VED —\
Manch 1, 1993

ACTION PLAN 1992

1.IMMUNOSCREENING OF EXPRESSION
LIBRARY

2 Use aminoacid sequence information to
synthesize primers for use in PCR.

3.USE PCR to isolate desired sequences
from the tobacco root RNA and DNA.

a. RNA PCR(Perkin-Elmer kit,Forward
and Reverse primers)

b. DNA PCR (Perkin-Elmer kit,Forward
and Reverse Primers)

c. ANCHORED PCR:AMPLIFICATION
WITH SINGLE-SIDED SPECIFICITY

1.Take tobacco root poly A

RNA.Synthesise complementary strand of
DNA using oligo dT as primer .Destroy RNA
by alkali hydrolysis.Amplify Using
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VED -2

combinatins of forward primers and oligo
dT25 .CLONE the PCR
PRODUCT.SEQuence the insert. Enter the
sequence into computer.use DNA
STAR(findpro programme) to find
PMT1.PRO,PMT2.PRO, PMT3.PRO PMT4.
PRO sequences.

2. ANCHORED PCR of cDNA with
OLIGO(dG)tails.Synthesise cDNA using
REVERSE PCR PRIMERS or oligo dT.Add
- oligo dG to the newly synthesised ¢ DNA
strand.Amplify using REVERSE PCR
PRIMERS and OLIGO dC.Clone the PCR
product AND analyse as in 1.

d.LIGATION-MEDIATED ANCHORED
PCR.Digest the genomic DNA with a Mbo1
OR its isoschizomer Sau3A.
If possible, Fill one base to prevent self-
Ligation.
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Ligate an anchor-primer on the ends of the
DNA fragments. :
Amplify with a specific primer as well as the
anchor.

The choice of which strand the primer is
derived from determines which side of the
fragment is amplified .

This can be done for several enzymes that
leave cohesive ends with a four-base
5'overhang. This could allow isolation of the
promoter for the gene of interest.

4. GENERATION OF SINGLE-
STRANDED LABELED PRIMERS AND
THEIR USE IN NORTHERN AND
SOUTHERN HYBRIDIZATION
AND SCREENING OF LIBRARIES.

5. PMT POLYCLONALS(GPC
FRACTION)
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- IMMUNOSCREENING OF cDNA
EXPRESSION LIBRARY.

1 EXPRESSION LIBRARY OF TOBACCO
ROOT mRNA IS AT HAND.

2. A POLYCLONAL ANTIBODY AGAINST

A SYNTHETIC PEPTIDE N-29 MER HAS
BEEN RAISED

3. THIS POLYCLONAL ANTIBODY
LIGHTS UP 60 KD REGION IN WESTERN
BLOTS OF TOBACCO PROTEIN.

4.THE EXPRESSION LIBRARY(1) WILL
BE SCREENED USING POLYCLONAL
ANTIBODY (2).

5. IF A POSITIVE CLONE IS FOUND,THE
PROTEIN OF THAT CLONE MAY BE
PURIFIED USING ANTI betaGAL
ANTIBODIES.
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SEQUENCE INFORMATION

1. N-terminus of intact 60 kD protein, electroblot/sequencaed. (code:PMT1.PRO)

PMT LSS NFLFGTASSYYQYEGAELSDGVGLSN--— COOH
Deg 66 6226244466222224426624446¢62
Alignments:

PNMT (PET) S(16) 88 X9

PEMT (Phosphat idylEMT) FYXYGDFELS

2. 6.2 kD CNBr Fragmant of 60 kD protein, electroblot/sequenced (F-SG-T
MOTIF, region I), (a mat would preceds all of tha CNBr fragments).
{coda:PMT2 .PRO)

PMY NEPXEVAISGYRDXT === COOH
Deg 224 244364262 4

Alignments:

erm C/G

RNA MT IEEIGSGKGHTFTZT
PNMT (5)EATGESGRZI
PNMT (IS)LIDIGSGPTYNL

3. 3 kD CNBr Fragmant of 60 kD after removal of N-terminus (DAL - Region 1I).

