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AP201 GT|GAC/GCTI|C/CITIAAC|GCITIGA CLYW:Xe{o e[y W2V:W 75
AP202 GT(GAC/GCTICICIT] . 75
AP204 GT|GAC/GCT|CICITIAAC|G C[T|GA CLY:XS{e{eX:X{¢7:Y 75
AP205 GT|GAC/GCT|CICITIAAC|GCIT|GA C[efe{ofefey Neov:y i 75
AP206 GT|GAC/GCTICICIT] 75
AP208 GT(GAC/GCTICICIT] 75
AP209 GT|GAC/GCT|CICITIAAC|GCIT|GA CLYey NNV Nex 75
AP210 GT|GAC/GCT|CICITIAACIGCT|GA C[opVa\e{op:N N efey 75
AP211 GT|(GAC/GCTIC/CIT] 75
AP212 GT(GAC/GCTICICIT] . 75
AP214 GT|GAC/GCT|CICITIAAC|G C[T|G A Ciuev:Xofofe{ete{ofon 75
AP215 LV QNS T GTATTCGTC 75
AP216 GT|(GAC/GCTICICIT] 75
AP217 GT|(GAC|GCTICICIT] . 75
AP218 GT|GAC/GCT|CICITIAAC|G C[T|G A C[O:XOF:Xf e} W:XeleR 75
AP219 GT|GAC/GCT|CICITIAAC|GCT|GA C[oferefofofey i oy eR 75
AP220 GT|(GAC/GCTICICIT] 75
AP221 GT|(GAC/GCTICICIT] 75
AP222 GT(GAC/GCTICICIT] . 75
AP223 GT|GAC/GCT|CICITIAAC|GCIT|GA C[efe{e{o{e{oV:y V.Y ¥ 75
AP224 LRV HONENNCGTCAGTATG 75
AP225 GT|(GAC/GCTICICIT] 75
AP226 GT(GAC/GCTIC/CIT] 75
AP227 GT|GAC/GCT|CICITIAAC|G C[T|GA C[ogNelofele{ey.XofeR 75
AP228 GT|GAC|GCT|C|CITIAAC|GCIT|G A C[o3 W\ i W:XOf €y e 75
AP229 GT|(GAC/GCTICICIT] 75
AP230 GT(GAC/GCTICICIT] . 75
AP231 GT|GAC/GCT|CICITIAAC|G C|T|GA CLY:V:y Nele{e{ V. W 75
AP232 GT|GAC/GCT|CICITIAAC|GC|T|GA C[e{eZNH RN VN V. 75
AP233 GT|(GAC/GCTIC/CIT] 75
AP234 GT(GAC/GCTIC/CIT] . 75
AP236 GT|GAC/GCT|CICITIAAC|G C[T|G A C[ey W-XeT-XE{oF.\eleR 75
AP237 LRV SONENOGGTGGTAAGA 75
AP238 GT|(GAC/GCTICICIT] 75
AP239 GT|(GAC/GCTIC/CIT] 75
AP240 GT|GAC/GCT|CICITIAAC|G C|T|G A CYNERV:V-v:Xele{eleR 75
AP241 GT|GAC/GCT|CICITIAAC|GC{T|GA C[ofeefefey Ney:V:y i 75
AP242 GT|(GAC/GCTIC/CIT] 75
AP243 GT(GAC/GCTIC/CIT] . 75
AP244 GT|GAC/GCT|CICITIAAC|GCT|GA C[e{e{o{fof e N V-V. 75
AP246 GT|GAC/GCT|CICITIAAC|G C[T|G A C[op;\e{oV-X oM N el N oR 75
AP248 GT|(GAC/GCTICICIT] 75
AP249 GT|GAC/GCTICICIT] . 75
AP250 GT|GAC/GCT|CICITIAAC|G C[T|GA CLYOV:YeH W W e{oN V. 75
AP251 VXS SO NENO T CAGAACGAC 75
AP252 GT|(GAC/GCTIC/CIT] 75
AP254 GT(GAC/GCTICICIT] 75
AP255 GT|GAC/GCT|CICITIAAC|G C[T|GA CiWNe{er:Xey.XeleR 75
AP256 GT|GAC/GCT|CICITIAAC|G C[T|G A C[opsVaYe{oy Neov.y i 75
AP257 GT|GAC/GCT|CICITIAAC|GC{T|GA C[efey Nou Ne[oy:\eleR 75
AP258 GT|(GAC/GCTIC/CIT] 75
AP260 GT(GAC/GCTICICIT] 75
AP261 GT|GAC/GCT|CICITIAAC|G C[T|G A C[efe{ofefele{ey.Yofon 75
AP262 LV SONENICAGCGGGATT 75
AP263 GT|(GAC/GCTICICIT] 75
AP264 GT(GAC/GCTIC/CIT] . 75
AP265 GT|GAC/GCT|CICITIAAC|GCIT|GA CliaV:You N ey N efey 75
AP266 GT|GAC/GCT|CICITIAAC|GCT|GA C[efefe]ofofe{oy Wy eR 75
AP267 GT|(GAC/GCTIC/CIT] 75
AP268 GT(GAC/GCTIC/CIT] 75

