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Appendix |

The next five pages show the specific parts of Ei¢A electropherograms that
identified the error in the published sequence i R subunit of EcoR124l as

discussed in section 3.3.
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* frame-shift from that of published sequence

1200 l1210 1220 1230 1240
AAAACAGGOCAGTTTTC CAGAAAATCOT CTCOT TTATTOAGAAGTTTAAAGGD GTAG

WM\ N NL’“ it

Figure 1. pET-28bP1P2 DNA sequencing electropherogm. DNA was sequenced
using the T7 terminator primer in the reverse dioec

* frame-shift from that of published sequence

740 730 l 740 750 760 T
AAAAACAGOCAGT TTTC CAGAAAAT COTCTCOTTTAT TOAGAAGT TTAAAGGC GT AG

WAL I

Figure 2. pCP1005 DNA sequencing electropherogram DNA was sequenced
using the RP8 primer in the forward direction.
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* frame-shift from that of published sequence

740 730 l 740

GAAAAANCAGGOCAGT TTTC CAGAAAAT COTOCTCGT TTAT TGAGAAGT TTAAAGGCGT AG

0 ‘J“ iil‘tm

Figure 3: pBGSR124 DNA sequencing electropherogramDNA was sequenced
using the RP8 primer in the forward direction.

3] 3zn 330 34C
G & T G C T GG C C& &2 TG T T CG G A & &2 C & G C T T C A& G A& & C C T C A& &

WAL ) A“ WAL m,h Wil

Figure 4: pET-28bP1P2 DNA sequencing electropherogm. DNA was sequenced
using T7 terminator in the forward direction.
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190
CCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCCC

AW AR

Figure 5: pET-28bP1P2 DNA sequencing electropherogm. DNA was sequenced
using RP7 in the forward direction.

190 200 210 220
T ¢ ¢ T 6 G ¢ C4& s TG T T C G G G & 4 C 4 GTGT TCG WGA A2 C CT H

———— e

i |
L/A‘\ﬂ, LU\MI AL 1’1 A‘l

Figure 6: pCP1005 DNA sequencing electropherogranNA was sequenced
using RP1 in the forward direction.
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WA I L b BN

Figure 7: pCP1005 DNA sequencing electropherogranNA was sequenced
using RP7 in the forward direction.
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Appendix Il

The next 12 pages show the complete DNA sequeradaajropherograms for pET-
28bP1P2, pcpl005, pPBGSR124 and pUC119/EcoR324l
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pET-28bP1P2 DNA sequencing electropherogramDNA was sequenced using the
T7 promoter primer in the forward direction.
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GNCTTAZ CGTACT CGT TACAG TAA AGAGAGTTTTAACA GCGA AAATT CCCTGT TTAAGTAT CT GCAGC TGTTCGTC

ATTTCCAACGGCACTGATACCCGT TATTTTGC (AACAC GACAAAGCGC GATAAAAMACAGT TTTGACTTCACCATGA

[1e0 [res [ne [1E [120 [res |E [1= J1a0 | B

ACTGGGCGA AATCAGACAATACGC TGAT TAAAGACCTCAAAGACTTTACCGC CACCTGTTTCCAGARMACATACTC

TGCTTAATGTTCT GGT GAACTACAGCGTTTT TGACA GCAGTCAGACACTACTGGTAATGC GACCGTACCAGATTGE

R FER PR T P P B s o fmfwm fe o e w
CGCCACCGAGCGCATTCT GTGG AAAAT TAAGAGTTCCT TTACAGC GAAGAACTGGTCAAAACCGGAAAGCGGTGGGET

A W

|EQ [== |ES [z J3=s |E] [z |z"‘n IEQ [259

ATATCTGGCACACTACCGGTTCT GGTAAAACCCT CACCAGCTTTAAAGCCGCGC GT CTGGCAACAGAGC TGGACT

[zas [ma |E3 Jaa Jaos Jata Jats Jazn Jazs Jaaa [4z Jaan Jaas Jasa [4zs

TTAT TGATAAAGTCT TCTTTGTGGT CGACAGGAAAGACCTC GAT TACCAGACCAT GAAGGAATATCAGCGTTTTT

= Jszs Jamo Jars [s30 [aaz Jano Jass |2 [z [z [sts | [ED | £

CGCCAGACAGC GTCAACGGC TC GGAAAATACCGCAGGCCTTAAACGAAATCTGGATAAG GACGATAACAA

pET-28bP1P2 DNA sequencing electropherogramDNA was sequenced using the
primer RP4 in the forward direction.
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NCCHWCCGTT NGTA ACC TNCCG CTTTAAAG CCGCGCTT CTGGCAACAGCAG CTGG AC TTTAT TGATAAAGT CTTCT T