(coda: PMT3 . PRO)

PM? ADIEHXYXSEKELIDALXIEKGIQF --- COCH
GL L AP

- Dag 26263246 3243

Alignmants:

PNMT (125)X S EG

PNMT (174)P ADAL

AdoHcyHMT K DAI

4. 15 kD CNBr Fragment of 60 kD protaein. (code:PMT4.PRO)

PMT FITENGFAGRSG P(?)--- COOH
Deg 234224244664
5. Possible sequence order of fragments obtained for 60 kD protein.

From this speculative "motif"™ examination, a deduced composite can be drawn
for putative PMT as follows (cf. PNMT, PNAS 83,5455 (1986):

N-terminus(~3 kD) ----- 6.2 kD fragment ----- other 3 kD fragment ~--== 15 kD
fragmant ---- COOH

Ref. Ingrosso etal., JBC 264,20131-20139 (1989); Baetge etal., PNaS 83,5454-

5458. Also see. Lauster etal., FEBS Lett. 220, 167-176.
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PCR AND PRIMERS

by VED MALIK

1.Importance of first PCR cycle AND 3’ end
of primers

2.Important to know where you are
3.Examination of PMT. SEquences.

4. N-terminal codons included in primers
5.C-terminal codons should appear in
amplified product.

6.C-terminal codons can constitute the

primers,and N-terminal codons can appear
in the PCR product.

. VLTIV IEZ0Z



PhT.PRO vE2-7

-- PAGE 1

PROBE#: 1 '

Melting Temp: 32

Number of possibilities: 128

PMTLl.PRG 13 Tyr Tyr Gln Tyr Glu Gly Ala 1S
Oligonucleotide sequence: taytaycartaygarggngec

PROBE#: 2

Melting Temp: 50
Number of possibilities: 128

PMTL. PRO 13 Tyr Tyr Glan Tyr Glu Gly Ala 19
Oligonucleotide sequence: aytaycartaygarggngc
PROBE#: 3

Melting Temp: 52
Number of possibilities: 256

PMT1. PRO 14 Tyr Gln Tyr Glu Gly Ala Phe 20
Oligonucleotide sequence: taycartaygarggngcntt
PROBE#: 4

Melting Temp: 50
Number of possibilities: 256

PMTL1. PRO 14 Tyr Gln Tyr Glu Gly Ala Phe 20
Oligonucleotide sequence: taycartaygarggngcnt
PROBE#: S

Melting Temp: 50
Number of possibilities: 256

PMTL1. PRO 14 Tyr Gln Tyr Glu Gly Ala Phe 20
Oligonucleotide sequence: aycartaygarggngentt

/PROBE#: &
Melting Temp: Sa ‘Qﬁf»
Number of possibilities: 512
PMT1.PRO 13 Tyr Tyr Gln Tyr Glu Gly Ala Phe 20
Oligonucleotide sequence: taytaycartaygarggngcntt
PROBE#: 7

Melting Temp: 36
Number of possibilities: S12

PMTL.PRO 13 Tyr Tyr Gln Tyr Glu Gly Ala Phe 20
Oligonucleotide sequence: taytaycartaygarggngent
PROBE#: 8

Melting Temp: S6
Number of poassibilities: S12

PMTL.PRO 13 Tyr Tyr Gln Tyr Glu Gly Ala Phe 20
Oligonucleoctide sequence: aytaycartaygarggngentt
PROBE#: 9

Melting Temp: S4
Number of possibilities: 512

PMTL. PRO 12 Ser Tyr Tyr Gla Tyr Glu Gly Ala 19
Oligonucleotide sequence: ntaytaycartaygarggnge
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PMT 1. PRO

-- PAGE 2 -
Oligonucleotide sequence: taytaycartaygarggngcn

- PROBE#: 11

Melting Temp: 54

Number of possibilities: 512

PMT1. PRO 13 Tyr Tyr Gln Tyr Glu Gly
Oligonuclectide sequence: aytaycartaygarggngcnt

