*+,.%%$+-+./01%234567%8596: @
;%03456%)<*<=%>)<>=%*?>%%%%"?,,%/@A1B-%/+-+/C+D 4594E-
!"##"$%#&%#"'%"()#&$ 111:J.BK/+:0LMFO0/

I"#$%&'()"*&+$)#", *$-&"%).10)&") % &+$),$% % 1

I"HHS%" & ) * B HISY68. (B)* S8+ -) 061 *($1/0'1+2%)'34/56" (*7/48/49:;%2834/58
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&' (H&2%(@&' .('A.,"C' E*$&.*%AF')(%!)*Gl.*($'1$" +2(&* P IRUPDWLRQ 'DWD 6 DQG H[SODL
*$.8219% %($A' (H' .B&A&' ,-*1,*.(,A'%&)),)!12' 2&<,)1.(2A8'JB WKH VSOLW IXVLRQ SURWHLDV ZL\
($)C' S(SD*SHIAHE @&.B(" 1++)*%1-)& H(2'"&. &% DS<*$<' A+)*. 1+.1@&2' A&I,&$%&' KR, ++)&@&$.12C *$H(2@!.*($F
PRGL¢HG 513V LQ OLYH FHOOV GHYRIRINGHGI2ER)CFDRE AGYEAG! ABZHRA+H)*.'H,A*(S$'
51$ ELQGLQJ SXPLOLR SURWH L Q W2G& SA-ERAAD'\B&@' WIRL'IED BWAKPEAZRANRKA+, 2%(, A
51$ WKDW WULJJHUHG FRPSOHBH QWTWARKR, RH) &\ &3 21T SIBI (2@ | AKFRLIEDE R3NS
%8$.'+2(.&*$'KLMN'H,A&".('+,@*)*(+2(.&*$A'O/F'3PSIRAGHOLQJ H[SHULPHQWYV VXSSIRUWH (
BrAIAT $#&2AI) @& B("F.B&+,@*)*(+2(.&*$A'AB(,) "$BA@ KR, ++)&@&$.12C*$H(2@! . *($F'L*<,2&'RINS
VXEMHFWHG WR PXWDJHQHVLV WR R Q\CH W FW KQH ZHW D UB HOL WA$R | WK |
M2(.&*$' @,.1<&SEA*A*A'I' *@E&DY($A, @*$<' +2(%&AMI$"*' QW ORQJ DFFHVVLEOH VLWH LQ
V@* A'l++)*%!1 (S (H' . B*A'1++2(1%B8'1$(.B&2' @&.B(".B.'@ H[SUHVVHG IURP D SODVPDG 6X
A&">?1D.8&@+).&" +2(.8*$ %(@+)&@&S.|*($ BIA -&&E$F' L*<,2&' R5N8' IB&)/#+% / '( FHOOV ZH
"GHE)(+&" -, A& H(2 $-+.(/$?1"&.8%.5($' ($)C'OP WUDQVIRUPHG ZLWK WKUHH FRPSDW
JB&2&H(2&F "&.8% *($' (H',$@ ("*H*&" $HA-12D  @>?1F>21+2(-&A1$"H, A*($+2(.&*$A8'1)) %6(@+($&S.A'
@I*$A1"1,$.5$<"+2(-)&@8 RI WKH FRPSOH[ ZHUH H[SUHVVHG IL
+HUH ZH GHVFULEH D XQLYHUWB® @ NWRORGWIIRQHRPE HQIGXFWLRQ ZI
XQPRGL{HG 51$V LQ OLYH FHO OVAEDR/HB.GRI.| FORSHEA@) NIFISRIR/NBIIB& 2&A,).A'
B& A+ 1+ 1@8&2'1++2(1%B'1$" +2(.&*$' %(@+)8MEMKRZHG WKDW JORELQ P51$ FOU LW\
+($8'IB&+2*$%*+)&' (H'.B*A' @&.B(" %(SA*A.A' (H'A&IBSHADH TXHQFH VSHFL:FDOO\ LQ RI
VSHFL¢{F ELQGLQJ RI WZR 51$% S URH(RO! . *FHR'P'S Q&IR5ISBW DAB(,) Wers(.&" .B!.' .B&’
WZR DGMDFHQW VLWHV RQ DQ X @FRRGHQMG BWE WD RIHMK LMD SIODVP LG
51$ SUREH LV PDGH RI WZR PR G X OV\@ (FERQ&AH EAVHE)FKE, ¥R @A&S[ 2C*$H (2! . *($F'L*
)&V SE&27' ($& @ (") & *A'l' A&I,&$%& % (@ +)8&@&S$.| 2R RONE K LIAK.)&IA. ($&'(2"&2' (H' @!<$*.,"&'B*<B&2"
B&'.12<&.6' B& ALY ($"*A'I'H2I<@&S. (H'.B& A+)*.' 1+ IBR2BE’ 1#&21<&' %($%8&$.2! *($A' (H' &$" (<&$(,AD%.&
QB&$'.12<&.'>?1'*A'+28&A&S$."*$' . B& %&))F' .B& B&!"D.M)B>?1A8' IB&2&H(2&F' .B&' &$" (<ZB($@>?1'
ELQGLQJ RI WKH WZR 51% SUREHH \8R HVKH GV DURIF WWEW ROIWX WERE FKUF
WZR IUDJPHQWV Rl WKH VSOLW DSWWRHUWHOW R FORWA SV R/[& FDURW H
* CF' . 2%<<&2*$<'* A' 2&IAAL@-)C8' IB& 2&IAAL@-)& - DISED ZPBA+(2.8&28 T. *A'l' +12." (HIBEH&2($ %6 (SAD.
WKHQ LQLWLDWHY WKH DVVRF LD WisRH' RASMAZER. @ &'0.&'VZ! HAY (VoL REAHS SR MFBHL C
&1%B'%($.F$*$<' I H2I<@&S$.' (H'!' A+)* ' LM'I$" ' H2I< @ &B(A+B(2, AR B2(,<B' .B&' *$$&2' @&@-2!$&' O:F'WP8'1.'
RI DQ 51%$ ELQGLQJ SURWHLQ $\5(DQWMIMIUBB2! *WACHLYLE R2@TBR2($' 12&
AXRUHVFHQW IUDJPHQWYV RI )3DUH®DNWRHAHGHDWQ 6 DIREZRGHYADORIURP W
UHVFHQW )LJXUH $ ,Q DOO H[S &R PBUQBYE ABIH<& 2 IBATO2M K (B *AS (VASNMS " *A'
51$ ELQGLQJ SURWHLQ H,) $ IXVHGQEZIWLR WI® LDW (D) 3 DRFRWHU ORFDW
WKH H,) $ VSHFL,F DSWDPHU WK 8§ . B&(P&2(SEE M/ PBRKIZS (SNHY GSNOD+A' (H'.B&!
RXU SUHYLRXV 51% ODEHOLQJ PH WSRKIC'A.2,%@2&8d WHVW HBKWZR HQG KD
GHVLJQV IRU 51$% SUREHV LQ R QMB(AZBVAY @ W. 10668 RE-HSVSZALEIKL*< 28 IXNS'IB!
H[SUHVVHG DV WZR VHSDUDWH WSWREWFERSWELQQQOD FRWKHUSRRBLQ.
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28(3-8) 4)I"H"SHI& () *(+&$)+%,JHU0& (&-()SH IBWE (0123(%'(+%4%& ()" ++5B06 7$8"0)4#06$5( &-(')#%4"(123(/"$&I'VH& (. (#8"(
WDUJHW VSHFL¢{F 51$ SUREHV IROORZHG E\ SURWHLQ FRPSOHPHQWDWLRQ WDUJHW 51$ k
VHTXHQFHV IXVHG WR VSOLW DSWDPHU DQG WKLV WULJJHUV WKH UHDVVHPEO\ Rl WKH H,
UHDVVHPEO\ Rl WKH H,) $ SURWHLQ DQG (*)3 $ DQG % DUH WKH IUDJPHQWV R57*)3 ) DQC
THISHI'(&-(#8"("#$ P51$ WDUJHW VLWH DQG RI WKH H,) $ VSHFL¢F DSWDPHU VSOLW DW WKH FHQ
UHG OLQNHU VHTXHQFHV DUH VKRZQ LQ EOXH WKH VSOLWSSGWH)):tS"5(K HoDEWBBHU LV PD
ZLWK OD#BHOSBETS JURZQ LQ KLJK EOXH DQG O R BIGUBEBLISR(RY)SKD/M0GSREBET (*)6(34"/)9"(

