with ether—pentane (1:4,
50 ml), treated with 1 M TMG-PAO in dioxane (2 ml) and
water (2 ml) at 30° for 60 hr. The volatile materials were
removed and the residue was dissolved in pyridine (2 ml).
The mixture was treated with conc ammonia (10 ml) at 55°
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Fig. 9. Mobility shift analysis of the 20 mer (A) and 33 mer (B) using Homo-mix L.

for 6hr and concentrated. The product was dissolved in
aqueous pyridine (30%, 20 ml) and passed through a column
(5ml) of Dowex 50 W x 2 (pyridinium form). The column
was washed with 30% pyridine (100 mi) and combined solns
were concentrated. The residue was dissolved in 0.1 M
TEAB (50 ml), washed twice with ether (40 ml), evaporated

three times with added toluene and mixed with 0.1 N HCI
(15 m). The solution was adjusted to pH 2 with 0.1 N HCl,
kept at 25° for 9hr, neutralized with 0.l M ammonium
hydroxide, washed twice with ether (40 mil) and concen-
trated. The residue was applied to a column of Sephadex
G-50 (Fig. 5a) and the product in peak [ (272 A,y) was



1st,

2nd.
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Fig. 10. Two dimensional TLC of mononucleotides obtained by digestion with RNase T2 of the 20 mer
(A) and 33 mer (B) Spots: 1, Ap, 2, Cp; 3, Gp; 4, Up; 5, Pi. Solvents: 1st dimension, isobutyric acid-0.5 M
ammonium hydroxide (5:3, v/v); 2nd dimension, isopropanol-conc. hydrochloric acid-water (70:15:15,

v/v).

collected. An aliquot (6.8 A,,) was subjectected to HPLC
(TSK LS 410) (Fig. 6) and 1.7 Ay, units of the pure
eicosamer was obtained. The estimated yield from 46 was
16%, assuming e of the eicosamer being 20 x 10%

The deblocked 33 mer (51). The protected 33 mer S0
(crude, 77 mg) was treated with isoamyl nitrite (0.018 ml,
0.6 mmol) in pyridine-AcOH (i:1, 1 ml) at 30° for 6 hr and
treated with 0.5M TMG-PAO (16 ml) using procedures
described for the deblocking of the 20 mer. The 33 mer was
then treated with conc ammonia (20ml) at 55° for 6 hr,
concentrated and passed through a column of Dowex
50W x 2 (10ml, pyridinium form). Acid treatment was
performed as described for the 20 mer using 0.1 N HCI
(30ml) and 0.01 N HCl. The product was applied to gel
filtration (Fig. 5b) and fractions containing the 33 mer were
combined (234 A,,). HPLC analysis showed incomplete
removal of protecting groups. The product (220 A,,) was
retreated at pH in HCI (15 ml) at 25° for 8 hr and neutral-
ized. The 33 mer was subjected to gel filtration and a part
of the product (fraction No. 65, 18 A,,) was further purified
by HPLC (TSK-LS 410) as shown in Fig. 6.
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