PROBE#: 12
Melting Temp: 54
Number of possibilities: 512

PMT1.PRQO 13 Tyr Tyr Gla Tyr Glu Gly
Oligonucleotide sequence: ytaycartaygarggngcntt
PROBE#: 13

Helting Temp: 54

Number of possibilities: 312

PNT1.PRO 14 Tyr Gln Tyr Glu Gly Ala
Oligonucleotide sequence: taycartaygarggngcntty

PROBE#: 14
Melting Temp: 52
Number of possibilities: 3512

PMT1.PRO 13 Tyr Tyr Gln Tyr Glu Gly
Oligonucleotide sequence: aytaycartaygarggngcn
PROBE#: 135

Melting Temp: 52
Number of posaibilities: 512

PMT1.PRO 13 Tyr Tyr Gln Tyr Glu Gly
Oligonucleotide sequence: ytaycartaygarggngcnt
PROBE#: 16

Melting Temp: 52
Number of possibilities: 512

PMT1.PRO 14 Tyr Gln Tyr Glu Gly Ala
Oligonuclectide sequence: aycartaygarggngcntty
PROBE#: 17

Melting Temp: 32

Number of possibilities: S12

PMT1.PRO 15 Gln Tyr Glu Gly Ala Phe
Oligonucleotide sequence: cartaygarggngcnttyyt

PROBE#: 18
Melting Temp: 350
Number of possibilities: 3512

PNT1.PRO 12 Ser Tyr Tyr Gln Tyr Glu
Oligonucleotide sequence: wantaytaycartaygargg
PROBE#: 19

Melting Temp: S50

Number of possibilities: 512

PMT1.PRO 12 Ser Tyr Tyr Gln Tyr Glu
Oligonucleotide sequence: ntaytaycartaygarggng

Ala

Ala

Phe

Ala

Ala

Phe

Leu

Gly

Gly

VED>- 8
Phe 20
Phe 20
20
19
Phe 20
20
23
18
Ala 19
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- PmT 1. Pro

-- PAGE 3

Oligonucleotide sequence: ytaycartaygarggngen
PROBE#: 21

Melting Temp: S0

Number of possibilities: S12

PMT1.PRO 14 Tyr Gln Tyr Glu Gly Ala Phe
Oligonucleotide sequence: ycartaygarggngcntty
PROBE#: 22

Melting Temp: SO _

Number of paossibilities: 512

PMTL.PRO 15 Gln Tyr Glu Gly Ala Phe Leu
Oligonucleotide sequence: cartaygarggngentiyy
PROBE#: 23

Melting Temp: 60

Number of possibilities: 1024

PMT1.PRO 13 Tyr Tyr Gln Tyr Glu Gly Ala
Oligonucleotide sequence: taytaycartaygarggngentty

PROBE#: 24 )
Melting Temp: S8
Number of possibilities: 1024

PMT1.PRO 12 Ser Tyr Tyr Gln Tyr Glu Gly
Oligonucleotide sequence: sntaytaycartaygarggngc
PROBE#: 25

Melting Temp: 58
Number of possibilities: 1024

PMT1.PRO 13 Tyr Tyr Gln Tyr Glu Gly Ala
Oligonucleotide sequence: aytaycartaygarggngcntty
PROBE#: 26

Melting Temp: 58
Number.of poassibilities: 1024

PMT1.PRO 14 Tyr Gln Tyr Glu Gly Ala Phe
Oligonucleotide sequence: taycartaygarggngenttyyt
PROBE#: 27

Melting Temp: S6
Number of possibilities: 1024

PMT1.PRQ 13 Tyr Tyr Gln Tyr Glu Gly Ala
QOligonucleotide sequence: ytaycartaygarggngcntty
PROBE#: 28

Melting Temp: 356

Number of possibilities: 1024

PNT1.PRO 14 Tyr Gln Tyr Glu Gly Ala Phe
Oligonucleotide sequence: taycartaygarggngenttyy