RI LQGHSHQGHQW H[SHULPH®WRMWDE ENMOWKREXBUHVFHQFH REWDLQHG IURP WKH AXRUHVF
AXRUHVFHQW MPRE<URBERSWH5(&(+)."+"*( #'$ P51% LQ FHOOV LQ KLJK DQG ORZ SKRVSKDWH PH
VKRZ FHOOV H[SUHVVLQJ IXVLRQ SURWHLQYD PEL® WK H$S QRIE B W DQHNVE § B6@BWREPRGEDOH EDU
5&'(&-(#'$ P51$ SDWWHUQV LQ OLYH WRS DQG ¢[HG FHOQ® ),6+ UHVXOWY ERWWRP 6FDOH

2I$SAH@&"*$10$)/#+FHOOV WRJIJHWKHU ZXWR PKKBJSOBPVYRO®V VKRZ DEUXSW
S0% H[SUHVVLQJ IXVLRQ SURW HKRON)&®&S.! AT OB (B! ) (SFLIIRE RIN'A, ++(2.5$<'(,2'
FHOOV ZHUH JURZQ LQ PHGLD Z BO4 BR/RA® B'S<)ERAEH MVARSDNA* QL. .B& AlC
(H'M PO RU LQ PHGLD ZLWK OLRMMLPHG )S6RYBWBVWM/ HOODULY SUREHV
@YNS'Z$"&2'$(2@!) +B(A+B!.& %($"*.*($AF %&) HY/(L J Q D O 2 M@EPR%B($%&S$.2!.*($8' IBEA& 28A,). A’
UHVFHQFH ZDV RQO\ PDUJL QD O 0 $"B2AVIS BAY@RIOSN(K'BCQHGDW @%.B("A' B!
FRQWUROV FHOOV H[SUHVVLQJ IXWLIR S USRUERHWHE QW KD 6 B QW MH. \8 X R/E M ¥
WR WKH JORELQ P51$ ZKLOH XQHTFXL OH FZIDVKGQIKRWBRBWWHR UH Y HD (
B&'1#8&21<& H),(2&A%&$%& *$%2&!A&™ -C'1-(,. ODHJF@A" *($A' (H'.B&'+28&D)!-&)&" +2(-&A'BI#&' @(*#!.&™ B&'
FRPSDUHG WR FHOOV JURZQ X GHIH2AR'ERD @ GRR YBACBARA' B R'D+)IC' A*<$!)’
%&$. 2! %($A' KL*<,2&' ISN8' IB*A'*$%2&IA& *$' H), (28 HMBSHIRALS%E (H'. B&1$!)C.&'($)C'O9P8
FRUUHODWHG ZLVR&!"@KMH %($VRSB DVHHLD[SODLQ WKH KLJK VHQVLWLYLW
WLRQ DV GHWHUPLQHG E\ 57 38&5 .BRONG O P BABE M!% (PR URDF +2(.&ES %(@+):
WLRQ )LIJXUH 6 % $W WKH VD P H@BAL!IPE 284 %RAIH (PR ALGES I 9RE<AYK FC' /4D/44D
QHJDWLYH FRQWURO FHOOV H[S UH(WALY®S2&R EB&/H DDA GE MA' OSFMIREREY(S'
P51$ ZDV WKH VDPH LQ ERWK KL.BK@EDESO® H S RASISDINENA.2!5$-C.B&'>?T'
PHGLD 4XDQWLWDWLYH DQD O\V HA2(-RA+2RHQEIDA)* FHI (BEH 28 DR W H NG $1. BEFHAL$ %
FRUUHODWHG ZLWK )$&6 UHVXOW \H .B& JXKE.H21F ROSG< . (I"*.*($!) 5DODH()" -1 BE
Y*062(A%(+& *@!<&A' 28#&))&" A*$<)&' (2' AGHE2!) <208 2&" %.*($8' IB* 2T ' @>?1*A')(%!)*G&"F'.BR2&
WDWH AXRUHVFHQW VLJQDOV LQ DERKWW V RYXWR K H \FAHOIRH MIIRDD® Q QL V C
QRUPDO SKRVSKDWH WKDW ZH U H-Q'RIW,AY$T2/G<'BR™* @K %R R Q (i HBOS EAISD'O V
JLIXUH ) :KHQ WKH FHOOV PHWRY HURKKOP® GO EY FHK®RWYXODU DXWRAX
SKDWH PHGLD DERXW RI FHO Q&/!'@+PY HPB)OGH G M. IR 2 QAP QHEZ) R WKL TRV I$"
SRSXODWLRQ RI FHOOV ZLWK RY HRUXWD @K I [PW MK FOGH YOHRGRW RAL RX@ D H W X
FHQFH ,QVSHFWLRQ RI WKHVH FHORRS DHW IG RIRYZ HLR W[ S RWWKHIUH HAUBP H L W
%(SH2@&" A*@*)12')(%!)*GL*($ (H'>?1*$' A@!)) H®W)DWLRQ '1$ ODEHOLQJ ZLWK +RHF
+(*$.A'KR,++)&@8&S$.12C*$H(2@! . *($F'L*<,2&'R[N8' 2&.! P51$%$ GRHV QRW FR ORFDOL]H ZL
J(#&2*HRE.!' @>71')(%!)*GI.*($'-C'1$'1).&28!.*#& LQ ERWK OLYH DQG IL[HG FH@OV 6.
PHWKRG ZH SHUIRUP$RESBCRX R H.YFFHR,PE RWNS IBL +2(#*" &A™ *($1) 1AA, 21$%& B!
HS'KLTRIN', A*$<'9:' J1Y>1D)!-8)&" +2(-&A'KR.&))12*ANB& )*#&' %6&)) *@!<*$<' 2&H)&%. A +2(+&2' >21') (%!)*G . *($¢
VSHFL¢{F IRU WKLV P51$% )LIJXUH Q& ABQ)G&®@XESSERHE H,Q ORI, $)*E& (.B&R' 1+
