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APPENDIX B



1. Vector
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1.1. pTriplEX2 vector

PT318a-5

- of munlpa e anan
Byl nd sip 8t
ST,
—s T procactse

il Deme

&

M@w TTCUCOCTAGTGAGTON TATTA

Sl Bl Mmel sl T M i i —
e

Hne e ) Pt EenEn

L i

Bt tn imap and mullgie Channg wle iMIS) ol pTopEed Usaus resd olion wies @ s

Deacription

PTrpEX2 has e £ ol 3¢ promoder and Cperanor 10 provice reguialed expression of Ingents in
E o0 hoss xpressing e LG represscr ((ch). The § uniransiated region (UTR) rom the £ catf
OMpA gene s1abIIzes The MRNA. Meredy Neasng expréssion. pTrPER2 INCOPOranss 3 triple-

franseripionTransiaTon
dmmuhpwmmmumuwnmzufwﬁemm
mmnumwmmmnmmm The T7 RNA
"mw;ummamgm? m‘.nmfu
un.'r.a n helper ongin in pTripl noncodng
€24 MO PMAge PATCIS. 03Pl B 40 31000 DRA CIADE USRIRs 6equending
mm The ampiciiin resistance wmmdmmm
selection and propagabion, respectively. of pTrpiEx2 In £



211

1.2 pGEM®-T Easy vector
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Figure 3. pGEM?®-T Easy Vector circle map and sequence reference points.

pGEM®-T Easy Vector sequence reference points:

T7 RNA polymerase transcription initiation site 1
oultiple clorung region 10-128
SPo RNA polymerase promoter (-17 to +3) 159-138
SPo RINA polymerase ransanphon mitiation site 13l
pUC/MI3 Reverse Sequencing Primer binding site 176-197
lacZ start codon 180
lac operator 200-216
P-lactamase coding region 1337-2197
phage {1 region 2380-2835
lac operon sequences 2836-2995, 166-39
pLC/ML3 Forward Sequencing Primer binding site 2949-2972
T7 RMNA polymerase promoter (-17 to +3) 2999-3

Note: [rserts can be sequenced using the SP6 Promoter Primer (Cat.# Q5011), T7
Promoter Prumer (Cat.# Q3021), pUC/ML13 Forward Primer (Cat.# Q3601), er
pUC/MI3 Reverse Primer (Cat.# Q5421).

@ Note: A single digest wath BstZ [ (Cat # R6881), EcoR I (Cat.5 R60LL) or Not [ (Cat2
R6431) will release inserts cloned mto the pGEM®-T Easy Vector. Double digests can
also be used to release inserts.



212

1.3 pET-20b(+) vector
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2. Codon usage for amino acid

Seconed Position \\\_

L

C A G
code | Aming Acid | code | Amino Acid | code | Aming Acid | code | Aminag Acid
uuu phe ucuw AL yr uGu oys u
uuc uee cer UAC UGe c
uuA - uch UAA STOP UGA STOP A
uuG ucaG UAG STOP UGG trp G
cuu ccu [o711] his CGU u
. cuc ey coe pio CAC CGC arg M
2 CUA CCA CAA aln CGA A
] cuG CCG CAG CGG G
& AUl ACU AAU AGU u
W asn ser
= AUC ihe ACC the AAC AGE (]
AUA ACA AAA AGA
u C Iys G arg A
AUG met ACG AAG AGG G
Guu GCU GaU a1 GGU u
Guc val GCC ala GAC GGC al C
GUA GCA GAA " GGA A
auG GoG GAG g GGG G

uoisod payL




3. The amino acids preperties
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Amino acids 3-code  1-code properties

Alanine Ala A hydrophobic

Arginine Arg R free amino group makes it basic and hydrophilic

Asparagine Asn N carbohydrate can be covalently linked ("N-
linked) to its -NH

Aspartic acid Asp D free carboxyl group makes it acidic and
hydrophilic

Cysteine Cys C oxidation of their sulthydryl (-SH) groups link 2
Cys (S-S)

Glutamic acid Glu E free carboxyl group makes it acidic and
hydrophilic

Glutamine Glin Q moderately hydrophilic

Glycine Gly G so small it is amphiphilic (can exist in any
surroundings)

Histidine His H basic and hydrophilic

Isoleucine lle I hydrophobic

Leucine Leu L hydrophobic

Lysine Lys K strongly basic and hydrophilic

Methionine Met M hydrophobic

Phenylalanine Phe F very hydrophobic

Proline Pro P causes kinks in the chain

Serine Ser S carbohydrate can be covalently linked ("O-
linked") to its -OH

Threonine Thr T carbohydrate can be covalently linked ("O-
linked") to its -OH

Tryptophan Trp W scarce in most plant proteins

Tyrosine Tyr Y a phosphate or sulfate group can be covalently
attached to its -OH

Valine Val \ hydrophobic