PROBE#: 29

Melting Temp: 36

Number of possibilities: 1024

PMT1.PRQ 14 Tyr Gln Tyr Glu Gly Ala Phe
Oligonucleotide sequence: aycartaygarggngcnttyyt

VED- 9

20

21

Phe

Ala

Phe

Leu

Phe

Leu

Leu

20 #

19

20

21

20

21

21
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PMT 2. PRO
== PAGE 1

PROBE#: 1

Melting Temp: 40

Number of pomaibilities: 768 /
PMT2. PRO 6 Val Ala Ile Ser Gly 10

Oligonucleotide sequence: gtngcnathwsngg

PROBE#: 2
Melting Temp: 38
Number of possibilities: 768

PNT2. PRO 7 Ala Ile Ser Gly Tyr 11
Oligonucleotide sequence: gcnathwsnggnta
PROBE#: 3

Melting Temp: 38
Number of possibilities: 1024

PMT2.PRO 9 Ser Gly Tyr Arg Asp 13
Oligonucleotide sequence: vanggntaymgnga
PROBE#: 4

Melting Temp: 38

Number of possibilities: 1024

PMT2. PRQO 9 Ser Gly Tyr Arg Asp 13
Oligonucleotide sequence: snggntaymgngay

VED - {0
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PhT 2. PRoO

-- PAGE 1

PROBE#: 1

Melting Temp: 46

Number of possibilities: 192

PMT3. PRO 1 Ala Asp Ile Glu His Tyr
Oligonucleotide sequence: gcngayathgarcaytay
PROBE#: 2

Melting Temp: 48
Number of possibilities: 384

PHT3. PRO 1 Ala Asp Ile Glu His Tyr
Oligonucleotide sequence: gcngayathgarcaytayw
PROBE#: 3

Melting Temp: 46
Number of poasibilities: 384

PMT3. PRO 1 Ala Agp Ile Glu His Tyr
Oligonucleotide sequence: ngcngayathgarcayta
PROBE#: 4

Melting Temp: 52
Number of possibilities: 768

PMT3. PRO 1 Ala Aap Ile Glu His Tyr
Oligonucleotide sequence: gcngayathgarcaytayws
PROBE#: S

Melting Temp: 48

Number of possibilities: 758

PMT3. PRO 1 Ala Aep Ile Glu His Tyr
Oligonucleotide sequence: ngcngayathgarcaytay
PROBE#: 6

Melting Temp: 48 :

Number of possibilities: 768

PMT3. PRO 1 Ala Asp Ile Glu His Tyr
Oligonucleotide sequence: cngayathgarcaytayws
PROBE#: 7

Melting Temp: 48

Humber of posgsibilitieg: 768

PMT3. PRO 2 Aap Ile Glu His Tyr Ser
Oligonucleotide sequence: gayathgarcaytayvsnaa
PROBE#: 8

Melting Temp: 46

Number of possibilities: 768

PMT3. PRO " 2 Asp Ile Glu His Tyr Ser
Oligonucleotide sequence: gayathgarcaytaywsna

VED -

Ser 7

Ser 7

Ser 7

Lys 8

Lys 8
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PMT 4. PRo

VE> — 12

-- PAGE 1
PROBE#: 1 :
Melting Temp: S2 o . .

Number of possibilities: 384
PMT4.PRQ 2 Ile Thr Glu Asn Gly Phe Ala 8
Oligonucleotide sequence: atﬁacqgaraayggnttygc

&

PROBE#: 2
Melting Temp: S50
Number of possibilities: 384

PMT4. PRO 2 Ile Thr Glu Asn Gly Phe Ala 8
Oligonuclectide sequence: thacngaraayggnttygc
V/PROBE#: 3

Melting Temp: 56
Number of possibilities: Si2

PMT4. PRO 3 Thr Glu Asn Gly Phe Ala Gly 9
Oligonucleotide sequence: acngaraayggnttygcengg
PROBE#: 4