*$H(2@!.*($F' J-)& RVF' L*<,2& RVNS' LTR\'*@!<&A' (HSBBRDFKHV GRHV QRW UHTXLUH DQ\ ¢
FHOOV JURZQ ERQGRUWARMY GLG® QRYE.AABRIKIDNO'Y.N'F?1A&IES$%&AS IB*A' @IELA'.B*
QDO ZKLOH ),6+ LPDJHV Rl WKH FB3RBOM+IUBRZE. ($)QHRKERVISK M-, )A(
"&H)&.&" @& 28H#&N)&" %oBI21%6.&2%A %' A*<$)A *TH(R'(. B&2'>? 1 A+&U*&A*$%), *$<'AB(2.'$%>?1A8
RI WKH FHOOV YHU\ VLPLODU W RXW K- SVH.U IQADHOQAW R EMHDYLHIHIEH G QG L V W
OLYH FHOOV )LJXUH * (H'.B&&.!I'@>?1*$' 10)/#4%&))AFI"*$<' @ (2&'&H#*"&$%&!
7KXV RXU UHVXOWYVY GHPRQVI UD\EHMWKDIW RDLQLYG DAHD R\Q 2HS BW L D
&%.&"A*<$!)H2p@" P51$ ZLWK WKH DYEDPWHBLBO P51$V > @ )XUWKHU
FRQFHQWUDWLRQ RI ” PROHFXO0 H2&PRAAFH'REAA' BX @ &5 BIRISE @106 1D

I HE9696& $($) # 1+, - -1$%6%6-0$($) #*
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Supplementary information, Data S1

Supplementary text
Design of the RNA probes to target  Eglobin mRNA expressed from a plasmid

To detect unmodified RNA within live bacterial cell, the cell should be
programmed to express two RNA probes; each probe should contain antisense
sequence and a fragment of a split aptamer. To detect Eglobin mRNA, the probes were
designed to contain 11-nt sequences complementary to the target, a 5-nt linker and a
sequence corresponding to one fragment of the split elF4A aptamer. The elF4A-
aptamer was split at the single-stranded loop at the position C35/G36 (Figure 1) that is
the least likely site to distort the structure of the re-assembled aptamer [5].

We used two designs to express RNA probes (Supplementary Figure S1). At the
first, each RNA probe was cloned into one of the two multiple cloning sites (MCS) of the
pETDuetl plasmid. This vector has two T7 promoters upstream of each of the MCSs
and one T7 terminator downstream of the second MCS enabling the expression of two
proteins. Since the vector lacked a transcriptional terminator between the two MCSs,
transcription of two RNA probes from this vector would result in a single read-through
RNA molecule with two RNA probes separated by the unrelated sequence. Additionally,
a shorter transcript from the second T7 promoter would contain the probe cloned in the
second MCS (Supplementary Figure S1A). In the second design, we cloned a second
T7 terminator between the two T7 promoters to express RNA probes within two
separate transcripts (Supplementary Figure S1B). Northern blot analyses showed that

the probes expressed from the unmodified pETDuetl vector were transcribed



preferentially (60%) as one long read-through transcript about 550 nt long. With an
additional T7 terminator cloned between the two MCSs, the relative abundance of this
long transcript decreased to 25% of the total transcripts and the relative abundance of
the shorter transcripts (300 and 250 nt long) increased to 75% (Supplementary Figure
S1C).