AP270 (CqyErxeefopy ooy Ve o N X6 GGGAGATGGTGCTACATATT CATCTTGC. CAGCAT Clef@gyieyyiooieyiioeier Ve 0rV¥) o 75
AP271 GT|GAC/GCT|CICITIAAC|G C[T|G A CMez:Ne{op:\ey oyon 75

AP272 GT|GAC/GCTICICIT] 75
AP273 GT(GAC/GCTIC/CIT] 75
AP274 GT|GAC/GCT|CICITIAAC|G C[T|GA C[oN Neley Ner:X ooy 75
AP276 LRV OO GCAGGGGCCA 75
AP277 GT|(GAC/GCTIC/CIT] 75
AP279 GT(GAC/GCTICICIT] 75

AP281 (CqyErxeefopy ooy Ve e N NOGATGGTCAGGACGGTGACTGGAATCACGTTGT. TGG{e@gyeyiooieyioeer Ve 0rLvy) o 75
AP282 GT|GAC/GCT|CICITIAAC|GCT|GA C[efe{of ooy WiXEY N eR 75

AP283 GT|(GAC/GCTIC/CIT] 75
AP284 GT(GAC/GCTIC/CIT] . 75
AP285 GT|GAC/GCT|CICITIAAC|G C[T|G A C[OfXeX OV W W V. 75
AP287 GT|GAC/GCT|CICITIAAC|GCIT|GA C[oM N R W:\ey NoyeR 75
AP288 GT|(GAC/GCTIC/CIT] 75
AP289 GT(GAC/GCTIC/CIT] 75
AP290 GT|GAC/GCT|CICITIAAC|G C[T|G A C[e]¢{0) NeF:\eY.V:NoR 75
AP292 . 75
AP293 IT| T . TATCTTTTCGGGCCTAACCCAATGG{e(egyeyy(oeiey) o o(er V.00 V.¥\(¢ 75
AP294 (cyyerNe ey oLV SO NN CTTAGCTGGA. TGGCTTTACATGTTCCACCTATTGCe(@/gyeyy(oeiey)oeerv.Ne 0LV y\(® 75
AP295 (CyErNeeapn ooy VX SO NN GGATGTTCGG. ATGGTTATT GACAAGCTGCTTAGC Cle@gieyiioeieyiieoier.vNeervy) @ 75
AP296 (CqyErxeefopy ooy Ve e N NOGGCTAAGGGT. GAGGGGTGCCTTCTTGTATGCCTAC[e@gieyyooieyioeer Ve 0LV¥) o 75
AP297 [y erNe{efoeEp Lo o N[N0 CGCCAACGAT. TCTTCAACACTACAACGTTCTTCTT[¢@gyeni@ocyi{ooeyv:Xo (o 75

Consensus gtgacgctcctaacgctgac cctgtccgtccgaaccaatc

Supplemental Figure 1. Complete sequence alignment of 83 aptamers using DNAMAN
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Supplemental Figure 2. Binding affinity evaluation of

(A) Comparison between AP273 and AP-Taiwan using C

Protein (nM)

AP273 and AP-Taiwan

= assays. Both of these aptamers run the similar peaks. (B) The microplate testing analysis of the

comparison between AP273 and AP-Taiwan. The 96-well microplate was coated with AP273 or AP-Taiwan and pre-blocked with non-specific aptamers. A

volume of 100 ul of AFP or human serum albumin (HSA)

protein (as the negative control) of different concentrations (500 nM, 100 nM, 25 nM, 5 nM, 1 nM,

0 nM) was added to each well and incubated for 1h. After blocking with 3% BSA for 2 h, the plate was incubated with bio-labeled Anti-AFP antibody for 1 h.

After washing 3 times, the streptavidin-horseradish peroxidase (SA-HRP) was added and incubated for 30 min, followed by washing. The plate was then

added to substrate TMB for colorimetric detection on 450 nm. The titration curves were obtained based on above data and the equation Y = BmaxX / (Kd +

X) was used to calculate the Kd according to GraphPad

Prism 5.0. Y represented the mean value of OD450 nm, Bmax was the maximal value of OD450

nm, and X was the concentration of the protein. Compared to HSA, AP273 and AP-Taiwan all can bind AFP specifically and the Kd values with AFP were

17.41 £ 4.32 nM and 18.89 = 5.44 nM, respectively.
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