Melting Temp: S4
Number of possibilities: 512

PNT4. PRO 3 Thr Glu Asn Gly Phe Ala Gly 9
Oligonucleotide sequence: cngaraayggnttygcngg
PROBE#: S

Melting Temp: 52
Number of possibilities: S12

PMT4, PRO 3 Thr Glu Asn Gly Phe Ala Gly 9
Oligonucleotide sequence: acngaraayggnttygeng
PROBE#: 6

Melting Temp: SO
Number of possibilities: 512

PMT4. PRQ 3 Thr Glu Asn Gly Phe Ala Gly 9
Oligonucleotide sequence: cngaraayggnttygeng
PROBE#: 7

Melting Temp: S0@ :
Number of possibilities: S12

PMT4. PRO 3 Thr Glu Asn Gly Phe Ala Gly 9
Oligonucleotide sequence: ngaraayggnttygengg
PROBE#: 8

Melting Temp: SQ@
Number of possibilities: 512 ’
PMT4. PRO 4 Glu Asn Gly Phe Ala Gly S

Oligonucleotide sequence: garaayggnttygcnggn
—
/PROBE#: 9

Melting Temp: S8
Number of pogasibilities: 768

PMT4. PRO 1 Phe Ile Thr Glu Asn Gly Phe Ala 8
Oligonucleotide sequence: ttyathacngaraayggnttygc
PROBE#: 10

Melting Temp: S6
Number of possibilities: 768
PMT4, PRO 1 Phe Ile Thr Glu Asn Gly. Phe Ala 8

EYLIVIEZ02Z



PNT 4. Prp  VE>-13

Oligonucleotide sequence: tyathacngaraayggnttyge

PROBE#: 11
Melting Temp: S4
Number of possibilities: 768

PMT4. PRO 1 Phe Ile Thr Glu Asn Gly Phe Ala 8
Oligonucleotide sequence: ttyathacngaraayggnttyg
PROBE#: 12

Melting Temp: S4
Number of possibilities: 768

PMT4. PRO 1 Phe Ile Thr‘Glu Asn Gly Phe Ala 8
Oligonucleotide sequence: yathacngaraayggnttygc
PROBE#: 13

Melting Temp: S2
Number of possibilities: 768

PMT4. PRQ 1 Phe Ile Thr Glu Asn Gly Phe Ala 8
Oligonucleotide sequence: tyathacngaraayggnttyg
PROBE#: 14

Melting Temp: 50
Number of possibilities: 768

PMT4.PRO 1l Phe Ile Thr Glu Asn Gly Phe 7
Oligonucleotide sequence: ttyathacngaraayggntty
PROBE#: 15

Melting Temp: S0

Number of possibilities: 768 .

PMT4. PRO 1 Phe Ile Thr Glu Asn Gly Phe Ala 8
3%? Oligonucleotide sequence: yathacngaraayggnttyg

"PROBE#: 16

| Melting Temp: S6

Number of possibilities: 1024

j PMT4.PRQ 4 Glu Asn Gly Phe Ala Gly Arg 10
. Qligonucleotide sequence:'garaayggnttygcnggnmg ,

PROBE#: 17
Melting Temp: S2
Number of possibilities: 1024

PNMT4. PRO 4 Glu Asn Gly Phe Ala Gly Arg 10
Oligonuclectide sequence: garaayggnttygcnggnm
PROBE#: 18

Melting Temp: 52
Number of possibilities: 1024

PMT4. PRO 4 Glu Asn Gly Phe Ala Gly Arg 10
Oligonucleotide Sequence: araayggnttygcnggnmg
PROBE#: 19

Melting Temp: 50

Number of possibilities: 1024

PMT4. PRO 4 Glu Aan Gly Phe Ala Gly Arg 1@
Oligonucleotide sequence: raayggnttygcnggnmg

0SLIVIEZ20Z



VED— |4
REVERSE PRIMERS=c mRNA EcoR1?
PMT4.PRO (15 kd CNBr fragment)

{ 234 5 6 7 8 9
Met Phe lle Thr glu Asn Gly Phe Ala
10 11 12 13 14
GLY Arg Ser Gly Arg

1,5-C CIG CRA AIC CRT TYT CIG TRA
TRA ACA T -3',10(P-15).