To evaluate the fluorescent background of the fusion proteins in the absence of
target RNA, the cells expressing RNA probes were transformed with the plasmid pMB53,
which encodes two fusion proteins each containing a fragment of a split EGFP and a
fragment of the elF4A protein [3, 6-8]. Unexpectedly, the cells that expressed
predominantly RNA probes within one read-through transcript displayed lower
fluorescent background than the cells expressing fusion proteins in absence of RNA
probes (Supplementary Figure S1D). At the same time the cells expressing RNA
probes predominantly as separate transcripts displayed two-fold higher fluorescence
closer to the background of the fluorescent proteins (Supplementary Figure S1D). We
also tested control cells that expressed just one RNA probe with half of the aptamer
and cells transformed with the empty vector (no aptamer sequences). All of these
control cells showed background fluorescence close to the background of proteins
alone (Supplementary Figure S1D). Based on these results, in all further experiments
we used RNA probes that were expressed from the unmodified pETDuet 1 vector with
one T7 terminator. It should be emphasized that the background fluorescence in the
cells expressing split EGFP (with any variants of the RNA probes) is several fold lower

than the cells expressing full-size EGFP (see Supplementary Figure S1D). Thus, the



major finding is that the RNA probes expressed within one transcript reduce fluorescent

background even further.

Mechanism of the fluorescent RNP complex formati on and computational
modeling of RNP

The low fluorescent background in cells expressing fusion proteins and mRNA-
specific probes as compared with cells expressing fusion proteins alone suggests some
specific interactions between probes and fusion proteins. Since RNA probes contain
partial sequences of the elF4A-specific aptamer, they were the most likely candidates
for binding the fragments of the elF4A protein. To test this assumption, several mutant
probes were created, each corresponding to a different aptamer mutant known to have
lower affinity for the elF4A protein (Supplementary Figure S2A) [5]. These mutants
were expressed as split halves within the long read-through transcript and tested for
their ability to affect background fluorescence. The results demonstrated that all
mutants having lower affinity to the elF4A protein were less effective at reducing
fluorescent background (Supplementary Figure S2B), thus supporting the idea that the
partial aptamer sequences and fusion proteins do interact. More support for this
mechanism has been obtained in the experiments with the fusion proteins that
contained the fragments of the split EGFP fused with viral peptides QI and HTLV Rex
but lacked fragments of the elF4A protein [8]. The cells expressing these proteins
displayed high background fluorescence in the presence of the RNA probes with elF4A
aptamer sequences similar to the background fluorescence of the proteins alone

(Supplementary Figure S2C).



To get additional information about the assumed mechanism of the RNP complex
formation we preformed in silico folding of RNA probes in the presence and absence of
the target mMRNAs (Supplementary Figure S2D and S2E). To incorporate target
sequences, we fused them with the sequences of the probes through a flexible Ujg
linker. In the absence of target RNA the split aptamer sequences are separated by the
secondary structure of the intervening sequences (Supplementary Figure S2D).
However, the presence of complementary mRNA sequences triggers formation of a
stable secondary structure that is practically identical for different mRNAs. We analyzed
secondary structures of a handful of RNA probes designed for targeting various
bacterial mMRNA targets and found similar folds, all of them contained folds similar to the
elF4A aptamer with the exception of a single-stranded loop where the initial split had
been introduced (Supplementary Figure S2E).

To account for these results, we propose the following mechanism of the RNP
complex formation (Supplementary Figure S2F). First, we suggest that in the absence
of target RNA the fusion proteins, each containing a domain of the elF4A protein,
interact with the fragments of the split elF4A aptamer. These interactions might be weak,
but they might suffice to keep the fusion proteins apart and prevent their re-association.
This mechanism explains why the use of the probes expressed within a single transcript
is favorable as compared with the probes expressed as separate transcripts. It is likely
that the secondary structure of a long transcript containing both RNA probes provides
spatial separation of the split aptamer sequences and thus separation of the fusion
proteins preventing their re-association. On the contrary, if the two RNA probes with the

partial aptamer sequences are expressed as two separate transcripts, their interactions



with the fusion proteins would not prevent their re-association because of the
independent movements of the two RNP complexes.

In the presence of target RNA, the formation of the complex is driven by the
complementary interactions of the probeOs antisense arms with the target mMRNA. The
formation of the dsRNA places two split aptamer sequences in close proximity and
allows proper aptamer folding. Once the aptamer is folded, the fusion proteins come in
close proximity which triggers protein complementation and fluorescence development
(Supplementary Figure S2F).

To further understand the molecular interactions between the aptamer and the
elF4A protein, we performed computational modeling to predict the 3D structure of the
elF4A aptamer and to reconstruct the RNP complex of elF4A-aptamer. We first
performed ab initio folding of the aptamer (58 nt) using an algorithm developed earlier
[9], where large-scale benchmark study demonstrated that our approach can accurately
predict the 3D structure of short RNAs (<60 nt). In agreement with previous biochemical
studies [5] the predicted aptamer structure formed a pseudoknot (Supplementary Figure
S3A). Since elF4A is a RNA helicase, it usually recognizes the sequences between
single- and double-strands [10]. Based on the structural models of the aptamer, we
postulated that the single-stranded internal loop near the 30 of the aptamer was a good
candidate for binding elF4A (within the dashed-line box of Supplementary Figure S3A).
Based on a crystallography structure of elF4A in complex with a single-stranded RNA
[11], we reconstructed a model for the RNP complex between elF4A and aptamer
(Supplementary Figure S3B). Our RNP model suggests that in addition to the single-

stranded sequence there are extensive contacts between the aptamer and elF4A,



contributing to the strong binding between elF4A and the aptamer (~10 nM). The 50
stem-loop of the aptamer makes extensive interactions with only one of the sub-
domains of elF4A, while the 30 segment of the aptamer mostly interacts with the other
sub-domain (Supplementary Figure S3C). Therefore, the split aptamer sequences can
bind elF4A sub-domains separately, and hinder the association of two elF4A sub-
domains when the sequences are separated in the transcript (Supplementary Figure
S2D). Only when the two split aptamer sequences are brought together by sequence
complementation and form their native pseudo-knotted three-dimensional structures,
the elF4A sub-domains re-associate together to bind the high-affinity aptamer
(Supplementary Figure S2E) and shift the equilibrium toward the fluorescence-

competent state.