TGTGGTCGACAGGAAAGACCTCGAT TACCAGACCATGAAGGAATATGCA GC GTTTTTCGCCAG ACAGCGTCAACGG

ot ool

Joa Joz J1oo |3 [rio [s [120 125 Jr= [125 J1a0 [1as [1s0

CTC GGAAAATAGC GCAGGGCT TAAACGAAATCTGGATAAGGACGATAACAAAATTATCGTCAGCTAGTATT GA GAA

h
[ss [1e0 [16s [im Jirs [[E Jras Jroo Jaos |E [z0s | Jie Joao Jozz

ACTCAATAACCTGATGAAAGCAG AAAGCGAC CTGCCTGTATATAATCAGCAAGTGGTGTT TATATT TGTTGAATGC

Wil

|EE Jeas. [F) Juts J2so 255 | Jue [zm Jzrs | B 250 =6 500

CACCGCAGC CAGTTTGGAGAAGCGCAGAAAAGC CTGAAGAAGAAATTCAAACGCTATTATCAGTT TGGT TTTAC CGG

3 BB [5E B [azz |0 |EES ED ES |3 3 [E [e= [ [

CACCCCTATTTTCCCGGAAAACGCCT TAGGCTCAGAAACAACCGCCAGCGTAT TTGGT COGTGAATT GCATT CGTAC

| [zas Jaoe [=s Jaoo Jaos Jaa Ja1s Jsa0 Jsas Jasa Jss Jaan Jaas Jaso [ad

GTAATTACCGATGCGATTCGT GAC GAAAAAGTGC TCAAATTCAAGGTGGACTACAACGATGTGC GGC CACAGTT

Jaso Jass [amn Jars J4an Jazs Jano Jas [s0 | B Js10 [z1s |ET |ED

TAAGTCT TTAGAGACAGAAACT GGCGAGAAAAAACTGAGTGCGGC TGAAAATCAGCAGGCGTTTCT TCATC

[0 Jeas. [s40 |ES [sz0 B3 [z [ss [0 [ers Jzao [sas Jzao [zas =]

pET-28bP1P2 DNA sequencing electropherogramDNA was sequenced using the
primer RP5 in the forward direction.
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G TGGMCT CACGATGTGCGGC CCAGTTTAAG T CTT TAGTAG ACAG AAACTGGC GAG AAAAMAACTGAGTGC GGC

TGAARATCAGCAGGC GT TTCTT CATCCCATGCGTATTCAGGAAATCACGCAATATATTCT GAATAATTTCCGCC

L

[r= | Tes | Jss = Jios [112 [ns [1z2 [1zs [tz [tz J140 [us

AGAAAMACCCACCOGTACCTTCCCOTOGC TCAAAAGSTTTTAATGGCTATGT TGGCAGTGAGCAGC GTGGATGC CGEG

[185 [ren [1es [ |1 [1an [162 3 | |EB

AAAGCCTATTATGC GACGT TTAAACGGT TACAAG AAGAAGCCGC TAATAAAT CGGCTACCTATAAACCGCTGCGTAT

[zzs [za Jaas. [z4n |15 B Joss [z [em Jers Jz6a Jeee [ame [

TGCGACAATCTT CTCCTTTGCCGC CAAT GAAGAACAAAATGCCAT TGGT GAAGTTTCCGATGAAACTTTTGATACCAG

£

[200 Jans. Ja1o Jus [2z0 [as J2s0 [=s Juo [as= [2s0 Jass B [ | Jar:

CGCAATGGACAGCAGT GC TAAAGAGT TTCTGGACGC TGCAATTC GT GAATATAACAGCCAT TTTAAAAC TAACTTT

[0 |ES | |ES [ J#cs | EE [#1= [ [r= Ja=0 |42 [#40 J#2= [

AGCACCOACAGTAACGOTTTTCAGAACTACTATCGTGATTTAGC CCAGCGGGT TAAAAAT CAGGATATC GATCTG

[ass [4a0 Jaas Jaro [+ [san Jass Jano | [s0 [ED [ste [z1s [seo IE3

CTAAT TGTCGTGGGGATGTTC TTAACCGGC TTCGATGCCCCAACAT TGAACACGCTATTCGTCGATARA ARACTT

pET-28bP1P2 DNA sequencing electropherogramDNA was sequenced using the
primer RP6 in the forward direction.
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MCCT AN CGATTTCT GSGOSCTGCA T T OGTG AATATAACAGTTTTTTTTAAAACTAAC T TTAG CACCGACAGTAACGGTT