1,5'-ATC GAATTC CIG CRA AIC CRT TYT
CIG TRA TRA ACA T -3,10(P-16).

5-ATC GAATT CCR TTY TCN GTD ATR
AA CAT-3'(P-21,REVERSE OF P-17)

5-AAN CCR TTY TCN GTD ATR AAC AT-
3'(P-22, REVERSE OF P-18).

TSLIVIE202
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FORWARD PRIMERS=mRNA BamH1?
PMT4.PRO (15 kd CNBr fragment)

R:AG,Y:CT,H:ATC,D:ATG,B:GTC,N:AGCT

1 2 34 5 6 7 8 9
Met Phe lle Thr glu Asn Gly Phe Ala
10 11 12 13 14
GLY Arg Ser Gly Arg

1 AAC GGATCC ATG TTY ATH ACN GAR
AAY GG 7(P-17) |
MELTING TEMPERATURE: 50

Number of possibilities: 96

1ATG TTY ATH ACN GAR AAY GGN TT
- 8(P-18)

Melting Temperature: 56

Number of Possibilities: 384

ZSLIVIE202
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FORWARD PRIMERS=mRNA,BamH1?

PMT1.PRO(N-29 mer OF 60 kd PROTEIN)

LSSNFLFGTASSYYQYEGAFL
SDGVGLSN

13 Tyr Tyr Gin Tyr Glu Gly Ala 19

ATC GGA TCC TAY TAY CAR TAY GAR
GG| GC (P-19) '

Melting temp: 52

Number of possibilities: 32

13 TAY TAY CAR TAY GARGGIGCITT
20.(P-20)

Melting temperature: 58

Number of possibilities: 32
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ONE-SIDED PCR

Cloning of the 3' End of a cDNA with
5' Sequence Information.

. REVERSE TRANSCRIPTASE REACTION

kncwn seguence

s V77,

reverse transcriptase + dNTP +

|

AAAAA, 3'mANA
Sr——

TTT2|RES| 5

N

il. AMPLIFICATION BY PCR

R

m
{n

n

ES

+ dNTP + Tag polymerase

\f_‘__

TTT2RES| 5

s
Al

[7

{ TTT2RES] 5 CONA

/-TTEQ IF‘ES{ 5"¢DNA .

muitiple

copies
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I8

Anchor PCR
mANA or total RNA Poly (dA)
A) § AAAANNANANANAANAAANAA AAAAAAAALA T
] == TTTTITTTTT 5
Poly (dT)
cONA
B) 3' GGGGGGASG v\ \NAANAAASNVAANAN S
poly (dG)
c) 3 GGGGGEG AN AN AT AN 5
5' [ ccececece— ~—1 1 3 specific primer
AN pcly (dC)
Loh, £,
) PR O CETSS
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M. Frohmad . PNAS (1987) 85 :8998 - 9002

19

RACE: 3'end

aRNA VAWM AAAAAAAAAAAA

DNA o (=] STRAND lm
. ..
| .
= denature
annes!
cxt;nd
IJ'I.!I () STI_AND l.
L SRRt \mtkm: ey /

densture

‘/ extend

40 anneal

RACE: 5 end

densture
oasl primer
ssiend

ARAAARARR R

o geny STRAND----

4,;..,,/
enneal " primer (Tyms)

eztend

ﬁ&“ .Y m:,- -1
L__TR(=) STRAND |5'smp] /
d_‘cau.lu
annesl prit‘ueE

‘/ sxtend

7 .
eanneal primers: 40

= nlad fhes] cycles

extand
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1.010 290 300

400
! J No.ao
C_— YA ] ermC RNA adenine methyitransferase
AR (S. qureus)
— ) LK 7 0-aspartyl/L-isoaspartyl methyltransferase
STIs.. 33y (humonerythrocyte)