Detection of the Eglobin mRNA in live bacterial cells

E. coli BL21(DE3) expressing fusion proteins and RNA probes were transformed
with a third plasmid encoding a 196 nt long fragment of the Eglobin mRNA with the 22
nt-long target site. We analyzed fluorescence of the cells after induction of all
components of the RNP complex with 1 mM IPTG and overnight growth at 23°C using
flow cytometry (Supplementary Figure S4B and S4C) and fluorescent microscopy
(Supplementary Figure S4D). The low growth temperature was due to previous studies
that showed better folding of the fusion proteins at lower temperatures [8]. The FACS
and microscopy data showed that the cells expressing all components of the RNP
complex (two fusion proteins, RNA probes and the fragment of the Eglobin mRNA)

displayed fluorescence that was about 4-5 fold higher than the cells that lacked the RNA



target. Microscope images showed that 17-20% of cells displayed fluorescence above
the background (Supplementary Figure S4D). Using target RNA with a corrupted
binding site we observed fluorescence close to the background level (Supplementary
Figure S4D) that suggested that the complex was assembled sequence-specifically.
We obtained similar results using a full-size Eglobin mRNA, although signal-to-
background was 2 fold lower than with the mRNA fragment (Supplementary Figure S4).
Collectively, these results suggest that: (i) the split elF4A aptamer was reassembled
into a proper fold; (ii) the reassembled aptamer was able to initiate complementation of
the split fusion proteins, and that (iii) the fluorescent RNP complex was assembled
sequence-specifically in the presence of the target mRNA. Thus, these experiments
validate the split aptamer approach for detection of unmodified RNAs in live bacterial

cells with a 2-5 fold signal-to-background (s/b) ratio.

Quantitation of RNA and protein molecules

To further characterize fluorescent RNP complexes, we quantified the
concentrations of the RNA components by RT-PCR. Concentrations of the RNA probes
were estimated to be about 5 fold lower than the level of 16S RNA, while the level of the
Eglobin mRNA was about 675-fold lower compared to 16S RNA (Supplementary
Figure S5A). Given that the E. coli cell contains roughly 50,000 ribosomes [12] these
results imply that the concentrations of RNA probes and the Eglobin mRNA were about
10000 and 75 mol/cell, respectively. Semi-quantitative protein gel electrophoresis was
used to evaluate the concentration of the fusion proteins. It was estimated to be about

5000 molecules of A-F1 and B-F2 per cell (Supplementary Figure S5C).



We also used cellOs florescence to roughly estimate protein concentration. Full-
size EGFP was expressed in the same vector pACYCDuetl as split fusion proteins and
induced by 1 mM IPTG for 3 hr. Using standard conversion of ODgg for E. coli cells in
LB, we estimated cell concentration as approximately 0.76 x 10'° cells/ml. These cells
were spun down and concentrated 100x to get a final concentration of 7.6 x 10
cells/mL. The stock solution of EGFP was diluted 10x and absorbance at 490 nm was
measured to be 0.002 over the background. Using the Beer-Lambert law and 0 IR U
EGFP as 55000 M™* cm™ we estimated EGFP concentration as 0.363 pM.

We then measured fluorescence by filling a well on a slide with EGFP solution
and a well with the cell suspension. The wells were viewed under 10x magnification to
give a uniform intensity. Comparative analysis was performed in ImageJ, averaging the
intensities over the field of view for cells and EGFP solution, and subtracting the
baseline intensity of PBS solution. The results were an average of 5000 a.u for the cells
and 300 a.u. for the EGFP solution.

The average number of EGFP molecules per cell was calculated using the

equation of Taniguchi et al. [13].

Feell
Fprotein
n= -
Avg. molecules per cell: Cell concentration

[Protein] Ny

5000 .
_ W(UEEIE[JM N,

7.16=x101% = 5087 EGFP molecules/cell

Thus, both protein gel analysis and fluorescent measurements resulted in very close

concentrations of the proteins per cell.



Efficiency and sensitivity of RNA detection

Since all components of the fluorescent RNP complex are internal and are
synthesized by the cell it is important to understand their relative concentrations and
their effect on efficiency and sensitivity of RNA detection. From one hand, due to the
interactions between the RNA probes and fusion proteins, the concentrations of the
RNA probes should exceed concentrations of the proteins. Indeed, the excess of RNA
probes will result in efficient binding of split proteins and will reduce the background.
From the other hand, the large excess of the RNA probes over the proteins will reduce
the proportion of the probes with the two binding sites occupied by the proteins and this
will decrease the efficiency of RNA detection.

Our data show that the concentration of the RNA probes was about 2-fold over
concentration of the fusion proteins: 10000 RNA probe molecules per cell versus 5000
molecules of the fusion proteins per cell (Supplementary Figure S5A and S5C). As our
experimental data show, this ratio provides substantial reduction (75%) of the
background fluorescence (Supplementary Figure S1D). At this ratio due to statistical
probability only 25% of the probes have both binding sites occupied by the proteins. As
a result, only these probes are efficient in detecting the target. Additionally, due to the
non-synchronized cell population different cells have fusion proteins on different stages
of expression and protein maturation making some cells non capable of developing
fluorescence (see [3]). All these factors explain that only 17-20% of cells displayed
signal with Eglobin mRNA (Supplementary Figure S4D). Thus, even though the
average RNA concentration was about 75 mol of target RNA, only 20% of cell displayed

signal.



At the same time, our results on endogenous PstC mRNA detection imply that
the sensitivity of detection is very high. Indeed, we detected signal from PstC mRNA in
about 8% of cells with the average RNA concentration 1 molecule per cell. Taking into
account that the efficiency of our method is about 20% and using the Poisson
distribution showing that only 30% of cells have at least 1 mol of PstC mRNA
(Supplementary Table S8), we conclude that the method has sensitivity close to a
single molecule.

Our data allow estimating sensitivity of RNA FISH. Hybridization with 38 Stellaris
probes showed PstC mRNA signal in 25% of cells grown under phosphate shortage (5
molecule per cell) and no signal in the cells grown under normal phosphate
concentrations (1 molecule per cell) (Supplementary Figure S7). In FISH approach the
probes are external and in great excess over the target, therefore each cell and each
RNA molecule are equally capable of producing signal. Since we detected signal in 25%
of cells with average 5 molecules per cell we can conclude that FISH sensitivity is 7 or
more RNA molecules per cell based on Poisson distribution (Supplementary Table S8).
Poisson distribution also explains why in the cells grown under normal phosphate
concentration with average PstC mRNA concentration 1 mol/cell we did not observe any
signal. Indeed, in this case there are no cells that have 7 or more RNA copies/cell
(Supplementary Table S8). Relatively low FISH sensitivity is not surprising. It is known
that the probes with constitutive fluorescent signal display reduced sensitivity because
of the high background stemming from the non-specific probe binding. This relatively

low sensitivity is the major motivation behind all efforts to develop biosensors that
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display signal only in response to the presence of a user-defined target, such as

molecular beacons or other target templated biosensors.