TTMGAACTACTAT CGTGATTTAGCCCA GCGGGT TARAAAATCA GGATATCGATCTGC TAAT TGTCGTGGGGATG

WWWWMWWWWMWWWWMW

[ [1a5 [152

TTCTTAAC CGGC TTCGATGCCCCAACAT TGAACACGCTAT TCGTCGATAAAAACTTACGT TATCACGGCCTGATG

wMMAwmmwwawﬁnmmw

Jres [iro Jirz [ieo Jres | [ios [z [0 [

CAGGCAT TTTCCCGCACCA AC COCATT TAT GACGC CACTAAAACCTTCGGTAATAT COTCACT TTCCGGGATCT GG

MWMQMWMMW%WMAW%QWMMW

| | )

AACGCTCAACTATTGATGCCATAACGCTGT TTGGT GACAAAAACAC CAARRAATGTGGTGTTAGAAAAGAGT TATACAG

Jane |ED [215 |ED |ED |0 [235 [z |ES

AGTATAT GGAAGGC TTTAC TGATGCT GCTACAGGST GAAGCTA AACGCGGC TTCATGACAGTAGTT TCAGAAC TGGA

Jans Jaio Jais Jazo [as | Jazs Jaan Jus |[E Jass

ACAACGCGGTT CCCTGACCCTACCAGTAT TGAAAGTGAAAAAGAGCAAGGAAGACT TCOTTAAACT GTTTGGC GAATA

AR O AN AP AN A A i iy Y i a
| [2as [470 Jars Jaeo [425 Jana. Jans. [s0 [ss [z10 |EB Je=o [ses )

CCTGCGTGCCGAGAACATCCTGCAA AAC TATGAT GAATTT GCCACGC TAAAAGCCCTGCAACAAATCG

Jsas [s40 [se= [s=0 [ss2 B |ES |ED [srz J=an |E3 |2 IE3 |3

pET-28bP1P2 DNA sequencing electropherogramDNA was sequenced using the
primer RP7 in the forward direction.
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GAMGNTT CTTA CTGTTTOGCGAAMTAC CT GOCGTGCNTT TTAACAT CCTGCOMNAAACTATG ATGAAT TTGC CACGC T

AAAAGCCCTGCAACAAATCGATCTTAGC GAT CCTGTTGC GGTA GAAAAAT TCAAAGCAGAACAT TATGT GGATGA

|E] Jes [oe Jes J1c0 [ios | [z [tz [1zs [1z0 [re= [1 [tas [1=0

TGAAAAGTTCGC TGAATTGCAAACAATTCGTCTCCCTGCTGATC GCAAGAT TCAGGATTATCGTTCT GC CTATAA

CGATATTCGC GAC TGGCAGCGCCGTGAGAAAGAAGCTCAGAAAAAAGAGAAAT CAACCAGCTGACTGGGATGACGTA

A A o A At e AN A0
[0 | [ao Jass | Jazs 260 [ER | F B Jeso Jasz | | [z

GTTTTTGAGGT CGAT T TGCTGAAGTCTCAGGAAATAAACCT GGATTATAT CCTTGGACTGATTTTCGAACACAACAG

sA A aA AN A A M A A AP A A A A WA

|E3 |EE [z15 |E [== [0 |E3 [=0 [ [2s0 | |EQ | |EQ Jars

ACAA AATAAAGGC GAGGGC GAAATGATC GAAGAGGTCAAACGCTTAAT TCGTTCAAGCCTGGGGAACCGT GCTAAA

Yenaspra AN A\l

Jao Jaos [s10 Jars [a20 Jazs Js2a Jas Jaan Jaas Jsza

GAGGGC CT GGTGGTCGAT TTTATT CAGCAAAC GAACCTGGATGATTTACCGGACAAAGC CAGCATCATT GACGCA

SO AN ANV
[455 | Ja= Jamo Jars [420 Jas | Janz | B B [sto [ED | B3

TTCTTTACGTTTGC TCAACGCGAACAGCAAGCGT GAAGCAGAAGCAT TGATAA AAGAAGAAAATCTCAATGA

pET-28bP1P2 DNA sequencing electropherogramDNA was sequenced using the
primer RP8 in the forward direction.
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AGTGGTNGTGGTGGTGGEGT GCTCGAGCTAC GCC TTTAAACTT CTCAATAA ACGAGACGATTTTCTGGAAAACTG