SeTtel T l3= Hydroxyindole

r VA e 1 methyitransferase
57 227 {bovine pineal)
C o J@f —__] Phenylethanolamine methyitransferase
MR (human brain)
//, 7 e : ‘

1’ P4 i d

(I 1 ] Guanidoacetate methyitransferase
N (rot liver)
vy

\ \‘ A

- H__td 1 Glycine methyitransferase
SNl (rat liver)
( - L-glutamyl methyitransferase
PPl (E colr)
- : -
= ,‘-‘:’ -

B __H =1 trm0 methyltransferase (£ co/i)

Fic. 6. Comparison of the location of regions of sequence
similarity of the human D-Asp/L-isoAsp and other methyl-
transferases along their polypeptide chains. The homology re-
gions, connected by vertical lines, are: Region I (diagonal shading),
Region II (dotted shading), and Region III (diamond shading). Se-
quences are detailed in Tables IX (Region I) and X (Regions II and
[11). Although not listed, Region I is located at a similar position in
the other bacterial RNA adenine methyltransferases.
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ACTION PLAN 1992

THESE ARE ONLY SUGGESTED PLANS.
PRIORITY DECREASES WITH THE
INCREASING ASSIGNED NUMBER

1.0btain aminoacid sequence (catormireah
of PMT.
2.Use aminoacid sequence information to
synthesize primers for use in PCR.
3.USE PCR to isolate desired sequences
from the tobacco root RNA and DNA.

a. RNA PCR(Perkin-Elmer kit,Forward
and Reverse primers)

b. DNA pcr(Perkin-Elmer kit,Forward
and Reverse Primers)

c. ANCHORED PCR:AMPLIFICATION
WITH SINGLE-SIDED SPECIFICITY

1.Take tobacco root poly A

RNA.Synthesise complementary strand of
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DNA using oligo dT as primer .Destroy RNA
by alkali hydrolysis.Amplify Using
combinatins of forward primers and oligo
dT25 .CLONE the PCR
PRODUCT.SEQuence the insert. Enter the
sequence into computer.use DNA
STAR(findpro programme) to find
PMT1.PRO,PMT2.PRO, PMT3.PRO PMT4.
PRO sequences.
2.ANCHORED PCR of cDNA with

OLIGO(dG)tails.Synthesise cDNA using
REVERSE PCR PRIMERS or oligo dT.Add
oligo dG to the newly synthesised ¢ DNA
strand.Amplify using REVERSE PCR
PRIMERS and OLIGO dC.Clone the PCR
product AND analyse as in 1.

d.LIGATION-MEDIATED ANCHORED
PCR.
Digest the genomic DNA with a Mbo1 OR
its isoschizomer Sau3A.
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If possible, Fill one base to prevent self-
Ligation. |
Ligate an anchor-primer on the ends of the
DNA fragments.

Amplify with a specific primer as well as the
anchor.

The choice of which strand the primer is
derived from determines which side of the
fragment is amplified .

This can be done for several enzymes that
leave cohesive endswith a four-base
S'overhang. This could allow isolation of the
promoter for the gene of interest.

4. GENERATION OF SINGLE-
STRANDED LABELED PRIMERS AND
THEIR USE IN NORTHERN AND
SOUTHERN HYBRIDIZATION

5.IMMUNOSCREENING OF
EXPRESSION LIBRARY>
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1. u:E of intact 60 ¥D protein, electroblot/sequenced. (code:BMEFL.ZR0) |

SSYYQOYXEGAELSDGVGLSN-— Cood
6622222442662444662

a
(S ]
>~ @
L ]
-~

|

prueT (PET)] S(16) 55 xo

phat i dy LEMY) FYXGDFELS

2. 6.2 N Cm= Fragmeat of €0 XD protein, electrcblot/sequenced (F-SG-T
¢DTIF, .duiom I), (8 met would preceds all of the CXBr fragmants).
-,cod.:m;é},:.m)

mr WdPXEVAISGYRDXZ-— COOH
364262

Deg 224 244 4
nligpments:

m C/G

LA MT IFEIG3SGKGHFZ
PNMT (6S)EATGESGRZI

T ' (1S)LIDIGS[BPTYINL

3, 3 k.D{cm: Fragment of 60 kD after removal of M-terminus (DAL - Region II).
(cod.:m(?'s.M)

pMT ADIEHYSEKLIDALXIKGIQF --— COOH
L L AP

Deg 26263246 3243

Ald :