Materials and Methods

Cell Lines

All cloning reactions have been performed using E. coli XL-10 cells, while all

expression used E. coli BL21(DE3) cells.

Plasmid Construction

Two RNA probes were designed to contain one half of the elF4A-binding
aptamer and 11 nucleotides complementary to a 22 nt site within the Eglobin mRNA.
These two parts were linked through the linker CCTCC. The corresponding
oligonucleotides were purchased from Integrated DNA Technologies (IDT)
(Supplementary Table S1) and cloned into the two multiple cloning sites of the vector
pETDuetl (Novagen). Probe #1 was cloned between the BamHI and Notl restriction
sites in the first MCS. Probe #2 was cloned between the Bglll and Xhol restriction
enzyme sites in the second MCS (plasmid pPTTO05) using a cloning method descried by
Vasl and co-workers [1]. The negative controls contained Probe #1 or Probe #2 cloned
separately in pETDuetl (Supplementary Table S2, plasmids pPTTO01 and pPTT20). The
probe that targeted the antisense strand of the Eglobin mRNA was cloned in the
plasmid pPTT66. All plasmids were isolated using a QIAgen*® Miniprep Kit and

confirmed by sequencing.
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A 198 bp oligonucleotide corresponding to the Eglobin gene was purchased from
IDT (Supplementary Table S1) and cloned into the pRSFDuet vector (Novagen“)
between the BamH1 and Notl restriction sites in the first multiple cloning site (plasmid
pPTTO7). A negative control contained the same fragment of the Eglobin mRNA with a
scrambled 22-nt target site (plasmid pPTT10).

A full-length rabbit Eglobin gene was reverse transcribed from the Eglobin
MRNA (Sigma-Aldrich *) using an Invitrogen ¢ SuperScript“ lll First-Strand Synthesis
Kit. The cDNA template was cloned using Overlap Extenstion PCR with primers 15 and
16 (Supplementary Table S1) into the pRSFDuet (Novagen “) vector (plasmid pPTT11).
The negative control, a full-length Eglobin mRNA with the scrambled target site, was
created from the full-length Eglobin mRNA plasmid (Table 2, plasmid pPTT11) using
PCR mutagenesis with the primers 3 and 4 resulting in a plasmid pPTT12

(Supplementary Table S2).

All cell lines are listed in Supplementary Table S3.

Mutagenesis of the aptamer sequences

To introduce the point mutation G21A (M12) into the split aptamer sequences
within plasmid pPTTO05 we used PCR mutagenesis with the primers 5 and 6 (plasmid
pTT32, Supplementary Table S2). The mutation U20A (M7) was obtained accidentally
during mutagenesis and it is contained within the plasmid pPTT31. Lastly, a
mutation/insertion mutant A50G/ins55A was obtained as a byproduct during cloning of

the RNA probes targeting 16S RNA (this target has not been used in this study). This
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mutant is expressed in plasmid pPTT38. All mutations were confirmed by sequencing

and are listed in Supplementary Table S4.

Preparation of probes targeting bacterial mMRNAs

All plasmids expressing RNA probes targeted at different mRNAs targets were
obtained by one step mutagenesis of the plasmid pPTTO5 using protocol described by
Unger et al. [2]. The target sites are listed in Supplementary Table S5 and the primers
for mutagenesis in Supplementary Table S6. All sequences were confirmed by
sequencing. The plasmids expressing mMRNA-specific probes are listed in

Supplementary Table S2.

Transformation and cell culturing

To label Eglobin mRNA E. coli cells BL21(DE3) were transformed with three
compatible plasmids, pPTTO5 (express RNA probes, pETDuetl background), pPTTO7
(express RNA target Eglobin mRNA, pRSFDuet background), and pMB53 (express
elF4A-EGFP fusion proteins, pACYCDuet 1 background), a plasmid described earlier
[3]. All three plasmids have T7 promoters and were induced simultaneously by 1 mM
IPTG. To detect endogenous bacterial mMRNAs two plasmids were necessary, a plasmid
expressing two RNA probes and the plasmid pMB53. LB media was supplied with the
necessary antibiotics and the cells starting from one colony were grown at 37 °C for 3-4
hrs. The concentrations of antibiotics were: chloramphenicol, 34 Ry/ml, kanamycin, 50
mg/ml, and ampicillin, 100 Ry/ml. The culture was then diluted (1:10 to 1:100) into 3 ml,

induced with 1 mM IPTG and grown overnight in LB at 20-25 °C. Cells were collected at
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equal optical densities between ODgoo 0Of 0.4 B 0.6. 500 R of cells were washed twice in

500 B 1X PBS and used for FACS analyses and fluorescent microscopy.

FACS Analysis and Microscopy

To measure fluorescence of a cell population, we used a Becton-Dickinson
FACSCalibur flow cytometer with a 488-nm argon excitation laser and a 5158545 nm
emission filter (FL1). We measured fluorescence of 100,000 cells in each sample. For
fluorescent microscopy we immobilized bacterial cells between a cover slip and a thin
slab of 0.8% agarose in 1X PBS. The samples were imaged at room temperature on a
Nikon inverted microscope Eclipse Ti-E with Nikon CF160 optical system and NIS
Elements software. All experiments were carried out on a 100X oil immersion objective
with 0.2-1 sec exposure depending on experiment. Differential contrast (DIC) and

fluorescent (FITC) images were taken simultaneously.