AAATCAT CCAGGTTCGTTTGCTGAATAAAAT CGACCACCAGGCCCTCTTTAGCACGGTTCCCCAGGCTTGAACGAAT

3 D U5 =0 |ED |3 Jazs |EE |ED [250 |E3 350 |3 Jano |ED

TAAGCGT TTGACCTCTTCGATCAT TTCGCCCTCGC CTTTAT TTTGTCTGT TGTGTTCGAAAATCAGT CCAAGGAT

ATAAT CCAGGTTTAT TTCCTGAGACT TCAGCAAAT CGACCTCAAAAACTACGT CATCCCAGTCAGTGGT TGATTT

Az Ve s AV P A s ANy

Jass. J4=0 Jaez Jama Jar= J4a0 J4as [4s0 [ass B2 Jzos [s10 IEB B [5zs

CTCTTTTTTCTCAGCT TCT TTCTCACGGCGO TG0 CAGT CGCGAATATCGTTATAGGCAGAAC GATAATCCT G

Ed IE3 |EX] IE3 B I3 |E ED MMW\W

pET-28bP1P2 DNA sequencing electropherogramDNA was sequenced using the
T7 terminator primer RP4 in the reverse direction.
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ATTCCT GC CCAACTATGATGAAT TTGC CACGCT NMAAG CCC TGCAACAAATCGATCTTAGC GATCCTGTTGC GG

TAGAAAAAT TCAAAGCAGNACAT TATGT GGAT GATGAAAAGTTCNCGNGAATTGCAAACAATTCGT CTCCCTGCTG

s A A roadn i
[r= | B Jon Jos Troo [1s |EE |18 [ 125 [E3 |3 [ [ras

ATCGCAAGATTCAGGAT TATCGT TCTGC CTATAACGATATTCGC GACTGGCAGCGCCGTGAGAAAGAAGCTG AGA

AMA ARG AGAAAT CAACCAC TGAC T GGG ATGACGTAGT TTTTGAGGT CGATTTGC TGAAGTCT CAGGAAATAAACCTGG

Pt AP AN AN s AP AN AAAADA AN AN AR AN AN A AN
| Tezs [z | BT BT Jasz [2z0 255 250 B3 |ET] Jare 220 2 200 208 300

ATTATAT CCTTGGAC TGATTTTC GAACACAACAGACAAAATAA AGGCAAGGGC GAAATGAT CGAAGAGGTCAAACG

CTTAATTCGTTCAAGCCTGGGGAAC COGTGCTARAGAGGGCCTGGTGGTCGATTTTATT CAGCAAACGAAGCCTGGA

TGATT TACCGGACAAAGC CAGCATCAT TGACGCAT TCTTTACGT T TGCTCAAC GCGAACAGCAACGTGA AGCAGA

L AN A AN AN S i,
P I MmNy

J4as Jao J4ss [sc0 Jzas [s10 [s1s | [szs

WWWAAAAA A e
az J4sn Jae Jamo

AGCATTGATAAAAGAAGAAAATCT CAAT G

| |E3 |ER |ED |3 [sss

pBGSR124 DNA sequencing electropherogram.DNA was sequenced using the
primer RP8 in the forward direction.

206



GNNG GAGMNGMNGNGEET ACGNT NGTCTGTA T CCAT AACTT TAT CGANAST TG ATNAG MACAN CN NN ACT GNA CCTCGAC

pcpl005 DNA sequencing electropherogram. DNA was sequenced using the
primer RP1 in the forward direction.

207



pcpl005 DNA sequencing electropherogram DNA was sequenced using the
primer RP7 in the forward direction.
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pcpl005 DNA sequencing electropherogram. DNA was sequenced using the
primer RP8 in the forward direction.
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pUC119/EcoR124{r DNA sequencing electropherogram. DNA was sequenced
using the T7 promoter primer in the forward direnti
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pUC119/EcoR124\+ DNA sequencing electropherogram. DNA was sequenced
using the T7 terminator primer in the reverse dioec
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Appendix Il

The next page shows the molecular mass and extmcbefficients of the subunits

and complexes of EcoR124Isystem.
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Subunits and complexeq M, Extinction coefficient
of ECOR124ky system (Da) (Mt cm?)
S3 24856.3 48485
M 58013.4 46550
R 120120.2 98225
S3/M 82851.7 95035
(S3/IM), 165685.- 19007(
(S3IM)R; 285787. 28229!
(S3M)R; 405890.0 386645
DNA duplex M, Extinction coefficient
(Da) (Mt cm?)
SE-30 1841¢ 57420(
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