PNMT (125)X. 8 kG

PNMT (174)P AD AL

AdoHcyHME K DAI

4. 15 CNBr Fragment of 60 kD protein. {code :PNT4 .PRO)

PMT FITENGFAGRSGRP(?)--- COOH
Deg 2P 42242446646 :
5

possible sequence order of fragments obtained for 60 kD protein.

!
From thifs speculative "motif" examination, a deduced composite can be drawn

for putdtive PMT as follows (cf. PNMT, PNAS 83,5455 (1986):

Z9LIVIEZ0Z

N—temixiju(ﬂ kD) -==--- 6.2 kD fragment ----- other 3 kD fragmaat —--- 15 kD
fragment ---- COOH

Ref. Ingrosso etal., JBC 264,20131-20139 (1969); Baetge etal., PNAS 83, 5454-



IN ROOTING STAGE

172 TOTAL

121
7A
1A
13A
47A
50A
10.6A

VST

46A

49A

19A

9A

17.3A

3A & 10A
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IN ROOTING STAGE

172 TOTAL
121
7A
1A
13A
47A
50A
10.6A

VST

46A

49A

19A

9A

17.3A

3A & 10A
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GENERATION OF TRANSGENIC PLANTS

CURRENT STATUS
IN GREENH E
77 TOTAL

121 13A
VST 46A
17.2A 1A

49A 12A
"47A *19A

"3A & 10A
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After 10-14 days culture, separate
developing calli and transfer to fresh
medium

\J
As soon as morphologically acceptable
shoots appear, transfer shoots to rooting
medium containing 500 mg/L carbenicillin
and 100 mg/L kanamycin

2
After rooting, trangenic plantlets can be
transferred to greenhouse or maintained as
meristem cultures indefinitely until
greenhouse space is available
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LEAF DISC TRANSFORMATION

Grow transformed bacterial clones
overnight in suspension culture

)
Excise leaf material from axenic Burley 21
plantlets and cut lamina into 5-10 mm
sections

l
Dip sections into cell culture, blot on sterile
gauze and transfer to shoot induction
medium without antibiotics

' )

After 2 days incubation (28°C, 16 hr
photoperiod, 5000 lux), rinse sections in
500 mg/L carbenicillin, blot and transfer to
shooting medium with 500 mg/L
carbenicillin and 300 mg/L kanamycin
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Electroporate cells at 100 uF capacitance,
250 psec discharge interval, 480 v, .3mm
gap for final field strength of 16000 v/cm

)
Dilute cells 10-fold with nonselective culture
medium and incubate at rt for 30-60
minutes

2
Plate 10 pl and 70 ul on Luria + 100 pg/mi
kanamycin

d
After incubating for 2-3 days at 2800,
select 3 isolates from each construct and
generate pure cultures for leaf
transformation
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AGROBACTERIUM ELECTROPORATION

Grow overnight suspension culture of
Agrobacterium tumefaciens str. LBA4404
)
Wash cells 2x in 1mM Hepes + 10%
glycerol with a final wash in 10% glycerol
alone (reduce volume to 500 pl)
)
Mix 2 pl of DNA with 25 ul cells
\J
Transfer 8 ul of mix to Hoefer bacterial
electrode (5.6mm)
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GENERATION OF TRANSGENIC PLANTS
‘ VIA -
PLANT TISSUE CULTURE
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GENERATION OF TRANSGENIC PLANTS
VIA
PLANT TISSUE CULTURE
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GENERATION OF TRANSGENIC PLANTS

VIA
PLANT TISSUE CULTURE
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