Quenching experiments

E. coli cells were immobilized between a cover slip and a thin slab of 0.8%
agarose in 1X PBS. Samples were excited by a 488-nm laser beam (15 mW) and
imaged by an EMCCD camera (iXon DV 897, Andor Technology) at 33 frames/s. The
image acquisition program was written using LabVIEW and the movies were analyzed

using programs written in MATLAB.

gRT-PCR
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Real-time quantitative PCR analysis was preformed on RNA samples isolated
from 1 ml of cultures that were harvested at equal ODegoo 0.4-0.6. RNA was isolated
using Qiagen RNeasy® Mini Kit and was turned into cDNA using an Invitrogen
SuperScript “ Il First-Strand Synthesis System. Each cDNA reaction used 2.0 Ry of
RNA from each cell line. gRT-PCR was performed using about 200 ng cDNA and the
Roche RT-PCR Kit with SYBR Green, according to the manufacturer's guidelines. A
reaction lacking reverse transcriptase was included for each sample, which served as a
control for DNA contamination. 16S RNA was used as a reference gene. Amplification
was performed using Roche LightCycler 480 under the following conditions: 95 °C B
5min, (95 °C B 10s, 58 °C B 10s, 72 °C-10 sec) for 45 cycles. The PCR product
identities were confirmed by electrophoresis on 1% agarose gels and product uniformity
was tested using melting curves. RT-PCR for each RNA target was performed on at
least two independently isolated RNA samples in triplicates, and the mean C; values

were calculated.

Analysis of pro tein expression

The cells expressing fusion proteins were induced with 1 mM IPTG and grown to
density ODgpo 1.3-1.4. Cells from1l ml of cell culture were precipitated, washed and
proteins were fractionated using PeriPreps™ Periplasmic kit and separated using SDS
PAGE with BenchMark protein ladder (Invitrogen). The gel was stained by SimplyBlue
and the amount of the overexpressed proteins was evaluated by comparison the
intensities of the corresponding bands with the amount of the marker protein

(Supplementary Figure S4). M- BenchMarkTM protein ladder (Invitrogen), 1, 2, 3, -
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extracellular proteins, 4, 5, 6 b periplasmic proteins; 2 and 5 - uninduced, 1,3, 4 and 6

induced with 1 mM IPTG.

Northern blotting

Northern blotting was performed using total bacterial RNA isolated with a Qiagen
RNeasy “ Mini Kit. RNA separation using formaldehyde-agarose gel, transfer to the
Hybond-H membrane and RNA labeling was performed as recommended by the DIG

High Prime DNA labeling and Detection Starter Kit Il (Roche).

In silico analyses of secondary structures of RNA targets and RNA probes

Secondary structure predictions were performed using the mFold RNA package

algorithms (http://mfold.rna.albany.edu

RNA FISH with multiple singly labeled (TAMRA) Stellaris probes ( see

Supplementary Table S8 for the probe sequences).

To do RNA FISH we used the protocol described in Montero-Llopis et al. [4].
Briefly, the cells were fixed in 4% formaldehyde, 30 mM Na;HPOg3, pH 7.5, 15 min, at
room temperature for 30 min on ice. Then the cells were spun down at 6,000 rpm for 3
min and washed in 1x DEPC-treated PBS. This step was repeated 3 times. The pellet
was re-suspended in 100 B of GTE buffer (50 mM glucose, 20 mM Tris-HCI pH 7.5,

10mM EDTA pH 8) and 4 P of lysozyme solution was added to 12 R of cell suspension

(10 RY/ml in GTE buffer plus 4mM vanady! ribonucleoside complex (VRC)). The cell
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suspension was placed on the poly-L-lysine coated slides (PolySciences) and incubated
10 min at room temperature. Excess liquid was aspirated and slides were dried (1 min).
The slides were put in -20 ° C methanol for 10 min, dipped into -20 ° C acetone for 30
sec and dried on air.

The slides were Incubated at 37 °C for 30-60 min in 40% formamide and 2 x SSC
treated with DEPC. Hybridization probe (final concentration 250 nM) was added to
hybridization solution |1 (80% formamide, 1mg/ml E. coli tRNA, 2x SSC DEPC-treated,
70 Ry/ml calf thymus DNA) and incubated at 80 °C for 5 min before mixing with the
hybridization solution Il (20% dextran sulphate, 4 mM VRC, 40 U RNase inhibitor, 0.2%
RNase free BSA, 2x DEPC-treated SSC) in 1:1 ratio. 25-50 P of hybridization mixture
was added to each well and hybridized overnight. Slides were washed twice in 50%
formamide, 2x SSC treated with DEPC for 30 min, and briefly rinsed 5 times in DEPC-
treated PBS. 4 P of 1.5 Ry/ml DAPI solution was added. The slides were covered,

sealed with the nail polish, and visualized immediately.
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Supplementary information, Figure S1
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Figure S1 Two different designs of the RNA probes. (A) RNA probes are expressed

from the unmodified pETDuet 1 vector as two transcripts, 550 and 300 nt long; (B)

RNA probes are expressed from a modified pETDuet vector with an additional T7

terminator as two separate transcripts, 250 and 300 nt long; (C) Northern blot

analysis and quantitation of the transcripts expressed from the plasmids shown in

A and B ; 1 corresponds to the design shown in A, 2 corresponds to the design in

B; M, markers; numbers under the histogram indicate the length of the transcripts

in nucleotides (nt). (D) Background fluorescence of the E. coli cells expressing

full-size EGFP or two fusion proteins, A-F1 and B-F2, and different RNA probes.

Note that RNA probes expressed within one long transcript (design A) display the

lowest background fluorescence. Data are given as average of 4 independent

experiments tstandard deviation.



Supplementary information, Figure S2

GUA GUA 1.0 4
£% & 2 £ o8 i
'/ o mutasoGinsssa  § O %
Ay mouAmamucziA Ay e !
C—Ga, cC—Gac ] s
£ £ £ oa 2o
Al GAS' A :;“g—* G 30 E
eto, —g pr - E—g 02 £° = .
A G ! A G — 3
G A(M12) G _c ¥ Ains [V} “ a
GL 0 A(MT) faals —A A0  Protin i FGIPEAA o GF
Gyl G-C el 2 ne o pepnd -
GCACAl_, G—CAClal— <RHA probes RNA probes tos
phus fusion profeins

reassembled

. | aptamer
split aptamer J P

F Fluorescent RNP complex

RNA probe with split aptamer Two fusion proteins

Endogenous mRMNA

Sequences ccmplementary to mRNA

Endogenous RMNA

Figure S2 Suggested mechanism of the fluorescent RNP complex formation. (A)
Structures of the elF4A-aptamer mutants that bind fusion proteins with decreased
efficiency. (B) Fluorescence of the E. coli cells expressing these elF4A-aptamer
mutants within the RNA probes and fusion proteins, A-F1 and B-F2. Note that all
RNA probes with mutant aptamer sequences are less capable of reducing
fluorescent background of fusion proteins. (C) Fusion proteins containing split
EGFP and viral peptides that do not bind elF4A aptamer display high fluorescence
in the presence of the RNA probes with fragments of elF4A-aptamer. (D) MFOLD

structure of the transcript containing two RNA probes with the split aptamer



fragments in absence of the Eglobin mRNA (the length of the transcript is from the
T7 promoter to the T7 terminator); (E) MFOLD structure of the transcript
containing two RNA probes in the presence of the target mRNA, target mRNA
sequences are in red. Note the structure in oval that resembles elF4A-aptamer
fold; (F) Suggested mechanism of fluorescent complex formation with an
intermediate step when the fusion proteins bind RNA probes. Apparently, this step

is responsible for low fluorescent background.
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Figure S3 Computational modeling of the aptamer/elF4A RNP complex. (A)
The secondary and tertiary structure of the aptamer. The dashed-line box
indicates the putative elF4A binding sequence. An ensemble of
computationally predicted three-dimensional structures with cartoon
representation is shown (right panel) in rainbow color from blue (50) to red

(30)(B) The elF4A-aptamer RNP structure were reconstructed based on



the complex structure of elF4A-ADP-RNA segment (PDB: 3PEY) by
aligning the elF4A binding sequence with RNA segment in the known
structure. The two sub-domains of elF4A in cartoon are colored differently.
(C) The surface of the protein is shown to illustrate the binding between

aptamer and elF4A sub-domains.



Supplementary information, Figure S4
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Figure S4 Detection of Eglobin mRNA in live E. coli cells. (A) Structure of the
Eglobin mRNA target site and of the elF4A-specific aptamer split at the central
loop; antisense sequences are shown in red, linker sequences are shown in blue,
the intervening sequence and the split site in the aptamer are marked by a curving
line; (B) An example of FACS analysis of E. coli cells expressing different RNP
complexes. Red curve, cells express two protein fusions and two RNA probes, no
target RNA is present. Black curve, the cells express two protein fusions and two
RNA probes plus a fragment of Eglobin mRNA with corrupted target sequence.
Green curve, the cells express protein fusions, two RNA probes and the Eglobin

MRNA fragment with the correct binding site. Gray curve, E. coli BL21(DE3) cells;



(C) Histograms obtained from data similar to as in (B), average of 3 independent
experiments tstandard deviation is shown; 1, average fluorescence of the cells
expressing fragment of Eglobin mRNA; 2, cells express full-size Eglobin mRNA;
3, Eglobin mRNA with the corrupted binding site; 4, on target RNA is present; 5,
the probes are targeted at the antisense strand. (D) DIC (top panels) and
fluorescent images of the cells ( bottom panels). (Left), cells express two fusion
proteins and two RNA probes in RNA absence; (middle ), cells express Eglobin
MRNA, protein fusions and two RNA probes (right ), cells express Eglobin mRNA
with scrambled target sequence plus fusion proteins and RNA probes. All images

were taken in similar settings, scale bar 10 Fn.
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Figure S5 Quantification of RNA and protein components of the RNP
complexes. (A) Ct numbers obtained in RT -PCR for Eglobin mRNA,
RNA probes, and 16S RNA. Average of 3 experiments is shown. (B)
RT- PCR analyses of PstC mRNA concentrations in BI21(DE3) E.
coli cells grown in normal and low phosphate. 16S RNA was used
as a control. Average C; of 3 experiments is shown. (C) SDS-PAGE of
over -expressed fusion proteins A -F1 and B-F2 in BL21(DE3) E. coli
cells. M- BenchMark™ protein ladder (Invitrogen), 1, 2, 3, - extracellular
proteins, 4, 5, 6 B periplasmic proteins; 2 and 5- uninduced, 1,3, 4 and 6
induced with 1 mM IPTG.



Supplementary information, Figure S6

Figure S6 Oversaturated fluorescent signal masks localization of the PstC
mRNA in E. coli cells. (A) DIC images, (B) fluorescent images with 200
msec exposure; (C) fluorescent images with 800 msec exposure. The most

right panel shows the enlarged cells marked by the square.
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Figure S7 RNA FISH of the PstC mRNA with 38 Stellaris probes labeled with
TAMRA. (A) BL21(DE3) E. coli cells grown in the low phosphate (0.2 mM)
medium A (15) (0.12 M Tris; 80 mM NaCl; 20 mM KCI; 20 mM NH4CI; 3 mM
NaSO4; 1 mM MgCly; 0.2 mM CaCly; 2 mM ZnClI2; 0.5% bactopepton; 0.5%
glucose; pH7.5. (B) BL21(DE3) E. coli cells grown in LB medium (high

phosphate, 2.2 mM).
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Figure S8 Spot fluorescence traces show stepwise bleaching. We show two
characteristic fluorescence traces of the punctate signals in the cells with
labeled PstC mRNA. The X-axis shows the time of exposure. The Y-axis
shows the fluorescence in arbitrary units. (A) One-step photobleaching is
characteristics for single fluorescent molecule observed in 5% of cells. (B)
Multi-step photobleaching is characteristics for a few fluorescent molecules
observed in 2% of cells; background line was taken from the cells with now
signal (black curve). 10% of cell with the punctate signals did not show

well-defined abrupt photobleaching.
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Figure S9 PstC mRNA localization in live cells and in FISH look similar and
the signal does not overlap with nucleoid DNA. DNA was labeled with
Hoechst33342 dye. Note the strong background fluorescence in RNA FISH

masking DNA localization.



